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Abstract 
 

 
 The global overpopulation of feral cats generates concern regarding their 

welfare, negative impact on public health, and adverse effects on the environment. In 

the U.S. and other Westernized countries, the most common method for managing feral 

cat populations is impoundment in animal shelters, where they undergo surgical 

sterilization procedures as part of a shelter adoption or trap-neuter-release programs. 

However, such programs are labor-intensive, time-consuming, and costly. Further, 

several million, un-adopted cats are euthanized each year. Thus, there is a need for a 

permanent, nonsurgical, and low-cost method for controlling feral cat populations. 

Immunocontraception has the potential to provide the practical approach needed to 

manage stray cat populations. Gonadotropin-releasing hormone receptor (GnRHR) is 

an attractive target for immunocontraceptive vaccine development because it is highly 

expressed by anterior pituitary gonadotropic cells, important components of the 

hypothalamic-pituitary-gonadal axis that regulates normal mammalian reproduction.  

Therefore, induction of immune responses against pituitary gonadotropic cells by 

targeting GnRHR may impair normal reproductive function. The goal of this proof-of-

concept work was to use a murine model to investigate the potentials of GnRHR as a 

target for immunocontraception. DNA plasmids were selected for immunocontraceptive 

vaccine construction because they are cost-effective, safe, and can elicit long-term 
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cytotoxic and humoral immune responses in animals. In order to overcome murine self-

tolerance to the GnRHR, the nucleic acid sequence of feline (f)GnRHR was cloned into 

a plasmid with expectations of the murine immune system to elicit a stronger response 

to the heterologous antigen (fGnRHR) than to the homologous protein (mouse GnRHR). 

As an additional strategy for enhancing the potency of the vaccine against the self-

antigen GnRHR, the DNA sequence for fGnRHR fused to ubiquitin (Ub) was 

incorporated into a plasmid in order to enhance presentation of GnRHR epitopes from 

Ub-fGnRHR to circulating CD4+ T cells. This strategy may efficiently activate these T 

cells, producing GnRHR-specific antibodies that ultimately target GnRHR-expressing 

pituitary gonadotropic cells. After DNA plasmid construction, adult male mice were 

vaccinated once with DNA encoding fGnRHR or Ub-fGnRHR. Vaccines were 

administered via intramuscular (IM) needle injection; IM injection with DNA-loaded, 

superparamagnetic iron oxide nanoparticles followed by magnetofection; or intradermal 

(ID) needle injection. Mice vaccinated with DNA encoding fGnRHR or Ub-fGnRHR via 

IM injection or magnetofection had normal serum testosterone levels at necropsy (or 12 

weeks post-immunization) compared to pretreatment values. However, mice vaccinated 

with plasmid encoding Ub-fGnRHR via ID needle injection had significantly low 

testosterone concentrations 12 weeks post-immunization. Moreover, anti-GnRHR 

antibodies were detected in sera from mice intradermally vaccinated with DNA encoding 

Ub-fGnRHR. Also, PCR analysis indicated lower GnRHR mRNA expression in these 

animals. In summary, ID vaccination of mice with DNA encoding Ub-fGnRHR, a 

heterologous and ubiquitinated protein, abated serum testosterone concentrations and 

pituitary expression of GnRHR mRNA, as well as induced anti-GnRHR antibody 
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production in treated animals. The outcome of these parameters indicate induction of an 

immunological response to overcome self-tolerance to the endogenous GnRHR, 

resulting in impairment to anterior pituitary gonadotropes that affected testosterone 

production. Based on these findings, the Ub-fGnRHR DNA construct warrants further 

investigation, as such a vaccine profile would be beneficial as an immunocontraceptive 

for controlling the overpopulation of feral cats worldwide. 
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CHAPTER 1 

LITERATURE REVIEW 

 

1.1 The Overpopulation of Feral Cats and its Implications 

Stray cats may be classified into subcategories: feral; abandoned; or 

uncontrolled, owned cats. Feral cats are unowned, independent of human control, and 

poorly socialized to human handling [1]. Also, feral cats mainly survive through 

scavenging and hunting. Abandoned cats were once dependent on an owner who no 

longer provides care or resources [1]. Because of previous exposure to human 

handling, abandoned strays may be socialized enough to interact with people who 

provide intermittent resources. Similar to ferals, abandoned cats rely heavily on 

scavenging and hunting in order to survive. In contrast to abandoned and feral strays, 

owned, non-controlled cats are dependent on humans for resources [1]. These free-

roaming cats are kept outdoors and well-socialized to people. Although the literature is 

rife with semantic disparity (as terms such as “feral”, “stray” and “free-roaming” are used 

interchangeably), it is agreed that stray cats are overpopulating most areas worldwide 

[1,2].  

 

In the United States (U.S.), the estimated population of stray cats ranges from 70 

to 90 million [1,2]. The overpopulation of feral cats is not unique to North America, as it 



2 

 

exists on every continent except Antarctica. For example, the stray cat population in 

Australia is estimated at 12 million [3]. In the United Kingdom, there is a conservative 

estimate of 2 million stray cats [1]. The feline reproductive profile that includes early 

sexual maturity, polyestrous cyclicity, and multiparous pregnancies contribute to the 

prolific nature of cats. In addition, cats are exceptionally adaptable and thus thrive in 

various environments, ranging from isolated sub-Antarctic regions to densely-populated 

cities [2]. The unregulated reproduction of stray cats raises concern regarding their 

impact on public health and the environment. 

 

Cats are a vector for numerous zoonotic diseases and parasites, thereby posing 

a threat to public health. Indisputably, rabies is the disease of greatest public concern 

due to low survival rate in humans manifesting clinical signs. For the past 25 years, 

rabies cases has been consistently documented in more cats than dogs in the U.S. [4]. 

In 2009, cats were one of the top five major contributors to over 6,000 rabies cases in 

the U.S. [5]. In 2010, the number of rabies cases decreased in all domestic animals 

except for cats, which constituted 62% of all rabies cases in domestic animals [5].  

 

Felids serve as hosts for various zoonotic parasites. Toxoplasmosis is a common 

disease of cats that can be transmitted to humans via the protozoan Toxoplasma gondii 

(T. gondii). Contact with infectious T. gondii parasitic eggs in cat feces is a primary risk 

factor for human toxoplasmosis [6]. Because human infections can occur months after 

the cat has excreted the oocysts, cat feces-contaminated playgrounds, garden soil, and 

other outdoor recreational venues are possible sources of infection for humans [7,8]. 
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The ectoparasite Ctenocephalides felis (the cat flea) of domestic cats, plays an 

important role in the transmission of zoonotic diseases. It is the dominant vector for cat-

scratch disease (CSD), one of the major flea-associated diseases of cats in the U.S. [9]. 

Cat fleas are the primary carriers of Bartonella henselae (B. henselae), the bacterium 

that causes CSD. Animal to animal or human infection commonly occurs by exposure to 

a cat scratch or bite, or B. henselae-contaminated flea feces. A small percentage (5-

15%) of CSD-infected humans experience atypical yet serious complications such as 

encephalitis and endocarditis [10]. In humans, Bartonella spp. infection has correlated 

with chronic rheumatic symptoms that are clinically similar to chronic Lyme disease [11]. 

Feral cats have a significantly higher Bartonella seroprevalence than owned, controlled 

cats [12]. 

 

Stray cats exert a tremendous pressure on native wildlife populations. Provision 

of food resources from humans does not suppress a cat’s instinct to hunt and kill [13]. 

As instinctive predators, cats are able to hunt as effectively as their wild 

ancestors. Because of this, stray cats kill up to a billion native North American birds, 

mammals, reptiles, amphibians, and fish each year [14,15]. This estimate does not 

account for the wounded animals reported to various rehabilitation and conservation 

institutions. Between January 1 and September 14, 2003, the Lindsay Museum of 

Walnut Creek, a wildlife rehabilitation facility in California, received 5,669 small 

mammals, birds, and reptiles [16]. Of these, 24% (1,050) of birds, 12% (143) of 

mammals, and 15% (11) of reptiles were presented because of cat-related injuries or 

conditions [16]. Specifically, birds that were admitted because of cat-related problems 
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represented 36 species, including songbirds [16]. Furthermore, many of the injured 

birds are considered locally rare, sensitive, or migratory species, all of which are 

mandated to be protected by law from illegal capture [16]. According to a survey 

conducted in Michigan, free-roaming cats killed from 0.7 to 1.4 birds per week [16]. 

Twenty-three species were accounted for in this report, including two species of 

conservation concern [16]. Further, it has been estimated that feral cats kill about 465 

million birds per year in the U.S. [17]. Pimentel et al. estimated the value of those birds 

at $17 million [17]. The predatory nature of free-roaming cats negatively impacts avian 

populations such as piping plover, Florida scrub-jay, and tern, all federally-listed, 

endangered bird species [18]. Thus, it is reasonable to speculate that cat predation 

plays a critical role in the variation of bird populations. 

 

In addition to negatively impacting bird populations, cats are predators to many 

small, non-avian animals that become federally- or state-listed as “threatened” or 

“endangered” species. For example, in Florida, domestic cats have been identified as 

predators and a serious threat to the Key Largo cotton mouse, rice rat, Key Largo 

woodrat, Choctawhatchee beach mouse, Perdido Key beach mouse, Anastasia Island 

beach mouse, Southeastern beach mouse, green sea turtle, and Lower Keys marsh 

rabbit, all federally-listed species [18]. Focusing in the latter, the Lower Keys marsh 

rabbit has been dwindled down to a population of approximately 100 to 300 individuals 

[19]. With predation as the greatest threat to the species, it is estimated that the Lower 

Keys marsh rabbit could go extinct within two or three decades if current mortality rates 

continue [19].  Also, it is estimated that 52% of marsh rabbit mortality was due to 
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predation by stray cats [20]. Population viability analyses indicated that control of free-

roaming cats was an effective strategy for retarding marsh rabbit mortality [20].  

Extensive research reveals that cat predation poses a major threat to the continued 

existence of beach mice, an important beacon of dune ecosystem health [18]. Beach 

mice are found only in the southeastern U.S. and are at least six subspecies of Florida 

beach mice federally-listed as “endangered” or “threatened”. Indeed, beach mice 

appear to evade native predators such as birds, raccoons, fox and snakes, but 

experience difficulty in eluding non-native, feline predators [18]. Because of this, there is 

a push for public education aimed at informing people of the problems associated with 

supporting free-roaming cats with food supplemented by humans. 

 

In addition to the detrimental impacts of the feral cat population on public health 

and the environment, there is concern regarding the welfare of stray cats. Many feral 

cats live short lives filled with hardships. The American Veterinary Medicine Association 

(AVMA) estimates that the average lifespan of unowned cats is two years, a figure 

significantly lower than ten-year mean lifespan of owned cats [21]. Mortality rates for 

feral cats can be up to 80% per year [16]. In one study evaluating survival rates of 

kittens born in a monitored cat colony, 48% of kittens died or disappeared before they 

were 100 days old, and 75% died or disappeared before they were six months old [12]. 

Investigators confirmed that trauma was the cause of death for most of the kittens in this 

study [12]. Feral cats suffer substantially higher rates of injury and disease than owned, 

controlled cats [21].  In addition, many feral cats succumb to vehicle trauma, predation, 
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or severe weather [16]. It is clear that these conditions and outcomes are impeding on 

the welfare of feral cats.  

 

Overall, efforts to increase awareness of cat-related impacts on public heath, the 

environment, and cat welfare may prompt individuals to learn about companion animal 

responsibility and thus contribute to solving problems related to the global cat 

overpopulation.  

 

1.2 Approaches to Controlling the Overpopulation of Feral Cats 

1.2.1 Shelters 

 Various methods are used to control feral cats. In the U.S., temporary housing of 

cats into shelters is the primary method of controlling the population of free-roaming, 

unowned cats. An estimated 4 to 5 million animals are cared for or find permanent living 

arrangements through shelters each year [22]. As mediators of cat adoption into a 

household, shelter personnel educate soon-to-be owners about the importance of 

promoting public health by keeping the pet current on vaccinations or limiting the cat’s 

access to the outdoors. Although the positive role that animal shelters play is 

unquestionable, there are limitations to the influence of shelters on reducing the stray 

cat population. Shelters are conditions of intensive housing where overcrowding is 

common and contributes to high rates of infectious disease exposure and transmission. 

It is estimated that eight to ten million animals were housed in animal shelters in 2014 

[23]. Within the past decade, sheltered populations have been a source of emerging 

infectious diseases such as respiratory, neurologic, and virulent systemic feline 
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calicivirus infections, all of which have fatal tendencies [24,25]. In addition, restraints on 

housing space and financial resources to sustain daily operation limits the extent to 

which shelters can temporarily house and facilitate establishment of permanent homes 

for free-roaming cats. 

 

1.2.2 Trap-neuter-release Programs  

Some of the earliest scientific reports of trap-neuter-release/return (TNR) 

programs originated in the U.K. [26]. The ultimate goal of TNR programs is to decrease 

or, at least, stabilize a local colony population via sterilization. Generally, trap-neuter-

release/return (TNR) involves the humane capture of cats, followed by surgical 

sterilization and permanent identification of sterilization status (e.g., ear tip removal). 

Identification of gonadectomized cats is an important step in TNR, as it is well-

documented that cats, particularly toms, move between colonies [27]. Typically, the cats 

are minimally vaccinated for rabies, but in other cases, additional care is provided, 

including application of anti-flea and deworming medication, and vaccination against 

feline calici virus, panleukopenia, rhinotracheitis, and feline leukemia. Once captured 

and then neutered, these cats are released to their original site, thus resuming their 

occupancy in the colony. The expected outcome of this strategy is determent of new 

cats to move into an existing colony and, more importantly, natural reduction of the 

returned sterilized cats. TNR programs are well established in many countries, 

including, Canada, the Netherlands and the U.S.  
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While TNR offers a humane solution to controlling the population and improves 

the welfare of feral cats, these programs have limitations. For example, in Florida, a 

TNR program named “operation CatNip” is estimated to cost $17 USD per cat [28,29]. 

Therefore, consistent and greater financial support (by both private entities and 

government agencies) are critical for controlling the financial costs of trapping cats. 

However, there is opposition to TNR programs. Jessup claims that maintaining cat 

colonies facilitates the negative impact on public and environmental health destruction 

of wildlife and encourages people to abandon cats at the colony sites [16]. Others 

consider the TNR programs as morally unjustified [16]. Also, there is legal obstruction of 

TNR programs in some municipalities that considered them a form of ‘abandonment’ 

which is illegal under U.S. state laws [16].  

 

Although there are some areas where TNR is illegal, those that can and do 

implement the program have positive outcomes. For example, in Florida TNR programs 

were found to be more efficient and cost effective than eradication methods [30]. 

Furthermore, they resulted in lower admissions rates to the local shelters [30]. 

Implementation of a TNR program on a Florida-based, university campus reduced a cat 

colony size by 85% over an 11-year period [27]. Within a five year period, over 99% of 

the individuals in that colony were sterilized through the program [27]. In addition, 47% 

of the colony cats were adopted into permanent homes and no new kittens were 

observed on the campus within the first five years of the TNR program [27]. Importantly, 

the study noted that a few of these colony cats went missing or were euthanized due to 

illnesses [27]. However, follow-up studies indicated that the remaining cats continued to 
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roam the area for over 6 years, suggesting that the welfare and lifespan of feral cats can 

be reasonable in some colonies [27]. 

 

Unfortunately, some TNR programs do not have such successful outcomes. 

Implementation of a 10-year TNR program in Rome, Italy, which has a ‘no-kill’ policy, 

initially decreased cat numbers [31]. However, the addition of new cats by both natural 

migration into the city and from the abandonment of pet cats offset the benefits of the 

TNR program [31]. These results emphasized that the TNR program would be 

optimized when combined with pet owner education about sterilization and containment 

of pets [31].  

 

In conclusion, TNR is a practical, humane method of controlling the feral cat 

population. This is especially the case when the programs are supplemented with pet 

owner education about spay/neuter options and alternatives to abandonment. Financial 

costs and lack of collective efforts from the community (including local veterinarians) are 

major limitations to this method. In addition, sustainability of TNR requires endorsement 

by private and federal organizations.  

 

1.2.3 Surgical Sterilization  

Traditionally, the surgical removal of ovaries or testes (gonadectomy) is the most 

common method to achieve sterilization in companion animals. Potential benefits of 

gonadectomy include prevention of reproductive tract diseases, elimination of 

undesirable behaviors associated with hormonal cycling, and most importantly, 
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population control [32]. For female cats, sterilization can be accomplished by removing 

both the ovaries and uterus (ovariohysterectomy or “spaying”) or by removing the 

ovaries alone (ovariectomy). Rather than ovariectomy, ovariohysterectomy is highly 

recommended for female cats because of the potential for uterine abnormalities such as 

cystic endometrial hyperplasia–pyometra complex and uterine neoplasia [33]. 

Sterilization of male cats is commonly attained through the removal of both the testes 

and spermatic cords (also known as orchiectomy, male castration, or neutering). 

Vasectomy, which is the occlusion or partial removal of the ductus deferens, has been 

reported since the 1980s [34]. However, this procedure has not been popularized 

because complete sterility is not guaranteed and there is a continuation of unwanted 

behaviors such as howling, aggressive behavior, and urine marking of territories [1]. 

 

From the position of population control, surgical sterilization of stray cats is 

typically performed prior to sexual maturity (i.e., at least six weeks of age and minimum 

weight of two pounds) [1]. Well-studied techniques for anesthesia protocols for feral cats 

are safe and result in very low mortality rates [35,36]. In addition, newer anesthetic 

protocols are being developed that focus on postoperative analgesia and short recovery 

times [37]. This form of pediatric neutering removes the prospect of accidental or 

intentional breeding of these animals.  

 

Surgical sterilization as a method of controlling the feral cat population has 

limitations. Gonadectomies can be too time consuming and expensive to be performed 

on a large-scale. Sterile locations, surgical tools, medicines, and trained personnel have 
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an associated cost. Many shelters offer subsidized or low-cost surgical sterilization 

services. In the southern U.S., spays range from $35-$45 USD, while castration 

averages $25-$45 USD [1]. This greatly offsets the price of these procedures at private 

practices that have unsubsidized average costs of $75 for neuters and $150 for spays 

[1]. Also, surgical sterilization procedures are time-consuming. Although castration and 

ovariohysterectomy procedure lengths are five and twenty minutes, respectively, most 

veterinary facilities are not set up to solely perform these surgeries. Even agencies 

dedicated to surgical sterilization on a daily basis have been unable to significantly 

reduce the feral cat populations. Therefore, prospects of large-scale gonadectomies 

solving the problem of cat overpopulation are doubtful.  

 

1.2.4 Non-Surgical Sterilization  

The perfect fertility control agent for feral cats has several characteristics. First, 

the product must be safe and not cause negative side effects to feral cats. Developing 

an agent that is permanent and deliverable a single administration is important because 

there is likely only one opportunity to treat the feral cat population. Ideally a treatment 

that affects both male and female cats would have the greatest impact on controlling the 

feral cat population. In addition, the product needs to be set at a reasonable price-point 

which is important for both the manufacturer and consumer. Indeed, it is crucial to 

develop a product that is affordable to consumers who are (1) the shelters that rely on 

government assistance or private donations to run their daily operations, and (2) the 

individuals who will pay shelter cat adoption fees that include costs associated with the 

fertility control agent administered to the adopted cat. Additionally, the treatment should 
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be stable in field conditions. Lastly, the ability of a given product to be approved by 

relevant regulatory agencies is a key practical consideration. Various fertility control 

agents targeting different factors of the male and/or female reproductive systems have 

been formulated and tested in cats. 

 

1.2.4.1 Chemical Sterilants 

A nonsurgical approach to male contraception is injections of chemical sterilants 

designed to induce azoospermia in the testes. Pineda and Dooley were one of many 

groups in the 1980s to investigate the effects of chemical sterilant treatments in cats. In 

their studies, treatment with chlorhexidine digluconate caused azoospermia in seven of 

the eight treated cats [38]. Also, sperm production was reduced or eliminated for 4.5 

months in five treated cats. Another chemical sterilant studied in cats is zinc gluconate. 

In one study, mature, mixed breed cats were administered a single injection of zinc 

gluconate into each testis [39]. Four months post-injection, histologic evaluation of the 

treated group revealed atrophic and dilated seminiferous tubules, a decrease in germ 

cell number, and abnormal spermatogenesis [39]. Azoospermia occurred in 73% (or 

eight out of eleven) of the treated cats [39]. In another study with the same design 

(N=11), penile spines were decreased in 55% and absent in 36% of the feline subjects, 

and there were substantial reductions in male sexual behavior [40]. However, plasma 

testosterone concentrations were not significantly different between treated and control 

cats at any time point in the study [40]. Calcium chloride solution is another chemical 

agent used in sterilization studies with feline subjects. Oliveira et al. injected cat testes 

with 5%, 10% or 20% calcium chloride dihydrate in saline solution with a local 
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anesthetic (N= six per group) [41]. On the 60th day post-injection, cat testes were 

observed to have complete testicular necrosis and very low sperm counts. Also, serum 

testosterone was significantly reduced by at least 70% in the 20% dose treatment 

group. In an unpublished study conducted by Jana and Samanta, three male cats were 

injected with 10-, 20-, 40-mg calcium chloride and then monitored for two months [41].  

Two of the three cats treated with lowest concentrations were oligospermic and 

displayed necrotic seminiferious tubules [41]. Although intratesticular injection of 

chemical sterilants have negative impacts on many reproductive parameters, studies 

observing treated cats past five months were not conducted, making long-term effects 

of treatment unknown. 

 

1.2.4.2 Hormonal Downregulation via Sex Steroids 

Companion animal contraception through hormonal down-regulation has been 

practiced since the 1950s, with the first documented study by Murray and Eden. 

Megestrol acetate (MGA) is a synthetic progestin that is rapidly metabolized when 

administered orally, with a half-life of 8 days in the dog [42]. MGA was reported to be 

effective at suppressing estrus when given to queens at a dose of 5 mg/cat orally for 5 

days and then once weekly [42,43]. Observed side effects of extensive MGA treatment 

in cats included: adrenal atrophy, profound adrenocortical suppression, 

polydipsia/polyuria, personality changes, possible hepatotoxicity, clinical and pathologic 

changes typical of diabetes mellitus [42,44,45]. Proligestone (14a,17a-propylidene-dioxy 

progesterone) is characterized with weaker activity than other synthetic progestins [46]. 

In Europe, proligestone is available (Delvosteron, Intervet) as an injectable canine 
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contraceptive, but can also be given to female cats (1 mL subcutaneously). Reports 

indicate that proligestone administration caused suppression of estrus for approximately 

6.5 months [47]. In clinical trials, this regimen did not promote development of uterine 

disease or mammary tumors [46].  

 

Mibolerone, a synthetic androgen, suppresses estrus in cats at a dose of 50 

µg/day [48]. However, it is contraindicated for use in cats because the effective dose is 

very close to the toxic dose [42]. For example, queens dosed at 60 mg/day were 

observed with hepatic dysfunction [48]. Unfortunately, lower doses did not suppress 

estrus in queens. Furthermore, mortality ensues at doses of 120 mg/day [42,43]. Also, 

clitoral hypertrophy and cervical skin thickening was observed in cats and did not 

resolve after drug withdrawal [48].  

 

1.2.4.3 Immunization against Zona Pellucida 

In the ovary, where the eggs are produced, each egg is surrounded by a 

protective coating called the zona pellucida (ZP). The ZP is made up of several 

glycoproteins, including ZP1, ZP2, and ZP3. In each species, there are different, but 

similar, ZP proteins around the egg. For example, the ZP proteins from a pig (pZP1, -2, 

and 3) are similar to the ZP proteins of a cat. A great deal of work in animal 

contraception has been undertaken with ZP vaccines in cats.  

 

For example, SpayVac, a commercially-manufactured pZP3 vaccine that has 

been a successful immunocontraceptive in many wild species, did not prevent estrous 



15 

 

cyclicity or pregnancy in queens [49]. Mature female cats produce high concentrations 

of anti-ZP3 antibodies that have a low affinity for feline ZP3 protein [49]. In other 

studies, vaccines constructed against native soluble-isolated ZP (siZP) from the ovaries 

of pigs, cows, cats, ferrets, dogs, and mink were also tested in female cats [50]. Despite 

all queens developing anti-siZP antibodies, all subjects became pregnant during a 

breeding trial [50]. Consistent with other studies, although the siZP from these species 

was immunogenic in the cat, in situ studies demonstrated that siZP antibodies did not 

bind to feline ZP, thus attributing to no observed contraception in treated animals [50]. 

 

In another study, pZP polypeptide and feline (f)ZP A, B and C subunits 

expressed by plasmid vectors were evaluated as anti-fertility vaccine candidates for 

domestic female cats [51]. Vaccination with pZP protein induced anti-pZP antibodies 

that did not, however, cross-react with fZP as assessed by immunohistochemistry [51]. 

Also no effect on fertility in vivo was observed after mating. Interestingly, vaccination 

with fZPA or fZPB+C DNA vectors elicited circulating fZP-specific antibodies [51]. In situ 

studies indicated that these antibodies were reactive to native fZP in ovarian follicles 

[51]. Further, conception rates in mated females were 25% and 20% in the ZPA and 

ZPB+C vaccinated groups respectively, compared with 83% in the control group [51]. 

However, sample sizes were small [51]. With such promising results, one is left to 

speculate the reason for no follow-up studies attempting to improve the efficacy of these 

DNA-based immunocontraceptive vaccines design for the domestic cat. 
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1.2.4.4 Gonadotropin-releasing Hormone-based Agents 

1.2.4.4.1 Gonadotropin-releasing Hormone (GnRH) Agonists 

Within the past decade, GnRH analogues have been developed to suppress 

fertility. GnRH agonists mimic endogenous GnRH but have a longer half-life in the 

blood. Sustained exposure to GnRH reduces GnRH-stimulated gonadotropin secretion 

through GnRH receptor down-regulation, internalization and signal uncoupling.  

 

Deslorelin (brand name: Suprelorin) is an implant available in 6-month (4.7mg) or 

12-month (9.4mg) forms. Developed in Australia and New Zealand for use in male dogs, 

deslorelin has been used off-label to suppress fertility in cats. Goericke-Pesch et al. 

launched a pilot study investigating the efficacy of a 4.7mg deslorelin implant on fertility 

suppression in male cats [52]. Within the first two days of treatment, serum testosterone 

concentrations increased. However, toms implanted with the 4.7mg dose had 

significantly decreased serum testosterone levels within 28 days of implantation. As 

early as twenty days post implantation, testosterone values were under the limit of 

detection of the radioimmunoassays in some of the male cats, an indication of 

suppressed fertility. Thirty-six weeks post implantation, absolute testicular size 

decreased by 73%. Approximately nine weeks after treatment, penile spines were 

absent, a characteristic of surgically castrated male cats. In addition, unwanted 

behaviors such as libido, mating, and urine marking were significantly abated in treated 

males eleven to sixteen weeks post implantation. Unfortunately, infertility of the treated 

toms is temporary and has an onset at approximately six weeks after implantation. 

Another flaw in the deslorelin product is its duration of efficacy ranging from 6 to 24 
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months in male cats. In queens, deslorelin has been established to suppress ovarian 

activity but is known to have variability in duration of suppression. In a blind study with 

mature cats (N = 20), Munson et al. subcutaneously administered a 6 mg deslorelin 

implant to ten cats and a placebo implant was administered to ten cats [53]. The typical 

“spike” in fecal estradiol levels were observed, followed by significant decrease for an 

extended period. Reestablishment of estrus varied from 7.5 to 14 months. Goericke-

Pesch et al. reported that queens implanted during seasonal anestrus results in 

induction of estrus that was defined as increased estradiol levels [52]. Decreased 

estradiol levels start to occur two to four weeks after implantation of queens, followed by 

phases of sexual inactivity, an indication that the treatment is still effective. Also, 

injection of treated queens with a second 4.7mg implant during estrous suppression did 

not affect the duration of efficacy. In a study conducted by Toydemir and Kilicarslan, 21 

queens were implanted with deslorelin. In addition to the deslorelin treatment, seven of 

these implanted females were administered MGA tablets 14.5 days before and 14 days 

after the deslorelin implants [54]. Over the course of the 18.5-month study, fecal 

estradiol concentrations were significantly decreased in all implanted females in 

comparison to the untreated group. In addition, there were more primordial and primary 

follicles and fewer corpora lutea in the implanted cats than the control subjects. 

However, there were no consistently significant differences in estradiol levels or follicle 

number between the MGA-administered and sham groups. Overall, studies on 

deslorelin continue to be conducted in hopes of improving the product’s duration of 

efficacy. 
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Another GnRH agonist studied in cats is azagly-nafarelin. In the form of a 

commercialized implant (Gonazon), 20 mg azagly-nafarelin was administered 

subcutaneously in the necks of six queens [55]. After monitoring the ovarian activity of 

treated queens and six control queens for three years, all treated queens continuously 

displayed low progesterone concentrations until 2.5 years post implant insertion [55]. At 

this time point, two treated cats each experienced an isolated episode of follicular 

luteinization, but soon after all treated queens became anovulatory [55]. This research 

indicated that Gonazon efficiently prevented ovulation in queens for 3 years and was 

well tolerated. Interestingly, despite low azagly-nafarelin concentrations in some 

queens, return to estrus was not observed at the end of treatment [55].  

 

1.2.4.4.2 GnRH Vaccines 

Approximately 40 years ago, it was hypothesized that if an animal could be 

treated in such a way as to stimulate an immune response to GnRH, the GnRH 

antibodies would interfere with the action of GnRH and this could result in infertility. But 

since GnRH is a small decapeptide that is normally present in all mammals, it is not 

recognized as “foreign” by the immune system. Therefore, GnRH vaccines were 

developed to suppress production of the hypothalamic hormone. 

 

Gonacon, manufactured by the U.S. Department of Agriculture (USDA), consists 

of GnRH coupled to carrier protein Keyhole limpet hemocyanin. Although initially 

developed for use in wild deer, Gonacon is frequently tested in research studies. In 

2004, nine males cats (nine to twelve months old) were immunized only once with 
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Gonacon, and six out of nine male cats were considered immunocastrated 6 months 

after treatment (i.e, undetectable testosterone levels, high GnRH antibody titers, low to 

no sperm count) but the other 3 cats were considered nonresponders to the treatment 

(i.e, low GnRH antibody titres). In 2011, fifteen female cats (eight to fourteen months 

old) were injected with Gonacon and these vaccinated cats had a longer time to 

conception (median time: 39.7 months) compared to control cats (median time: 4.4 

months). However, by the end of the five-year study, only four of the fifteen treated cats 

remained infertile. Although these and other studies using GnRH vaccines demonstrate 

difficulty in successful permanent sterilization of all subjects, this approach of targeting 

gamete production does show promise. 

 

Baker and his research group reported on the effectiveness of a leukotoxin-

GnRH antigen administered with the molecular immunostimulatory adjuvant CpG 

oligonucleotide [56]. One study involved immunizing cats via primary vaccination and a 

booster 4.5 months afterward [56]. In all treated adult female cats (N=6), contraception 

was maintained throughout the 38-week study period and no estrous behavior was 

recorded [56]. Ovariohysterectomy performed on treated and untreated cats showed 

that ovaries and uteri of treated cats were dramatically smaller than those of untreated 

animals [56]. In a separate study, five female, three-month-old kittens were given the 

vaccine with CpG, one received the vaccine with no CpG, and two kittens received 

control vaccines [56]. Abnormal reproductive cycling was observed in four kittens in the 

vaccine + CpG group and in the kitten receiving vaccine alone [56]. After administration 

of the booster, the fifth kitten in the vaccine plus CpG group achieved contraception 
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[56]. The GnRH antibody response remained high for six weeks and then plateaued 

until conclusion of the study [56]. Ovariohysterectomy of all cats showed that ovaries 

and uteri were dramatically smaller, similar to their adult counterparts [56]. In a final 

study, five male three-month old kittens were given the vaccine with CpG; four received 

the vaccine with no CpG; and four kittens were controls [56]. At the end of the study, 

serum testosterone was undetectable in all five vaccine/CpG-immunized [56]. Further, 

the vaccinated kittens did not develop secondary sex characteristics and displayed 

diminished aggressive male behavior typical of toms [56]. Surgical castration revealed 

atrophic testicles in all treated cats [56].  

 

In 2004, Robbins et al. generated a vaccine designated IPS-21, a recombinant 

fusion protein consisting of tandem repeats of GnRH fused to leukotoxin [57]. Vaccines 

were further engineered by combining IPS-21 with the immunostimulant dimethyl 

dioctadecyl ammonium bromide and then tested in ten female cats and four male cats 

[57]. No estrous behavior or pregnancy was observed in any females [57]. Three of the 

four vaccinated males had decreased serum testosterone levels following the second 

immunization [57]. However, all subjects experienced injection site reactions that 

fortunately resolved within 28 days post-vaccination in the majority of animals [57]. 

 

The large number of tested contraceptive agents that have failed to induce 

permanent contraception in both male and female cats demonstrates the complexity in 

the feline reproductive system. Although many of the tested products have resulted in 

impairment to serum sex hormone levels, gonadal atrophy and dysfunction, all of them 
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are characterized by at least one of the following undesired effects for feral cat 

populations: inconsistent responses in individual animals; injection site reactions; 

reversibility of contraceptive effects; booster requirements; slow onset of activity; and 

ineffectiveness for both sexes. Thus, the re-evaluation of the entire hypothalamic-

pituitary-gonadal axis coupled with novel adjuvants is needed to identify new targets for 

achieving permanent contraception in cats.  

 

1.3 Gonadotropin-releasing Hormone (GnRH) 

1.3.1 GnRH Structure 

Gonadotropin-releasing hormone (GnRH) is a decapeptide produced by 

vertebrates. There are three types of GnRH that have distinct locations and functions in 

the brain. GnRH-1 is found in the preoptic area (POA) and anterior nuclei of the 

hypothalamus and is responsible for gonadotropin release from the anterior pituitary 

gland (i.e.,hypophysiotropic functions). GnRH-2 was first identified in chickens and is 

synthesized in a second population of GnRH neurons that are predominantly located in 

the midbrain and non-reproductive regions of the hypothalamus. GnRH-3, also known 

as salmon GnRH (after the species in which it was discovered) is found primarily in the 

terminal nerve and olfactory regions. GnRH-1 will be the main focus of this dissertation, 

where the generic term “GnRH” will refer to the hypophysiotropic GnRH-1 molecules.  

 

GnRH is processed in hypothalamic neurons from a 92-amino acid, precursor 

polypeptide, prepro-GnRH, that undergoes several intracellular modifications before 

giving rise to the mature form of the GnRH peptide (Fig. 1.1). Prepro-GnRH has an N-
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terminal signal sequence that is removed to generate pro-GnRH [58]. The decapeptide 

GnRH sequence is near the N-terminus while the C-terminal region contains the GnRH-

associated peptide (GAP). These fragments are separated by a cleavage site that 

allows for further processing to generate the mature forms of the GnRH and GAP 

peptides [58]. The function of GAP is not clear but it has been shown to regulate 

prolactin, LH, and FSH secretion [59]. Mature GnRH is packaged in storage granules 

that are transported down axons to the external zone of the median eminence [60]. 

 

With the exception of the guinea pig, all mammals have the identical GnRH 

decapeptide sequence (pGlu-His-Trp-Ser-Tyr-Gly-Leu-Arg-Pro-Gly-NH2). Such 

structural conservation of GnRH across mammalian species supports its fundamental 

importance to reproductive function. Specifically, the amino terminus (Pro-Gly NH2) and 

carboxyl terminus (pGlu-His-Trp-Ser) are conserved, indicating that these amino acids 

are critical for binding and activation of GnRH pituitary receptor. Although both termini 

are involved in receptor binding, the NH2 terminus is solely responsible for receptor 

activation. GnRH forms a folded conformation when bound to its pituitary receptor. In 

this configuration, GnRH bends around the flexible glycine in position six of the 

decapeptide. Substitution of Gly6 with d-amino acids stabilizes the folded conformation 

and increases binding affinity of GnRH to the pituitary receptor. Arginine is required in 

position eight of GnRH for the hormone to bind to its receptor, indicating an essential 

role for the residue in ligand-selectivity for various GnRH receptors [61,62]. However, 

substitution of Arg8 with Gln8 yields a predominant extended structure (rather than the 

folded confirmation) and a low biological activity in mammalian GnRH [63]. Interestingly, 
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these extended GnRH conformers have high activity with many non-mammalian GnRH 

receptors [61,64-66]. The deleterious effects of Arg8 substitution is overcome with a 

change of Gly6 for a d-amino acid, resulting in a 1000-fold increase in the binding affinity 

for the mammalian receptor [65,67]. 

 

1.3.2 Hypothalamic-pituitary-gonadal Axis 

The classical hypothalamic-pituitary-gonadal axis is a tiered and linearly 

organized set of endocrine tissues that mainly function to regulate and support 

reproductive activity (Fig. 1.2). This axis consists of a small population of GnRH-

expressing hypothalamic neurons, anterior pituitary gonadotropic cells, and the gonads.  

 

Surprisingly, only a small population of approximately 1000-2000 POA and 

anterior hypothalamic nuclei are responsible for GnRH synthesis in mammals. 

Generally, these perikarya project neuronal processes to the median eminence where 

GnRH is released into a portal capillary network known as the hypothalamo-

hypophyseal portal system. The terminal boutons of the hypothalamic nuclei extend to 

the pituitary stalk (i.e., infundibulum) and terminate upon blood vessels of the primary 

portal plexus. The primary portal plexus is formed by the superior hypophyseal artery 

that supplies blood to this portal system. The hypophyseal portal vein transports blood 

containing releasing hormones (i.e., GnRH) from the primary portal plexus to the 

secondary plexus that delivers blood to the anterior pituitary (i.e., adenohypophysis). 

This is not the case for fish in which the GnRH neuroterminals are projected directly 

onto the anterior pituitary. In either case, GnRH is released in a pulsatile manner that is 
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highly conserved in vertebrates and required for maintenance of normal reproductive 

function. Each pulse of GnRH is released into the hypophyseal portal circulation. Once 

out of this circulation, GnRH binds to the GnRHR on the surface of anterior pituitary 

gonadotropes and stimulates secretion of luteinizing hormone (LH) and follicle-

stimulating hormone (FSH). These gonadotropins are dimeric glycoprotein hormones 

comprised of distinct hormone-specific β subunits coupled with a common α subunit 

(αGSU) [68]. The β subunits of FSH and LH, along with the αGSU and GnRHR, are 

essential features of gonadotropes [68]. These gonadotropins are released into general 

circulation and promote steroidogenesis, gametogenesis, and reproductive tissue 

development. In the male, LH stimulates production of testosterone and androgen-

binding protein by testicular Leydig cells and Sertoli cells, respectively. FSH binds to its 

receptor on the membranes of Sertoli cells that function concurrently with testosterone 

to promote the spermatogonia proliferation, along with the meiosis and post-meiotic 

development of germ cells. During the late stages of follicular growth in the female, LH 

drives the production of progesterone from the granulosa cells of the preovulatory 

follicle. Most importantly, a surge of LH causes ovulation and subsequent development 

and maintenance of the corpus luteum. FSH promotes follicular development and 

estradiol secretion from granulosa cells.  

 

1.4 Gonadotropin-releasing Hormone Receptor (GnRHR) 

The primary structure of mammalian GnRHR was first deduced by sequencing of 

cDNA isolated from the αT3-1 immortalized murine gonadotrophic cell line [69]. Analysis 

of the amino acid sequence of the cloned GnRHR revealed seven transmembrane 
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domains that are characteristic of the G protein-coupled receptor (GPCR) family (Fig, 

1.3). Soon after elucidating the mouse receptor cDNA sequence, GnRHR cDNAs were 

identified for additional mammalian species including the human [70,71], rat  [72-74], 

sheep [75,76], pig [77] and cow [70]. GnRHRs in the cow, pig, sheep, and human are 

328 amino acids long, while the mouse and rat receptors contain only 327 amino acids, 

due to an absent residue in the second extracellular domain. Typical of GPCRs, the 

amino terminus of GnRHR is extracellular and is involved in ligand recognition and 

binding. The intracellular carboxyl terminus contributes to effector binding and signal 

transduction. Interestingly, mammalian GnRHR is the only GPCR that possesses a 

clipped C-terminal cytoplasmic tail and has a short intracellular third loop [78]. The 

carboxyl-terminal domain and the third loop of many other GPCRs are known to be 

critical for receptor internalization and desensitization, and these processes require 

phosphorylation of serine/threonine residues in these sites [79]. Like other GPCRs, the 

functional protein structure of GnRHR is stabilized by a disulfide bridge. Important in 

GnRHR function, these disulfide bonds are formed by conserved cysteines in the first 

and second extracellular loops, specifically C114 and C196 of the mouse GnRH 

receptor [80]. Studies show that disruption of these disulfide bonds significantly reduces 

receptor binding affinity to GnRH [81]. Glycosylation sites are also critical features of 

GnRHR. The murine, ovine, and human receptors include potential N-linked 

glycosylation sites Asn18 and Asn102 but the rodent receptor contains an additional 

glycosylation site on Asn4 [82]. Mutations in the N-linked glycosylation sites significantly 

decreased receptor numbers, indicating that these glycosylation sites play a critical role 

in GnRHR stability [83]. 
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1.4.1 Properties of GnRH Binding to GnRHR 

Similar to other GPCRs that bind peptides (158) [84], amino acid residues in the 

extracellular and exofacial regions of the transmembrane domains of GnRHRs are 

suggested to participate in ligand-receptor interactions. Specifically, three residues have 

been identified and extensively studied: Asp at position 98 [Asp(98)], Asn(102), and 

Asp(302). Studies show that mutation of Asp(98) to Asn significantly abated inositol 

phosphate production that was inconsistent with an interaction with Arg8 of GnRH [67], 

thus indicating the important role of Asp(98) in GnRHR signal transduction. Studies of 

GnRH receptor glycosylation showed that the Asn(102) residue is not glycosylated, but 

increased GnRH affinity to the Asn(102)Gln mutant, suggesting involvement in ligand 

binding [83]. Mutation of human GnRH receptor Asp(302) to Asn showed that the Asp(302) 

residue contributes to hGnRHR selectivity for Arg8 of GnRH [85].  

 

The existence of three GnRH forms in most vertebrates implied that additional 

receptors for GnRH may be expressed in tissues and organisms. Thus, two novel 

GnRH receptors have been identified [86]: GnRHR type I, the known mammalian 

pituitary receptor, and GnRHR type II that is expressed in many vertebrates including 

primates [87]. These forms of GnRHR primarily differ in the amino acid sequence of the 

third extracellular loop, which plays a role in distinguishing between the different 

structural variants of GnRH. Recently, three distinct types of GnRHR were 

characterized in bullfrog [88] where each receptor was shown to exhibit a differential 

ligand specificity and was proven to be a functional receptor as determined by its ability 
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to stimulate inositol phosphate production in transfected COS-7 cells. The chicken 

GnRHR exhibited differences in its primary structure and ligand selectivity as compared 

with mammalian GnRHR. It has been postulated that an ancestral GnRHR gave rise to 

putative GnRHR subtypes through gene duplication processes early in vertebrate 

evolution [89]. Thus, it is possible that cognate receptors have evolved together with the 

ligands to mediate differential effects in distinct species. 

 

1.4.2 GnRHR Signaling 

In pituitary gonadotropes, GnRH binding to GnRHR causes receptor 

conformational changes and subsequent GTP loading onto heterotrimeric G-protein 

subunit Gαq/11. This leads to activation of phospholipase (PL)Cb that dissociates into 

second messengers, phophatidylinositol-triphosphate (IP3) and diacylglycerol (DAG). 

IP3 production generates intracellular calcium store release that causes a surge in 

intracellular calcium concentrations. DAG activates protein kinase C (PKC) isoforms 

that drives a sustained rise in intracellular calcium concentration derived from influx of 

extracellular calcium through L-type voltage gated channels [90]. These events lead to 

mitogen-activated protein kinase (MAPK) activity [91]. The pathways are highly 

conserved, signal transduction cascades that modulate cellular responses to a wide 

range of environmental stimuli. The fundamental organization of these pathways 

includes a multi-level phosphotransfer system. Activation of the MAPK pathway begins 

with phosphorylation of a primary MAP kinase-kinase kinase (MAPKKK), which 

phosphorylates and activates an intermediate level MAP kinase (MAPKK), which 

activates the final MAP kinase (MAPK). In addition to these essential kinases, various 
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scaffolding and adaptor proteins contribute to the functional organization of this pathway 

[92]. 

 

In mammals, there are four predominant MAPK pathways: the extracellular 

signal-regulated kinase (ERK), jun-N-terminal kinase (JNK), p38, and 

ERK5/BigMAPkinase (ERK/BMK). In the gonadotrope, GnRH stimulation leads to 

activation of the ERK, JNK, and p38 pathways [93-96]. Activation of these pathways has 

been linked to transcriptional regulation of the gonadotropin genes. The ERK pathway is 

most commonly implicated in the GnRH signal transduction cascade in the gonadotrope 

[97-99]. This is based on studies demonstrating that inhibition of ERK signaling in 

perifused LβT-2 primary pituitary cell cultures completely interferes with GnRH-induced 

FSHβ and LHβ transcription [97]. The dependence of LHβ transcription on the ERK 

pathway is consistent with other reports demonstrating the requirement of Egr1, an 

ERK-dependent transcription factor, for LHβ expression [100-103] .Contrastingly, the 

role of ERK signaling in modulating upregulation of FSHβ transcription by GnRH is less 

clear and conflicts with studies indicating intact FSHβ expression in mice with ERK-

deficient gonadotropes [104]. 

 

PKC activity is required for activation of ERK pathway by GnRH in αT3-1 cells 

[94,105].  However the mechanism outlining this prerequisite is unclear. The leading 

theory involves Raf-1 kinase as the key activator of the ERK signaling module in  

gonadotropes. Many suggest that direct activation of Raf-1 by membrane-bound PKC is 

the mechanism by which GnRH-induced signaling at the plasma membrane is linked to 
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the ERK pathway that culminates in the nucleus [103,106]. Because membrane 

recruitment is an important step in the complicated events that lead to Raf-1 activation, 

activation of Raf-1 by PKC is an appealing concept. However, experiments with αT3-1 

cells or LβT-2 cell lines do not conclusively demonstrate a role of Raf-1 in GnRH-

induced ERK activation, let alone its direct influence on PKC. Thus, the mechanism of 

this portion of the GnRH signaling module, especially the networking between signaling 

events at the plasma membrane and the ERK pathway remains unknown. 

 

1.4.3 GnRHR Trafficking  

Similar to other plasma membrane-bound, GPCR proteins, GnRHR is 

synthesized by ribosomes attached at the cytosolic face of the endoplasmic reticulum 

(ER). Signal sequences encoded in the hydrophobic domains target GnRHR to the 

translocon that co-translationally transports the receptor protein into the ER lumen. 

Post-translational modifications such as N-linked glycosylation by glycosyl transferases, 

association with chaperone proteins, and folding transpire in this compartment and are 

required for export [107,108]. Studies indicate that the exit of GPCRs from the ER may 

be directed via specific motifs embedded within the receptors [109-111]. Membrane 

insertion of transmembrane domains of GnRHR is driven by the translocon and 

orientation signals contained in the polypeptide itself [108]. With the assistance of coat 

protein (COP)I-coated vesicles, GPCRs are trafficked through the ER and Golgi 

intermediate compartment, and Golgi apparatus [107,108]. COPII-coated vesicles assist 

the processes associated with conformation maturation and correct targeting to the cell 

membrane [107,108]. Vesicle fusion to the plasma membrane requires the soluble N-
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ethylmaleimide-sensitive factor attachment protein receptor (SNARE) complex. 

Specifically, SNAREs on the vesicle are recognized by SNAREs on the plasma 

membrane [112]. After vesicle fusion with the membrane, cargo is finally inserted into 

the plasma membrane. Further, these vesicles act as a tightly-regulated quality control 

system for protein misfolding and accumulation [113,114]. In addition, the quality control 

system guides correct association with chaperone proteins that regulate folding or 

transport through the ER/Golgi [115]. This quality control system includes ER-located 

chaperones, such as calnexin, calreticulin and protein disulfide-isomerase that detect 

membrane insertion and disulfide bond formation [113]. If GnRHR is misfolded, the 

defective protein is then targeted for degradation via the proteasome pathway. 

 

Activation of most seven trans-membrane receptors by their respective ligands 

results in change of the receptor’s conformation that activates protein kinases. 

Phosphorylation by these kinases commonly takes place at the receptor's carboxy-

terminal tail (C-tail). This facilitates binding to β-arrestins, mediators of receptor 

desensitization and internalization, as well as signaling to arrestin-scaffolded effectors 

[116]. Agonist-induced phosphorylation, arrestin-receptor binding, and arrestin-mediated 

desensitization and internalization have all been verified with non-mammalian GnRHR 

that have C-tails with many potential phosphorylation sites. However, mammalian 

GnRHR lacks a carboxyl-terminal intracellular domain, implying that GnRHR may be 

resistant to rapid desensitization and internalization, features that have been confirmed 

by studies investigating the receptor. Indeed, several studies have indicated rapid 

desensitization and internalization of chimeric receptors in which the C-tail of other 
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GPCRs was integrated onto the C-terminus of GnRHR. Moreover, the lack of a 

functionally relevant C-tail translates to the absence of a direct receptor desensitization 

mechanism [117]. This is an interesting phenomenon because experiments show that 

sustained stimulation of GnRHR by GnRH results in desensitization of GnRH-stimulated 

gonadotropin secretion [118]. However, this process occurs at a slower rate than other 

GPCRs [118]. Thus, researchers have explored mechanisms regulating desensitization 

of GnRH-stimulated gonadotropin secretion in the absence of a direct receptor 

desensitization pathway. For example, experiments revealed that continuous GnRH 

treatment caused marked down-regulation of inositol 1,4,5 trisphosphate (IP3) 

receptors, thus preventing GnRH effects on the cytoplasmic calcium concentrations 

[118]. Additional mechanisms that are responsible for desensitization of GnRH influence 

on calcium gradients and ultimately gonadotropin secretion include GnRH-mediated 

inactivation of calcium channels and agonist-induced GnRHR internalization [119]. 

GnRHR mutations are commonly associated with impairment of intracellular IP3 

accumulation that can be rescued by molecular chaperones. Thus, misfolding and 

abnormal intracellular trafficking of newly synthesized receptor proteins play a role in 

the ultimate failure of mutated GnRH receptor expression [120]. Naturally occurring 

mutations inactivate LHβ and FSHβ genes and their receptors. Reports indicate that 

such mutations are commonly associated with hypogonadal phenotypes that are 

exceptionally rare given their adverse effects on reproductive function [121-123]. 

 

Once internalized, GnRHR goes through specific trafficking routes that further 

defines the signaling response. GnRHR can be rapidly targeted to the lysosome for 
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degradation, causing complete termination of receptor signaling activity [124]. The 

receptor can also be quickly recycled back to the plasma membrane, re-sensitizing and 

recovering hormone signaling [124]. Finally, GnRHR can be retained in endosomes, 

traversing the degrading or recycling pathways at a slow rate. Receptor endocytosis-

recycling pathway is mediated by clathrin-coated pits [125]. This process proceeds 

through stages including initiation, cargo selection, pit formation, excision, and 

uncoating. Once GnRHR has been identified as the “cargo”, adaptor protein (AP)-2 and 

AP-180 complexes bind to it, followed by clathrin recruitment to the AP-coated cargo 

[112]. After extensive clathrin polymerization, the clathrin-coated pit is formed and 

cytoplasmic accessory proteins are also recruited to the vesicle budding sites. Dynamin, 

a GTPase, is recruited and excises the nascent vesicle from the plasma membrane 

[112]. Finally, GnRHR is endocytosed and taken to an endosome to be either sent back 

to the cell surface or targeted for lysosomal degradation. Interestingly, GnRHR 

internalization is species-specific. For example, the rat GnRHR, which has no C-tail, 

internalizes in an arrestin-independent, clathrin- and dynamin-dependent manner [126]. 

Human GnRHR, which also lacks a C-tail, was also reported to internalize in a dynamin-

independent manner [126]. However, the Xenopus GnRHR, having a C-tail, internalizes 

via both clathrin-dependent and dynamin-dependent pathways [126].  

 

In essence, GnRHR trafficking is a complex event requiring numerous “checks 

and balances” to ensure a properly folded (and functional) receptor is inserted into the 

plasma membrane. In addition, the endocytosis-recycling pathway involves 

mechanisms unique to GnRHR and no other G-protein coupled receptor. Internalization 
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and recycling of GnRHR is fundamental to the regulation of plasma membrane and 

intracellular activities of the receptor. Such properties of GnRHR is essential to 

maintaining a homeostatic environment within eukaryotic cells. 

 

1.5 DNA-based Vaccines 

Genetic immunization is an emerging vaccine approach that integrates many 

advantageous characteristics of standard vaccine strategy. While conventional vaccines 

(e.g., live-attenuated or killed) have demonstrated their efficacy in the eradication of 

some diseases, current safety requirements and remaining resilient infectious agents 

require vaccine techniques of great complexity that will overcome the inadequacies of 

modern vaccine technology. Indeed, strong humoral immune responses induced by 

some traditional vaccines do not solely provide defense against many current agents 

and diseases such as malaria and human immunodeficiency virus (HIV), for which the 

elicitation of a strong cellular immune response is likely to be necessary. Satisfying this 

demand is currently under extensive research by many desiring DNA vaccine 

technology.  

 

The strategy of most DNA vaccine-related investigations is straightforward. First, 

one starts with a DNA vector that is commonly bacterial-derived and encoded with 

sequences for eukaryotic or viral promoter/enhancer transcription elements that guides 

highly efficient transcription of the plasmid-encoded antigen within the host cell nucleus. 

A DNA plasmid encoding a protein of interest is injected (intramuscularly or 

intradermally) into an animal, where it enters host cells and instructs the synthesis of its 
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antigen target. Once the plasmid-antigen is processed and presented on the cell 

surface of transfected host cells, the expected outcome is cellular and humoral immune 

responses against the antigen (Fig. 1.4).  

 

DNA immunization exhibits many advantageous features that trump traditional 

protein-based vaccines. While protein vaccines elicit humoral responses, DNA vaccines 

induce both humoral and cellular-mediated immune responses at very low plasmid 

concentrations in animal models [127]. Also, in contrast to protein immunizations, the 

intracellular synthesis of the target protein from the plasmid DNA sequences is routinely 

characterized as properly folded polypeptides in their native conformation with normal 

post-translational modifications (e.g., glycosylation) that occur in natural infection, thus 

favoring the generation of biologically-relevant, neutralizing antibodies. In addition, 

because of the incapability to revert into virulence, DNA vaccines are conceptually safer 

than live vaccines [127]. Furthermore, toxic chemical inactivation methods are not 

necessary for the use of DNA-based immunizations. Plasmid constructs are able to 

accommodate nearly any gene or its derivatives, an easy manipulation enabled by 

techniques of modern molecular biology [127]. Importantly, these recombinant plasmids 

can be produced at both low-cost and at large scale in bacteria, and simply collected 

using plasmid DNA isolation kits and reagents [127]. DNA vaccines are also regarded to 

have longer shelf-life than conventional vaccines due to temperature stability that is 

characteristic of nucleic acids [127]. This feature is of great value, as it would positively 

impact the transport and shipping requirements from the financial and packaging 

efficiency perspectives.   
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Since their inception in the early 1950s, thousands of manuscripts have been 

published on the ability of DNA vaccines to induce strong immune responses against 

various proteins. However, few of the vaccines constructed and used in these 

experiments have been commercialized for veterinary use. In 2005, researchers at the 

Centers for Disease Control and Prevention, the USDA, and Fort Dodge Animal Health 

developed the world’s first licensed, veterinary DNA vaccine called West Nile Innovator 

[22]. This vaccine protects horses from West Nile virus. There is also a DNA vaccine 

(Apex-IHN) against novirhabdovirus infectious necrosis virus that is responsible for 

losses to the salmon-related fish industry in the U.S. and Canada [22]. LifeTide-SW5 is 

a growth hormone releasing hormone DNA vaccine that increases piglets weaned and 

decreases perinatal morbidity [22]. Oncept, a therapeutic cancer vaccine for melanoma 

in dogs, is another commercially available DNA vaccine that was manufactured by 

Merial [22]. 

 

The plasmid’s immunogenicity may be enhanced in part by the presence of 

repeated immuno-stimulatory motifs (e.g., CpGs) that are recognized as foreign by the 

immune system of the host. Granulocyte/macrophage colony-stimulating factor may 

also be used as an adjuvant for DNA vaccines because of its capability to enhance 

CD4+ T cell proliferation and antibody responses. Encapsulation of plasmids by 

polymeric nanoparticles is a novel approach to enhancing immunogenicity of a DNA 

vaccine delivery because of its efficient uptake by antigen-presenting cells, 

subsequently inducing both antigen-specific humoral and cellular immune responses. 
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The ubiquitin-proteasome system (UPS) can be exploited for enhancing the potency of 

DNA vaccines against self-antigens. The UPS is responsible for the generation of most 

antigenic peptides presented to circulating lymphocytes. Antigens synthesized within 

somatic cells are first poly-ubiquitinated and then degraded into their peptide 

components by the proteasome. These peptides are subsequently transported into the 

endoplasmic reticulum through the transporter associated with antigen processing 

protein and then loaded onto major histocompatibility complex (MHC) class I molecules. 

Once the antigen peptides are bound to an MHC I molecule, the peptide-MHC class I 

complexes are transported to the surface of the cell via the Golgi. Based on this, 

vaccination with DNA encoding the target protein fused to ubiquitin will theoretically 

direct proteins to be degraded by the UPS. This strategy may enhance the expression 

of epitopes from the synthesized protein via MHC I molecules and thus break host 

tolerance to the self-antigen and will efficiently activate target protein-specific cytotoxic 

T lymphocytes that will ultimately destroy the endogenous polypeptides or cells 

expressing them on the cell surface. 

 

DNA vaccines are a novel technology that may significantly decrease future 

human and animal morbidities. Conceptually, they exhibit many of the desirable 

attributes of traditional protein vaccines as well as elicit strong humoral and cellular 

immune responses in animal models. A variety of adjuvants can enhance the 

immunogenicity of DNA vaccination. Clearly DNA immunization is an important 

contributor to the next generation of prophylactic and therapeutic vaccines that are 

efficient and economically feasible to individuals worldwide. 
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1.6 Superparamagnetic Iron Oxide Nanoparticles 

Biotherapeutics such as therapeutic cells, protein/peptides, and nucleic acids can 

be made highly target-specific through modifications such as antibody-antigen 

interactions and antisense oligonucleotide-target mRNA hybridization [128]. Compared 

to conventional chemical drugs, this new class of drugs functions in a relatively well-

defined manner and possess advantageous properties that may greatly improve 

therapeutic effects while reducing adverse effects. Accordingly, over the last few 

decades, these modified biotherapeutics have been widely studied for treating 

autoimmune diseases and cancers [129,130]. However, application of such technology 

is hindered by the lack of effective mechanisms to protect these biotherapeutics during 

transport to disease sites. This is mainly due to the inherent physical and chemical 

characteristics such as protein/peptide and nucleic acid degradability that make their 

delivery problematic [131,132]. For example, proteins are easily degradable by 

proteinases in serum, and noncovalent interactions results in protein aggregation. In 

serum, DNAs and RNAs are susceptible to nucleases and acidic microenvironment, 

thus abating their biological half-life [133]. Because biotherapeutics are hydrophilic and 

of relatively high molecular weights, their delivery to and accumulation at target sites, 

such as tumors, can be challenging. Furthermore, the inability of negatively-charged 

nucleotide-based drugs to permeate cellular membranes resulting in poor intracellular 

delivery is a major concern. One strategy to overcome the biological barriers is to 

encapsulate biotherapeutics in nano-material formulations. In the design of these 

formulations, it is important to minimize damage to biotherapeutics and prevent loss of 
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their biological activities by physical stress [134,135]. Another approach is to construct 

vectors specially designed for the types of biotherapeutics with varying delivery 

requirements. A wide variety of nano-carriers mobilized with ligands or moieties that are 

responsive to external stimuli such as ultrasounds, lights, and magnetic fields have 

been developed for targeted delivery [136,137]. Among these delivery systems, 

superparamagnetic iron oxide nanoparticles (SPIONs) have drawn considerable 

attention because of their unique features such as biocompatibility, 

superparamagnetism that is useful for magnetic resonance imaging (MRI)-based 

monitoring for treatment response, and magnetofection that enables magnet-driven 

drug delivery and release [138-143]. 

 

SPIONs containing iron oxide cores (usually magnetite, Fe3O4, or maghemite, γ-

Fe2O3) possess superparamagnetism that allow the particles to target a specific area 

only through external magnets [144]. With such properties, biotherapeutics coated on or 

mixed with SPIONs can be physically guided to localize and accumulate in specific 

tissues, thus enhancing target specificity and therapeutic efficacy [145]. However, once 

the external magnetic field is removed, the particles will cease to show magnetic 

interaction [144]. In vitro studies demonstrated that a majority of magnetic nanoparticles 

can be taken up by cancer cells within fifteen minutes in the presence of a magnetic 

field [146]. Thus, accompanying biotherapeutics with a delivery system that can 

significantly abate lengths of transport time for genes and proteins into cells is desirable. 

Magnetic fields are safe and are extensively used in clinics. In one study, application of 

a static, ten tesla magnetic field had no effect on cell growth and cell cycles for four 
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days in mammalian Chinese hamster ovary (CHO)K1 cells [147]. However, no studies 

have been conducted with magnets greater than ten tesla. Due to loose vasculature in 

tumors, a phenomenon known as an enhanced permeation and retention (EPR), less 

than 5% of administered nanoparticles can reach tumor sites [148]. In the presence of a 

magnetic field, one group significantly augmented accumulation of SPIONs for targeted 

delivery of interferon γ in a mouse tumor model [149]. In fact, magnetic particles under 

the influence of the external magnetic field were retained in tumors six- to ten-fold more 

than those without magnetic field assistance [149]. In addition to having bio-applicable, 

magnetic capabilities, it is critical for SPIONs to be stable and maintain their size, 

homogeneity, and magnetic property during the course of treatment for successful 

delivery of biotherapeutics [150]. To accomplish this, various SPION-based carriers 

have been generated and investigated, including SPION micelles, SPION clusters, 

SPION-encapsulated hydrogels, SPION liposomes, and surface-modified SPIONs. 

 

Within the past decade, surface modifications to SPIONs have been widely 

employed to accommodate numerous biomedical applications and a variety of 

technologies including magnetic resonance imaging, magnetic hyperthermia, drug 

delivery, and bio-separation [151,152]. Surface modifications help to maintain 

physicochemical properties of SPIONs such as surface charge and hydrodynamic size. 

This is important because SPION size and surface charge affect their affinity to target 

cells in vitro and in vivo [140,153-155]. In particular, the particle size determines its fate 

when confronted with biological barriers such as kidney filtration, phagocytosis, and 

extravasation from tumor vasculature [156]. Chemical destabilization of SPIONs can 
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occur via oxidation in air and consequently lose their magnetic properties [157]. This 

can be prevented by the application of a surface coating. For example, SPIONs may be 

coated with a biocompatible polymer (e.g., starch) that can protect the particles from the 

surrounding environment. In addition, because of their large surface area-to-volume 

ratio, SPIONs can easily aggregate when suspended in salt- and serum protein-based 

solutions [158,159]. To overcome such a biological disadvantage as a drug delivery 

system, SPION surfaces may be modified with lipids, moieties, or polymers. For 

example, application of a hydrophilic layer coating the nanoparticle may conceal the 

nanoparticles’ hydrophobic surfaces, thus producing stable SPIONs. Hydrophilic 

polymers such as poly(ethylene glycol) (PEG), dextran, chitosan, and poly(vinyl alcohol) 

can be immobilized onto SPIONs to achieve steric stabilization of SPIONs [150,160-

164]. However, excessive steric hindrance of surface-modified SPIONs can also block 

interaction with target cells or tissues, resulting in poor intracellular uptake. Immobilizing 

cationic polymers such as PEG can prevent this undesirable property. Internalization of 

PEG-coated magnetic nanoparticles by cells occurs through amphiphilic affinity to 

plasma membrane lipid bilayers via fluid-phase endocytosis [165]. In one study, PEG 

modification facilitated nanoparticle internalization into BT20 breast cancer cells [166]. 

The possible mechanism for this uptake is that PEG dissolves in both polar and non-

polar solvents and thus can take on a higher solubility in cell membranes [167]. 

Complexation of nanoparticles to DNA is even more beneficial from the perspective of 

potential applications in DNA isolation and directed assembly of nanostructures [168-

170]. Thus, the choice of coating material for SPIONs is critical for successful in vivo 

delivery of biotherapeutics.  
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Surface coatings also serve to provide functional groups for further conjugation of 

ligands and therapeutics such as plasmid DNA. Because plasmid DNA should be 

delivered to the nucleus for gene expression, SPIONs must be constructed to mediate 

nuclear localization of plasmid DNA. When the surface is modified with positively-

charged ligands, magnetic nanoparticles can adsorb negatively-charged nucleic acids 

through electrostatic interactions. Thus, modification of magnetic nanoparticles with 

cationic materials is necessary for DNA adsorption. Dendrimers, chitosan, lipids, poly(L-

lysine), polyethylenimine (PEI), and PEG have all proven to be effective candidates for 

this purpose [171-173]. For example, PEI-coated SPIONs that were prepared using 

commercially available Chemicell nanoparticles showed successful DNA delivery into 

the cytoplasm via endocytosis by ten-minute magnetic exposure [174]. As a different 

formulation, PEI-PEG-chitosan copolymer was coated onto the surface of SPIONs for 

plasmid DNA delivery [175,176]. Also, using PEI-coated SPIONs, plasmid DNA 

expressing small hairpin RNA targeting type 1 insulin-like growth factor receptor (IGF-

1R) was successfully delivered along with lipofectamines to suppress endogenous IGF-

1R in tumor-bearing mice [177]. Furthermore, mice treated via magnetofection were 

observed to have two-fold higher gene suppression compared to those with lipofection 

[177]. In another study, PEI-coated SPIONs adsorbed with plasmid DNA was 

administered as microdroplets via a nebulizer for magnet-guided delivery to lungs in a 

mouse model [178]. Exposure of the right lung only to a magnetic field resulted in two-

fold increase in DNA accumulation compared to the left lung that was not exposed to 

the magnetic field [178].  
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In essence, SPIONs based carrier systems are advantageous for biomedical 

application. They are biocompatible, biodegradable, easily manipulated, and 

superparamagnetic and thus can be targeted to specific areas by an external magnetic 

field. Surface modification to SPIONs aid in nanoparticle stability and conjugation to 

specific ligands or drugs. These attributes are attractive for efficient in vivo delivery of 

biotherapeutics such as plasmid DNA.  
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Figure 1.2: The hypothalamic-pituitary-gonadal axis. (1) The hypothalamus produces 
gonadotropin-releasing hormone receptor (GnRH) that travels through the hypophyseal 
portal system and is delivered to the anterior pituitary. (2) GnRH binds to the GnRH 
receptors (GnRHR) that are expressed on the surfaces of anterior pituitary gonadotropic 
cells. (3) Activation of GnRHR by GnRH stimulates gonadotropic production of 
luteinizing hormone (L) and follicle-stimulating hormone (F). L and F are released into 
general circulation and promote steroidogenesis, gametogenesis, and reproductive 
tissue development. (4) In the male, L mainly stimulates production of testosterone by 
testicular Leydig cells. F acts on Sertoli cells that mainly promote spermatogonia 
proliferation. (5) In the female, L is mainly responsible for progesterone production by 
preovulatory follicles and ovulation. F promotes follicular development and estradiol 
secretion from preovulatory follicles.  
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CHAPTER 2 

CONSTRUCTION AND IN VITRO CHARACTERIZATION OF  

DNA-BASED CONTRACEPTIVE VACCINES DIRECTED AGAINST  

GONADOTROPIN-RELEASING HORMONE RECEPTOR 

 

2.1  Introduction 

A contraceptive vaccine is needed to manage the global overpopulation of feral 

cats that have negative impacts on human health and the environment. However, the 

ideal target for development of a contraceptive product must meet several 

requirements. First, the target must be a crucial component to normal reproduction. 

Also, it must not play an important role in physiology other than reproduction. In 

addition, the ideal target for inducing contraception should be essential for both female 

and male reproduction so that the fertility control agent may be used for both sexes. 

Moreover, it is preferable that the contraceptive product also eliminate unwanted sex-

related behaviors. Lastly, the target should be extracellular, because antibodies are 

ineffective at targeting intracellular antigens are not readily available for the immune 

system. There are several regulators of reproduction that meet these criteria. For 

example, sex steroids, such as progesterone, estradiol, and testosterone, are logical 

targets to be considered for contraceptive vaccine development. However, because sex 

steroids share common precursors, antibodies would not be specific to the target 

hormone, thus possibly resulting in deleterious side effects. Follicle-stimulating hormone 
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(FSH) and luteinizing hormone (LH), gonadotropins that regulate gonadal functions, 

could be targets for a contraceptive vaccine. While these gonadotropins possess unique 

beta subunits, they share an alpha subunit with each other and thyroid-stimulating 

hormone (TSH). Thus, targeting FSH and LH may be problematic for TSH that has 

many important physiological functions, including control of metabolism. Ovarian zona 

pellucida (ZP) glycoproteins are a popular target for contraception in animals, but only 

applicable to female animals. Further, decades’ worth of studies evaluating ZP-based 

fertility control agents have only achieved temporary contraceptive effects in animals 

[49-51]. Hypothalamic gonadotropin-releasing hormone (GnRH) is also an extensively-

studied target for contraceptive vaccine development because it is conserved across 

mammalian species and produced by both males and females [53,54,179-182]. 

However, GnRH is poorly immunogenic as a stand-alone decapeptide. Although fusion 

of GnRH with a larger, foreign protein greatly improves its immunogenicity, the 

contraceptive effects of GnRH-based vaccines in cats are commonly inconsistent 

between individuals [180-182]. Further, no study has demonstrated permanent 

contraception in feline subjects. Also, the blood-brain barrier (BBB) is a major obstacle 

for T cells and antibodies to access hypothalamic neurons, thus rendering immune 

mechanisms less effective at ablating these GnRH-secreting cells. Unlike GnRH 

neurons, the anterior pituitary gland, where LH- and FSH-secreting gonadotropic cells 

reside, is outside of the BBB and thus is accessible to both T cells and antibodies. Thus, 

targeting pituitary gonadotropes for ablation is a viable approach for inducing 

contraception in target species. Gonadotrophs of the anterior pituitary highly express 

GnRH receptor (GnRHR), a mediator of the hypothalamic GnRH signaling pathway. 
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Interestingly, GnRHR is rarely but should be considered a major target for 

contraception. 

 

GnRHR is a seven transmembrane protein that is a member of the G-protein-

coupled receptor (GPCR) superfamily. GnRH is the only endogenous molecule that 

activates the GnRHR signaling pathway. GnRH receptor activation by GnRH leads to 

dissociation of phospholipase C into second messengers phophatidylinositol-

triphosphate (IP3) and diacylglycerol (DAG). IP3 production generates intracellular 

calcium store release that causes a surge in intracellular calcium concentrations. Soon 

after receptor activation, IP3 rapidly degrades into IP2 and finally IP1 [183,184]. 

Calcium influx leads to the extracellular signal-regulated kinase (ERK) pathway that has 

been linked to transcriptional regulation of the genes for the beta subunits of LH and 

FSH [97-99]. Because GnRHR is pivotal to hypothalamic-pituitary-gonadal axis, 

targeting the receptor will disrupt GnRH and gonadotropin signaling, thus impairing 

gonadotrope and overall reproductive functions. Thus, an immunocontraceptive directed 

against GnRHR is an appropriate strategy for controlling the feral cat population. 

 

GnRHR-based immunocontraceptives for ablation of pituitary gonadotropes in 

feral cats must be safe, have inexpensive manufacturing costs, be stable in field 

conditions, and induce long-term immune responses that do not require boosters. DNA 

vaccines have such desirable characteristics. DNA immunization involves a plasmid 

encoding a desired protein to be injected into the muscle or the skin of an animal, where 

it thereupon enters host cells and begins its mechanism of action. The DNA plasmid 
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directs synthesis of its polypeptide antigen that is then presented on the surface of the 

transfected host cell. Subsequently, a cell-mediated immune response is elicited or the 

secreted antigen stimulates an antigen-specific antibody (or humoral) immune 

response. Thus, DNA vaccination induces both cellular and humoral immune responses 

against the antigen, unlike traditional protein vaccines that can only induce humoral 

immune responses [127]. DNA vaccines have been commercialized for veterinary use. 

Examples include Oncept, a therapeutic cancer DNA vaccine for treatment of 

melanoma in dogs, and LifeTide-SW5, a growth hormone releasing hormone DNA 

vaccine that increases piglets weaned and decreases perinatal morbidity [185]. 

 

DNA vaccines directed against GnRHR must also be designed to overcome host 

tolerance because it is a self-protein. One approach to overcoming self-tolerance to an 

autologous antigen is to vaccinate the host (e.g., cat) with DNA encoding a 

heterologous antigen (e.g., mouse GnRHR). Success with this strategy was 

demonstrated in cats and dogs who were observed to have suppressed fertility post-

immunization with bovine LH receptor protein [186,187]. Another strategy for enhancing 

the potency of DNA vaccines against self-antigens is to exploit the ubiquitin-proteasome 

system (UPS). The UPS is responsible for the degradation of proteins and presentation 

of the resulting antigenic peptides to circulating lymphocytes. Antigens synthesized 

within cells are first poly-ubiquitinated and then degraded into their peptide components 

by the proteasome and subsequently presented on the cell surface. Based on this, 

vaccination with DNA encoding the target protein fused to ubiquitin (Ub) will theoretically 

direct proteins to be degraded by the UPS. This strategy may enhance the expression 
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of epitopes from the synthesized protein via MHC Class I molecules and thus break 

host tolerance to the self-antigen and will efficiently activate target protein-specific 

cytotoxic T lymphocytes (CTLs) that will ultimately destroy the endogenous polypeptides 

or cells expressing them on the cell surface [188]. The ability of DNA vaccines encoding 

for ubiquitinated proteins to break host tolerance to self-proteins was shown to be 

effective in a number of studies. For example, Chou’s group demonstrated successful 

use of a DNA vaccine composed of Ub fused to endogenous aquaporin-1 (AQP-1) to 

induce AQP-1-specific CTL killing of AQP-1-supported melanoma tumor cells in mice 

[189]. Also, Eslami and colleagues’ vaccine against Wilms tumor 1 epitope fused to Ub 

induced T helper cells activation that contributed to tumor rejection in mice [190]. 

 

No published work has described a DNA-based vaccine designed to target ablation 

of pituitary gonadotropes via GnRHR. Because of this, it is important to conduct a proof-

of-concept study with the DNA-based agent before experimenting with the target 

population; that is, cats. The objectives for this chapter were to (1) construct novel DNA 

plasmids encoding feline (f) GnRHR alone (fGnRHR) or fGnRHR fused to Ub (Ub-

fGnRHR), and (2) characterize DNA constructs for in vitro expression of cloned genes. 

There constructs were further characterized in mice, as described in Chapter 4. 

 

2.2  Materials and Methods 

2.2.1 Animal Samples 

All tissue samples were collected at post mortem examinations from animals on 

several different research projects (not including this work) under protocols approved by 
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Auburn University Institutional Animal Care and Use Committee. This was done in 

agreement with Auburn University animal care and use policies that permit post mortem 

tissue collection for unrelated research projects. For molecular cloning of fGnRHR, 

pituitary glands were obtained from three normal cats (a six-month-old male, an eleven-

month-old female, and a three-year-old female). For molecular cloning of Ub, whole 

brain tissues were collected from eighteen-week-old, male CD-1 mice. Tissues were 

flash frozen in liquid nitrogen and stored at -80°C before further processing.  

 

2.2.2 RNA Isolation 

RNA isolation was performed using an RNeasy Lipid Tissue Mini Kit (Qiagen, 

Germantown, MD, USA) according to the manufacturer’s protocol. Briefly, 5X106 

mammalian cells or 5 mg tissues were added to 2 mL tubes with 1.4 mm zirconium 

oxide beads (Bertin Technologies, Montigny-le-Bretonneux, France) and 600 µL QIAzol 

Lysis reagent. Samples were homogenized using a Precellys 24 Homogenizer (Bertin 

Technologies) set at 6500 revolutions per minute (rpm) for 40 sec at 4°C. Then, 200 µL 

chloroform was added to the homogenate and shaken vigorously for 15 sec followed by 

a 3-5 min incubation period at room temperature (RT). The homogenate was 

centrifuged at 12000 g for 15 min at 4°C and the upper aqueous phase of the 

suspension was transferred to new Eppendorf tube (Hamburg, Germany). Next, 600 µL 

70% ethanol was added to the sample that was then transferred to a spin column and 

centrifuged at 9600 g for 15 sec at RT. Buffer RW1 (350 µL) was added to the sample 

and the mixture was centrifuged at 8000 g for 15 sec at RT. The flow through was 

discarded, 80 µL DNase I stock solution (Qiagen) was added to column and incubated 
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for 15 min at RT. Another round of buffer RW1 was added to the sample and 

centrifuged again at 8000 g for 15 sec at RT. After discarding the flow through, RNA 

was washed twice by adding 500 µL buffer RPE. For elution of total RNA, 30 µL DNase- 

and DNase- and RNase-free water (Sigma-Aldrich, St. Louis, MO, USA) was added to 

the column, and then centrifuged at 8000 g for 1 min at RT. The RNA concentration was 

determined by absorbance at 260 nm using NanoDrop 2000 equipment (Thermo 

Scientific, Waltham, MA, USA) and samples were stored at -80ºC until use. 

 

2.2.3 Restriction Digestion, Purification, and Ligation 

For restriction digestion, the following reagents were purchased from New 

England (NE) BioLabs (Ipswich, MA, USA): restriction enzymes BamHI, MfeI, NotI, and 

XbaI; 10X BSA; and 10X Universal buffer. Following the manufacturer’s guidelines, a 

typical 100 µL reaction for restriction digestion of 1 µg DNA (pcDNA 3.1 plasmid or 

fGnRHR recombinant genes) included 40 U restriction enzyme, 10 µL buffer 2, 10 µL 

10X BSA, and RNase-free water. After mixing, reactions were incubated at 37ºC for 1 h 

in a cooling unit (VWR Sci., Hyclone, Logan, UT, USA).  

 

Digested products were then purified using a QIAquick PCR Purification Kit 

(Qiagen). Five volumes of buffer PB was added to one volume of the digested DNA 

sample, placed in a spin column, and centrifuged at 17950 g for 1 min at RT to bind 

DNA to membrane. Flow through was discarded and the column was washed with 750 

µL buffer PE followed by centrifugation. To elute DNA, 40 µL DNase- and RNase-free 

water was added to the column membrane, incubated for 3-5 min at RT, and the column 
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was centrifuged at 17950 g for 1 min at RT. DNA concentration was determined by 

absorbance at 260 nm using NanoDrop 2000 equipment and samples were stored at -

20ºC until use. 

 

Ligation of fGnRHR recombinant genes into the plasmid was performed in 120uL 

of reaction mixture which included the following reagents: 40 U T4 ligase and 10X T4 

ligase buffer (NE BioLabs), 150 ng DNA insert, 600 ng pcDNA 3.1 vector (Invitrogen, 

Carlsbad, CA, USA), and DNase- and RNase-free water. The mixture was incubated for 

14-16 h at 10ºC followed by a final purification step as described. 

 

Integrity of all clones were verified via restriction enzyme digestion. Cloned 

vectors were sequenced at the Massachusetts General Hospital DNA Core (Boston, 

MA, USA) to confirm insertion of correct sequence. 

 

2.2.4 Reverse transcriptase polymerase chain reaction (RT-PCR) and PCR 

All primers were purchased from TIB MolBiol (Adelphia, NJ, USA). OneStep RT-

PCR Kit (Qiagen) was used for reverse transcription and amplification of all total RNA 

samples. A typical 50µL reaction includes 10 µL OneStep RT-PCR buffer, 2µL dNTP 

mix; 2 µL enzyme mix; 50 pmol per primer; 500 ng RNA template; and quantum satis 

with DNase- and RNase-free water. RT-PCR was typically performed using a GeneAmp 

PCR 9700 machine (Applied Biosystems, Grand Island, USA) for 40 cycles under the 

following conditions: 

 Reverse transcription - 50ºC for 30 min; 
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 Polymerase activation - 95ºC for 15 min; 

 Denaturation - 94ºC for 30 sec; 

 Annealing - 50ºC for 30 sec; 

 Extension - 72ºC for 1 min 40 sec; 

 Final extension - 72ºC for 10 min.  

Amplification of all plasmid DNA from Escherichia coli (E. coli) colonies was performed 

using a Taq PCR Master Mix kit (Qiagen). First, a mixture of 525 µL Taq master mix, 50 

pmol T7 forward plasmid primer; 50 pmol BGH reverse plasmid primer, and 512.4 µL 

water was aliquoted into 25µL reaction volumes. Then, a sample of each E. coli colony 

was added to each reaction as a template. Using a Hybaid PCR 9700 machine (AGS, 

Heidelberg, Germany), PCR for 40 cycles was performed under the following conditions 

(check settings): 

 Polymerase activation - 94ºC for 3 min; 

 Denaturation - 94ºC for 10 sec; 

 Annealing - 50ºC for 30 sec; 

 Extension - 72ºC for 1 min 30 sec; 

 Final extension - 72ºC for 10 min.  

Ten-microliter sample of PCR product was mixed with 2 µL 6X loading dye (New 

England BioLabs, Ipswich, MA, USA) and loaded onto a 0.8% agarose gel with ethidium 

bromide for electrophoresis using a PowerPac Basic Power Supply (BioRad, Hercules, 

CA, USA). Bands were visualized using a 312 nm ultra violet transilluminator (Fisher 

Scientific, Pittsburgh, PA) and images were captured using a D34 distant screen instant 

camera (Polaroid, Ridgefield Park, NJ, USA). 
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2.2.5 Cloning strategy 

2.2.5.1 Construction of template plasmid encoding feline (f)GnRHR 

To begin, a plasmid encoding fGnRHR (plasmid name: fGnRHr) was designed as 

a template for future plasmid constructs. First, the entire fGnRHR gene was amplified 

from total RNA with fGnRHR-specific primers. The forward primer incorporated an 

EcoRI restriction site, a Kozak sequence (for initiation of translation), and the first 

seventeen nucleotides of the fGnRHR sequence (Primer A, Table 2.1). The reverse 

primer included the last sixteen nucleotides of the fGnRHR gene and an XbaI restriction 

site (Primer B, Table 2.1). Once amplified, the fGnRHR gene was cloned into the EcoRI 

and XbaI restriction sites of a pcDNA3.1 vector (Fig. 2.1, Step 1).  

 

2.2.5.2 Construction of template plasmid encoding Ubiquitin (Ub) 

Next, a plasmid encoding Ub was constructed as a template for future plasmid 

constructs. First, the entire Ub gene was amplified from total RNA with Ub-specific 

primers. The forward primer contained sequences for EcoRI restriction site, a Kozak 

sequence, and the first twenty nucleotides of the Ub gene (Primer C, Table 2.1). The 

reverse primer included sequences for the last eighteen nucleotides of the Ub gene and 

NotI restriction site (Primer D, Table 2.1). Once amplified, the Ub gene was cloned into 

the EcoRI and NotI restriction sites of a pcDNA3.1 vector (Fig. 2.1, Step 1).  

 

2.2.5.3 Construction of plasmid encoding Ub-fGnRHR 

To begin construction of Ub-fGnRHR plasmid, two new primers were used to 

generate a recombinant fGnRHR gene. The forward primer incorporated a NotI 
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restriction site and the first nineteen nucleotides of the fGnRHR sequence (Primer E, 

Table 2.1). The reverse primer included the last eighteen nucleotides of fGnRHR gene, 

a six-histidine tag for protein detection via immunoblotting, a stop codon, and an XbaI 

restriction site (Primer F, Table 2.1). The fGnRHR gene was then amplified from the 

fGnRHR plasmid template and the fragment was cloned into NotI and XbaI restriction 

sites of a new pcDNA3.1 vector (Fig. 2.1, Step 2).  

 

Next, the Ub sequence from the Ub plasmid was modified to replace the C-

terminal glycine residue with alanine (G76A) to prevent premature cleavage of Ub from 

the target protein fGnRHR by C-terminal hydrolases in cells that will be transfected with 

plasmids [191]. To generate this modified Ub sequence, a new forward Ub primer was 

designed to include a BamHI restriction site, a Kozak sequence for initiation of 

translation, and the first eighteen nucleotides of the Ub gene (Primer G, Table 2.1). 

Also, a new reverse primer was generated and contained the last 25 nucleotides of Ub 

sequence (including codon for G76A modification) and NotI restriction site (Primer H, 

Table 2.1). Then, Primers G and H were used to amplify the desired sequence from the 

previously-constructed Ub plasmid. Finally, the Ub fragment was ligated into BamHI and 

NotI restriction sites of the vector encoding the recombinant fGnRHR gene, yielding a 

plasmid encoding Ub-fGnRHR (Fig. 2.1, Step 2).  

 

2.2.5.4 Construction of plasmid encoding fGnRHR for vaccination purposes 

To construct fGnRHR plasmid, the fGnRHR gene was amplified from the Ub-

fGnRHR construct using two primers. A new forward primer was designed to include a 
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BamHI restriction site, a Kozak sequence, and the first nineteen nucleotides of the 

fGnRHR gene (Primer I, Table 2.1). This primer, along with primer F, was used to 

amplify the fGnRHR gene that was then cloned into the BamHI and XbaI sites of a new 

pcDNA3.1 vector (Fig. 2.1, Step 3). 

 

2.2.6 Electroporation of Escherichia coli (E. coli) cells  

For electroporation of bacteria, 40 µL TOP10 F′ Electrocomp E. coli cells 

(Invitrogen) were mixed in Eppendorf tube with 100 ng plasmid DNA and the 

suspension was transferred into an ice-cold 0.2 cm cuvette (BioRad). Electroporation 

was performed using a Gene Pulser Xcell Electroporation System (BioRad) under the 

following conditions: 2.5 kV, 25 µF, and 200 Ω. The pulse type was exponential decay 

for bacterial cells. Electroporated E. coli cells were incubated for 1 h with shaking at 

220 rpm at 37ºC. Then, 1 µL cells were added to 1 mL Super optimal broth (SOC) 

medium (Life Technologies, Grand Island, NY), and 100 µL of electroporated 

suspension were spread onto agar plates containing 0.1% ampicillin (Amresco, Solon, 

OH, USA) and incubated for 2-3 days at 37ºC. To confirm successful transfection, 40 

E.coli colonies were screened by PCR. Finally, PCR products were subjected to gel 

electrophoresis for the presence of the fGnRHR or Ub-fGnRHR amplicons at expected 

molecular weights. 

 

2.2.7 Plasmid DNA isolation  

In preparation for plasmid DNA isolation, E.coli clones with the correct molecular 

weight of the gene inserts were propagated for 12-15 h in 20 mL Luria Bertani broth 
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supplemented with 0.1% ampicillin (Amresco) with shaking at 200 rpm at 37ºC. 

Plasmid DNA was isolated using a QIAfilter Plasmid Purification Midi Kit (Qiagen). To 

harvest E. coli cells, cultures were transferred to an Oakridge tube and centrifuged at 

6000 g for 15 min at 4ºC. After discarding the supernatant, cell pellets were re-

suspended in 4 mL ice-cold buffer P1. To lyse cells, 4 mL buffer P2 was added to the 

suspension that was mixed and incubated for 5 min at RT. Then, 4 mL ice-cold buffer 

P3 was added to lysate to precipitate non-plasmid DNA cellular components (e.g., 

genomic DNA, proteins, cell debris). The lysate was gently mixed and transferred to a 

QIAfilter cartridge barrel and incubated for 10 min at RT. A QIAGEN-tip 100 column 

was equilibrated with 4 mL buffer QBT. Once the column was empty, the lysate was 

filtered through the equilibrated QIAGEN-tip to bind DNA, followed by washing of the 

column with 10 mL buffer QC twice. To elute DNA, 5 mL QF was added to the column 

and the flowthrough was collected into Nalgene tubes. DNA was precipitated by adding 

3.5 mL RT isopropanol, vigorously shaking each tube, and then immediately subjecting 

sample to centrifugation at 15000 g for 30 min at 4ºC. Supernatant was discarded, the 

pellet was washed with 5 mL RT 70% ethanol, and then centrifuged at 15000 g for 10 

min at 4ºC. After discarding the supernatant, the pellet was air-dried for 20 min. The 

DNA pellet was re-dissolved with 300 µL RNA/DNA-free water, incubated on ice for 10 

min, and centrifuged at 6000 g for 3 min at 4ºC. DNA concentration was determined 

and plasmid isolates were stored at -20ºC until use. 
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2.2.8 Preparation of mammalian cell cultures for electroporation 

Chinese hamster ovary (CHO)K1 cells (CCL-61, ATCC, Manassas, VA, USA) 

were cultured in 15 mL Ham's F-12K medium (Corning, Corning, NY, USA) with 10% 

fetal bovine serum (FBS; VWR) and 1% penicillin-streptomycin (P/S; Mediatech, Inc., 

Manassas, VA, USA) in 75 cm2 flasks (Corning, Corning, NY, USA) for 2-3 days at 

37ºC in an atmosphere of 5% CO2. Human embryonic kidney (HEK293)T cells (CRL-

11268, ATCC) were separately cultured in 15 mL Dulbecco's modified eagle medium 

(DMEM; Corning) with 10% FBS and 1% P/S in 75 cm2 flasks. Once 80% confluency 

was reached, media was aspirated and cells were washed with 13 mL Hank's 

Balanced Salt Solution (HBSS; Corning) for 5 min at RT. HBSS was aspirated and the 

cells were incubated with 0.25% trypsin (Corning) for 10-15 min at 37ºC. Trypsinized 

cells were neutralized with 10% FBS, collected, and centrifuged at 300 g for 10 min at 

RT. Supernatant was aspirated, the cell pellet was suspended in 1 mL F12K or DMEM 

media. Ten microliters of cell suspension was added to 90 µL trypan blue (Sigma-

Aldrich) and cells were counted using a hemocytometer. 

 

2.2.9 Electroporation of mammalian cells 

Aliquots of 5X105 cells were mixed with 1.5 µg plasmid DNA in a 100µL volume 

and the suspensions were transferred into an ice-cold 0.2 cm cuvette. Electroporation 

was performed under the following conditions: CHOK1: 250 V, 30 msec pulse length 

(PL); HEK293T: 110 V, 25 msec PL. The pulse type was square wave for all cell lines. 

After electroporation, 0.5 mL F12K or DMEM media with 10% FBS was immediately 

added to the cuvette, and the electroporated cells were transfer into a test tube that 
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remained at RT until all cells in all cuvettes were electroporated. Finally, electroporated 

cells were cultured in F12K or DMEM media with 10% FBS, and 1% P/S, and incubated 

at 37ºC in an atmosphere of 5% CO2. Forty-eight hours later, geneticin G-418 sulfate (a 

neomycin-like antibiotic) with a concentration of 400 μg/mL (TEKnova, Hollister, CA, 

USA), was added to cell cultures as a selection agent for transfected cells. Cell cultures 

were maintained for two weeks with passage every 2-3 days depending on confluency.  

 

2.2.10 Analysis of transcriptional expression of fGnRHR and Ub-fGnRHR in mammalian 

cells 

HEK293T cells were transfected and cultured for 48 h as previously described. 

To confirm successful transfection and transcriptional expression of the recombinant 

genes, total RNA was extracted and used for amplification of fGnRHR mRNA using 

primers A and B, and Ub-fGnRHR mRNA was amplified with primers B and C via RT-

PCR as previously described. As a positive control, RT-PCR was performed with total 

RNA isolated from feline pituitary gland to detect expression of fGnRHR transcript. 

Reactions with no reverse transcriptases were included as negative controls. Gel 

electrophoresis was performed to visualize PCR products with the approximate 

molecular weight of fGnRHR or Ub-fGnRHR. Images were captured using a Polaroid 

instant camera. 
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2.2.11 Analysis of translational expression of fGnRHR and Ub-fGnRHR in mammalian 

cells 

2.2.11.1 Western blotting 

2.2.11.1.1 Protein extraction 

CHOK1 cells were transfected with plasmids encoding fGnRHR or Ub-fGnRHR, 

cultured for two weeks in media containing geneticin, and cryopreserved at -180ºC in a 

CryoMed CryoPlus III CryoFreezer (Thermo Scientific). Two months later, transfected 

CHOK1 cells were thawed and cultured for 2 days, harvested and counted using a 

hemocytometer. For protein extraction, 5X106 cells were washed with 1 mL phosphate 

buffered saline (PBS; pH 7.4; Life Technologies), and centrifuged at 1503 g for 5 min at 

RT. After repeating this step, cells were re-suspended in 1 mL cell-lysing RIPA buffer 

(Thermo Scientific) supplemented with cOmplete® ULTRA protease inhibitor cocktail 

(Roche, Basel, Switzerland) that protect proteins from cleavage by serine, cysteine, 

aspartic, and metallo-based proteases. Re-suspended cells were homogenized in a 

Precellys 24 Homogenizer at 2348 g for 20 sec twice. To remove foam, homogenized 

samples were centrifuged at 1503 g for 3 min at RT. Finally, protein concentration was 

quantified via a Direct Detect spectrophotometer (Millipore, Billerica, MA, USA) that 

uses Fourier transform infrared spectroscopy to measure amide bonds in protein 

chains. 

 

2.2.11.1.2  Protein detection 

For electrophoresis, protein was denatured with Laemmli buffer (BioRad) at a 1:1 

ratio and incubated at 100ºC for 10 min. Laemmli buffer was supplemented with β-
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mercaptoethanol (5% v/v; Sigma-Aldrich) to reduce disulfide bonds. After cooling the 

samples for 5 min at RT, 50 µg protein was loaded into a 10% Mini-PROTEAN TGX 

precast polyacrylamide gel (BioRad). The loaded gel was placed into Tris/Glycine/SDS 

running buffer (BioRad) and electrophoresis was performed at 100 V for 130 min. Then, 

proteins were transferred onto nitrocellulose paper (BioRad) at 100 V for 90 min in 

buffer containing Tris/Glycine buffer (BioRad) and methanol (20% v/v, Sigma-Aldrich). 

After transfer, membranes were incubated with Ponceau stain (Sigma-Aldrich) for 5 min 

to verify successful transfer of proteins. After washing membranes thrice with double-

distilled water, membranes were blocked with 5% blocker containing non-fat milk 

powder and tris buffered saline (TBS) with 1% Tween 20 for 90 min at RT. Then, 

membranes were incubated in primary antibody (Table 2.2) diluted with 5% blocker for 

15-18 h at 4ºC. Primary antibody was removed and membranes were washed in cold, 

double-distilled water for approximately 30 sec, and then washed in 0.1% TBS Tween 

20 for 5 min three times with gentle shaking at RT. Membranes were incubated with 

diluted secondary antibody (Table 2.3) for 90 min with gentle shaking at RT. The 

secondary antibody was removed, and the 5-min washing step was repeated for times. 

Finally, membranes were incubated in HyGLO Quick Spray chemiluminescent solution 

(Denville Scientific, Holliston, MA) for 3 min, exposed membrane to x-ray films (Kodak, 

Rochester, NY) for 1 min, and films developed and fixed in solution for 2 min each. 

Films were scanned using an Epson 1500 scanner (Suwa, Japan). 
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2.2.11.2  Immunocytochemistry 

CHOK1 cells (1X105) were transfected with the fGnRHR construct, and loaded 

into a Labtek chamber slide (Electron Microscopy Sciences, Hatfield, PA) with 1 mL 

F12K medium with 0.004% geneticin. As a control, untransfected CHOK1 cells were 

loaded into the chamber slide that was then incubated for 15-17 h at 37ºC. Media was 

aspirated and cells were rinsed with 1 mL PBS twice for 5 min each at RT. Cells were 

then fixed with 1 mL 1% paraformaldehyde (PFA) for 10 min at RT. PFA was 

aspirated, cells were rinsed with 1 mL PBS twice for 2 min each, and then blocked 

with 500 µL 1% rabbit serum (RS) in PBS for 1 h at RT. Then, cells were incubated for 

2 h at RT with 1 mL primary antibody (1:10 dilution in 1% RS; Santa Cruz SC-8682, 

Dallas, Texas, USA) against the first 20 amino acids of human (h) GnRHR that is 93% 

similar to fGnRHR sequence. After aspirating the primary antibody solution, cells were 

rinsed 5 times for 2 min each. Then, cells were incubated with secondary antibody 

Alexa Fluor 488 (Life Technologies) that was diluted (1:200) in 1% RS for 1 h in 

darkness at 4ºC. Finally, cells were rinsed with 1 mL PBS 2 times for 5 min at RT. The 

grid was carefully removed and VectaShield® mounting medium (Vector Laboratories, 

Burlingame, CA, USA) with 4',6-diamidino-2-phenylindole (DAPI) was used to float a 

coverslip. Finally, images were captured using an Olympus fluorescence microscope 

(Shinjuku, Tokyo). 

 

2.2.11.3 IP-One functional G-protein Coupled Receptor assay 

Stimulation of cells expressing membrane-bound GnRHR with GnRH or GnRH 

agonists results in the activation of second messenger IP3 that has a very short half-
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life before it is transformed into IP2 and then finally IP1 [192]. Because IP1 

accumulates in cells exposed to lithium chloride (LiCl), it can be quantified and 

interpreted as a measure of GnRHR protein expression and functionality [192]. Using 

a homogenous time-resolved fluorescence (HTRF) IP-One terbium (Tb) assay kit 

(CisBio Bioassays, Bagnol sur Ceze, France), intracellular IP1 levels were measured 

in cells transfected with fGnRHR or Ub-fGnRHR constructs. First, HEK293T cells were 

transfected as described above and 48 h later the cells were diluted in stimulation 

buffer with 50 mM LiCl. Cells were seeded at 5X104 per well into Nunc white 384-well 

microplates (Thermo Scientific). Varying concentrations of GnRH analogue leuprolide 

(Tocris Bioscience, Bristol, UK) were added to each well. HEK293T cells were 

incubated for 45 min at 37ºC and then lysed by addition of 3 µL of the supplied 

conjugate-lysis buffer containing dye d2-labeled IP1, followed by 3 µL of conjugate-

lysis buffer containing Tb cryptate-labeled anti-IP1 antibody that competes with both 

d2-labeled IP1 and native IP1 produced by cells. Both buffers were reconstituted 

according to the manufacturer's instructions. Standards and internal controls such as 

HEK cells not stimulated by leuprolide or cells not exposed to IP1-d2 were included in 

the assay. Plates were incubated for 1 h at RT and then placed at -20ºC for 4 h. The 

plate was shipped overnight to the Cisbio facility (Bedford, MA, USA) where a 

PHERAstar plate reader (BMG labtech, Ortenberg, Germany) was used to measure 

HTRF emissions at 337nm for excitation. Cryptate emission from the donor 

fluorophore was measured at 620 nm, and acceptor fluorophore emission was 

measured at 665 nm. A 620 nm:665 nm ratio was factored into calculations in order to 

reduce well-to-well variations as a result of photophysical interference [192]. The 
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specific signal is inversely proportional to the concentration of IP1 in the standard or in 

the cell lysate. Detection limit of IP1 is 5nM.  

 

2.2.12 Statistical analysis 

IP-One functional GPCR assay data are presented as the mean ± standard error 

of the mean.  All in vitro experiments were performed on two separate and independent 

occasions. Data were analyzed by one-way analysis of variance with Scheffe post-hoc 

analyses (SPSS, IBM, Armonk, NY, USA). Differences of P ≤ 0.05 were considered 

significant. 

 

2.3  Results 

2.3.1 Cloning of fGnRHR and Ub-fGnRHR 

Here, the full-length fGnRHR gene was cloned into BamHI and XbaI restriction 

sites of pcDNA3.1 vector to obtain a fGnRHR construct that was subsequently 

transformed into E. coli cells. The release of approximately 1027 bp gene insert from 

the fGnRHR construct following digestion with BamHI and XbaI restriction enzymes 

confirmed the successful cloning of fGnRHR (Fig. 2.2). Also, clones with the correct 

molecular weight for fGnRHR inserts were propagated and then subjected to plasmid 

DNA purification and gene sequence verification. Similarly, Ub-fGnRHR was amplified 

and cloned into a pcDNA 3.1 vector. Restriction digestion of recombinant plasmid Ub-

fGnRHR with BamHI and XbaI resulted in the release of a 1257 bp product and thus 

confirmed successful cloning (Fig. 2.3). Further, the cloned DNA sequence was verified 
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by sequencing the plasmid DNA from E. coli clones identified to have appropriate 

molecular weight of Ub-fGnRHR.  

 

2.3.2 In vitro transcriptional expression of fGnRHR and Ub-fGnRHR  

RT-PCR was performed to detect fGnRHR and Ub-fGnRHR mRNA and thus 

verify transcriptional expression of constructs electroporated into HEK293T cells. A 

1027-bp PCR product was identified in cell cultures transfected with fGnRHR plasmid, 

but not in cells transfected with the empty plasmid (Fig. 2.4). Likewise, a 1257-bp PCR 

product was detected in Ub-fGnRHR-transfected HEK293T cells (Fig. 2.4). All products 

were sequenced and shown to be the full-length fGnRHR (Genbank accession 

number: NM_001287228.1) or Ub-fGnRHR coding sequence. 

 

2.3.3 In vitro translational expression of fGnRHR and Ub-fGnRHR  

2.3.3.1 Western blotting 

In an attempt to identify GnRHR proteins expressed by transfected CHOK1 cells, 

Western blots were probed with primary antibodies purchased from six different 

manufacturers (Table 2.2). Using a Thermo Scientific 6XHIS antibody, a faint 90 kDa 

band was detected in untransfected CHOK1 cells and a strong band of the same 

molecular weight in Ub-fGnRHR-transfected cells (Fig. 2.5A). Western blots probed with 

an Abcam AB24095 antibody revealed strong bands at 90kDa, 65kDa, and 35kDa in 

untransfected and transfected CHOK1 cells (Fig. 2.5B). Abcam AB89266 antibody 

detected 70 and 35kDa bands in both transfected and untransfected CHOK1 cells (Fig. 

2.5C). A Santa Cruz antibody produced poor immunostaining of 80kDa proteins from 
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fGnRHR-transfected and untransfected CHOK1 cells (Fig. 2.5D). A Fisher Scientific 

antibody produced poor blots as well, with 68kDa bands in both transfected and 

untransfected CHOK1 cells (Fig. 2.5E). As a final attempt to identify fGnRHR protein in 

transfected CHOK1 cells, Western blots probed with a Pi Proteomics antibody revealed 

a distinct, 90kDa band in fGnRHR-transfected and untransfected CHOK1 cells (Fig. 

2.5F). Overall, detection of fGnRHR protein in CHOK1 cells via Western blotting with 

different primary antibodies was unsuccessful, as there was no clear difference in 

protein band patterns between untransfected and fGnRHR-transfected CHOK1 cells, 

thus producing inconclusive results. 

 

2.3.3.2 Immunocytochemistry 

As an alternative to Western blotting, immunocytochemical staining was 

employed in an effort to identify fGnRHR protein in transfected CHOK1 cells. Using a 

primary antibody previously used for immunoblotting (Santa Cruz), immunocytochemical 

examination of fGnRHR-transfected CHOK1 cells indicated GnRHR immunoreactivity 

(Fig. 2.6A). However, similar immunoreactivity was detected in untransfected CHOK1 

cells (Fig. 2.6B). Therefore, GnRHR protein expression was not validated in transfected 

CHOK1 cells. Due to the equivocal outcomes of immunocytochemical studies, a 

different approach was taken for in vitro identification of fGnRHR protein. 

 

2.3.3.3 IP-One functional G-protein Coupled Receptor assay 

A functional HTRF assay that measures GPCR-mediated IP1 accumulation was 

used in an attempt to verify fGnRHR signaling pathway activation and thus receptor 
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protein expression in transfected HEK293T cells. No significant difference in IP1 

accumulation was observed for the un-transfected cells exposed to increasing 

concentrations of leuprolide, a GnRH agonist (P > 0.05; Fig. 2.7A). The same outcome 

was observed for the fGnRHR-transfected cells (P > 0.05; Fig. 2.7B). Similarly, IP1 

levels were unchanged in Ub-fGnRHR-transfected cells exposed to increasing 

leuprolide concentrations compared to cells incubated with 0 nM leuprolide (P > 0.05; 

Fig. 2.7C).  

 

2.4  Discussion 

The most effective fertility control product for feral catswould be stable in field 

conditions, can be produced at mass scale but for low cost, and has a duration of at 

least three to four years (i.e., the average lifespan of feral cats) [181]. 

Immunocontraceptive vaccines offer such desirable characteristics and have been 

shown to be promising for the management of companion animal species [193-195]. In 

addition to controlling reproduction, the ideal target for immunocontraception is one that 

has functional significance in the regulation of sex hormone-related behaviors in both 

males and females of all ages. As a counterpart to GnRH and a defining feature of 

pituitary gonadotropes, GnRHR is an important mediator of mammalian reproductive 

hormonal cascade in both sexes, and thus a suitable target for immunocontraceptive 

vaccine development. 

  

 The current objective was to construct and characterize an immunocontraceptive 

designed to target GnRHR for ablation of pituitary gonadotropic cells. DNA vaccination 
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has the capability to elicit cellular and humoral immune responses and subsequently 

induce long-term efficacy in animal hosts [127]. Invitrogen pcDNA3.1 was chosen as the 

vector for molecular cloning purposes because of the following features: a 

cytomegalovirus enhancer-promoter for high-level expression; bovine growth hormone 

polyadenylation signal and transcription termination sequence for enhanced mRNA 

stability; an ampicillin resistance gene; and pUC origin of replication sequence for 

selection and maintenance in E. coli. Such characteristics are desirable for a stable 

DNA-based vector. 

 

Vaccination with DNA encoded to synthesize a heterologous antigen has been 

demonstrated to induce immune responses against various protein targets, including 

those involved in reproduction [186,187,196]. Therefore, fGnRHR was cloned into the 

BamHI and XbaI sites of the DNA vector for use in a proof-of-concept study in mice. As 

an additional mechanism for eliciting anti-self immunity to the receptor, Ub was fused to 

fGnRHR in a second vector in order to target the fusion protein to the UPS for 

degradation and subsequent antigen presentation. Studies have demonstrated 

successful use of a DNA vaccine composed of Ub fused to endogenous proteins. For 

example, aquaporin-1 (AQP-1) was artificially ubiquitinated to induce AQP-1-specific 

CTL killing of AQP-1-supported melanoma tumor cells in mice [189]. Strong IgG and 

CTL responses to hepatitis B virus core antigen (HBc-Ag) were elicited in BALB/c mice 

that were immunized with plasmid encoding Ub-fused HBc-Ag [169].  

 



71 

 

In order to exploit the UPS system to enhance antigen presentation and elicit the 

desired subsequent immune responses, it is important to confirm that the constructed 

DNA plasmids are capable of transcriptional and translational processes in mammalian 

cells. First, DNA sequencing was used to verify that fGnRHR and Ub-fGnRHR 

constructs contain the correct gene sequences. Then, RT-PCR was performed to 

validate mRNA expression in transfected HEK293T cells. Reactions using total RNA 

from cells transfected with fGnRHR yielded an expected 1027-bp PCR product. 

Likewise, a 1257-bp PCR product was detected in Ub-fGnRHR-transfected HEK cells. 

After performing RT-PCR on total RNA isolated from transfected cells over time, 

GnRHR mRNA expression was stable and no changes in the inserted fragment were 

found over time. 

 

Western blotting is a technique commonly used to identify specific proteins from 

cell lysate [197]. Thus, immunoblotting was performed in an attempt to confirm 

expression of the fGnRHR or Ub-fGnRHR proteins in CHOK1 cells transfected with 

either of the corresponding recombinant DNA vectors. Both vectors were cloned with 

6XHIS tag sequences for the sole purpose of using an anti-HIS tag antibody for target 

protein detection. Unfortunately, clear identification of the ubiquitinated receptor protein 

using this antibody was not the outcome for blotting assays. Alternatively, five other 

primary antibodies were used for numerous Western blots containing fGnRHR-

transfected CHOK1 cell lysates. The variety of selected antibodies included those that 

are commercially available and directed against highly conserved (≥90%) epitopes of 

the human GnRHR (e.g., N terminus, third intracellular loop, and third extracellular 
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loop), and a custom-made fGnRHR antibody. However, neither fGnRHR nor Ub-

fGnRHR proteins were clearly detected in transfected CHOK1 cells. Truncated (30-

50kDa), mature (60-70kDa) and dimerized (>90-100kDa) GnRHR variants have been 

identified in vitro in different tissues in various mammalian species [198-201] and adds 

to the complexity of GnRHR protein detection. Transfection with other cell lines such as 

HEK293 cells (CRL-1573, ATCC) and African green monkey kidney (COS-7) cells 

(CRL-1651, ATCC) did not improve immunoblotting results (data not shown). Neither 

did the following changes to immunoblotting protocols: cell harvesting method; addition 

of triton X detergent to RIPA buffer; extended heating of proteins for further 

denaturation; varying SDS percentage in polyacrylamide gel; 5% BSA for blocking; 

varying primary or secondary antibody dilutions. Some of the immunoblotting results 

showed identical band patterns detecting multiple proteins of differing molecular weights 

in untransfected and fGnRHR-transfected cells (Fig. 2.5B, 2.5C). Similarly, unclear 

results were obtained following immunocytochemical staining of CHOK1 cells 

transfected with the fGnRHR construct. One would expect less or no immmunoreactivity 

in untransfected cells in comparison to transfected cells. Instead, similar 

immunoreactivity was detected in both fGnRHR-transfected and untransfected CHOK1 

cells. One explanation for invalidation of in vitro fGnRHR protein expression is the lack 

of standardized primary antibodies against feline GnRHR on the market. This is related 

to the fact that fGnRHR protein sequence was not available to the public until the 

Samoylova group identified it in 2014 [202]. Second, most of the primary antibodies 

used for immunoblotting and staining were against the amino terminus of hGnRHR, the 

domain with the most variability in protein sequence compared to fGnRHR [202]. 
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Because of this, an assay with high sensitivity and specificity was desired to detect 

fGnRHR protein expression in mammalian cell lines. Thus, an IP1 accumulation assay 

was used to confirm receptor protein expression in transfected HEK293T cells. 

 

Artificially ubiquitinated fGnRHR should be directed to the proteasome and 

effectively degraded [189] and thus not available to activate the Gq11-mediated signaling 

pathway and subsequently increase intracellular IP1 levels. To confirm this scenario, 

IP1 accumulation was measured in Ub-fGnRHR-transfected HEK293T cells exposed to 

various concentrations of GnRH agonist leuprolide. There was no significant increase in 

IP1 concentrations in Ub-fGnRHR-transfected HEK293T cells (except at 100 nM) and 

untransfected cells. Leuprolide also failed to significantly increase IP1 levels in cells 

transfected with fGnRHR that is typically trafficked to the cell membrane [183,184]. 

Wide standard deviations clearly contributed to the inability to detect significant 

differences for each leuprolide concentration for fGnRHR-transfected cells. This 

outcome was unexpected, as our laboratory has demonstrated that leuprolide causes a 

dose-dependent increase in IP1 levels in HEK293T cells transfected with a DNA vector 

encoding mouse (m) GnRHR (data not shown). One reason for this conflicting outcome 

is that IP One Tb, an assay designed for high-throughput screening, was carried out by 

hand, and such a major change to assay execution may lead to variation in assay 

results. Also, irregular aggregation of electroporated HEK cells was observed while 

handling them, possibly resulting in inaccurate cell counts and plating for each 

independent experiment. An additional explanation for assay outcome may relate to 

expression and trafficking productivity of the fGnRHR (but not for mGnRHR) protein in 
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HEK293T cells. GPCR expression is typically low in transfected cell lines and poorly 

stable in detergents [203]. To remedy this, GPCR stabilization techniques are 

implemented, including truncations of the flexible regions and point mutations in 

receptor sequence [204]. Such engineering to the DNA sequence may be needed to 

improve in vitro fGnRHR protein expression.  

 

Another possible reason for the inability to identify the fGnRHR-based proteins 

from the cloned vectors may be due to abnormal post-translational modification 

processes, especially for heterologous proteins. Indeed, functional membrane protein 

expression in mammalian cell systems is orchestrated by complex interactions between 

many factors. Such factors, which vary considerably between different expression 

systems, include the amount and stability of synthesized mRNA, folding of the nascent 

polypeptide chain in the ribosome, the efficiency of insertion into the membrane, the role 

of post-translational modifications (e.g. N-glycosylation), and molecular chaperones to 

facilitate folding [205]. Low heterologous membrane protein expression is a common 

problem with cell transfection procedures [206]. Engineering strategies for strengthening 

protein expression and trafficking are employed to improve heterologous protein 

production. For example, overexpression of Sec1/Munc18 protein Sly1p, a regulator of 

vesicle fusion from endoplasmic reticulum to Golgi, increases α-amylase production in 

yeast Saccharomyces cerevisiae [207]. Such strategies may be needed to improve 

fGnRHR protein expression for detection. 
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2.5 Conclusion 

In summary, a DNA plasmid encoding fGnRHR was engineered for study in mice 

for overcoming self-tolerance to the autologous protein receptor. In addition, a second 

DNA vector fusing Ub to fGnRHR was constructed in an effort to enhance degradation 

and antigen presentation and thus induce an immune response to the self-protein in 

mice. Although the DNA sequences and transcriptional expression of the constructs 

were confirmed, translational expressions of fGnRHR and Ub-fGnRHR were not 

validated via Western blotting, immunocytochemistry, or HTRF IP-One assays. Because 

fGnRHR may have low protein expression, optimization of protein detection assays 

might be necessary to improve receptor protein secretion. The next chapter covers 

generation and in vitro characterization of a novel nanoparticle system for in vivo 

delivery of these GnRHR, DNA-based constructs.  
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Step 1: 
 
 
 
 
 
 
Step 2: 
 
 
 
 
 
  
 
 
 
 
 
 
 
 
 
 
 
Step 3: 
 
 
 
 
 
 
 

Figure 2.1: Construction strategy of plasmids encoding fGnRHR or Ub-fGnRHR.  
 
Step 1: Plasmids encoding fGnRHR or Ub were constructed as templates for the plasmid-based 
vaccines.  
 
Step 2: To construct a plasmid encoding Ub-fGnRHR, a modified murine Ub gene fragment was 

ligated into the BamHI and NotI restriction sites of a plasmid encoding fGnRHR (with the 
receptor gene inserted into NotI and XBaI restriction sites).  
 
Step 3: To construct a plasmid encoding fGnRHR, the receptor gene was inserted into a 
pcDNA3.1 vector between restriction sites BamHI and XBaI. 
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Figure 2.2: Identification of fGnRHR plasmid insert by restriction endonuclease digestion.  

 
Lane 1: 1kb DNA marker.  
 
Lane 2: Undigested pcDNA3.1 plasmid (control).  
 
Lane 3: Plasmid digested with BamHI restriction enzyme.  
 
Lane 4: Plasmid digested with BamHI and XBaI restriction enzymes. The ~1 kb band represents 
the fGnRHR fragment.   
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Figure 2.3: Identification of Ub-fGnRHR plasmid insert by restriction endonuclease digestion. 

 
Lane 1: 1kb DNA marker. 
 
Lane 2: Undigested pcDNA3.1 plasmid (control).  
 
Lane 3: Plasmid digested with BamHI restriction enzyme.  
 
Lane 4: Plasmid digested with BamHI and XBaI restriction enzymes. The ~1.3 kb band 
represents the Ub-fGnRHR fragment.  
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Figure 2.4: Transcriptional expression of fGnRHR or Ub-fGnRHR recombinant genes by 

HEK293T cells via RT-PCR.  
 
Lane 1: 1kb DNA marker.  
 
Lane 2: fGnRHR amplified from feline pituitary total RNA (positive control).  
 
Lane 3: Plasmid encoding fGnRHR.  
 
Lane 4: Plasmid encoding Ub-fGnRHR.  
 
Lane 5: Empty plasmid (negative control).  
 
Lane 6: Plasmid encoding fGnRHR (no reverse transcriptase control).  
 
Lane 7: Plasmid encoding Ub-fGnRHR (no reverse transcriptase control).  
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Figure 2.5: Immunoblotting for detection of fGnRHR or Ub-fGnRHR proteins in transfected 
CHOK1 cells. Membranes with protein from transfected cells were probed with the following 
primary antibodies:  
 
A. Thermo Scientific 6XHIS;  
B. Abcam hGnRHR (AA1-29);  
C. Abcam hGnRHR (AA249-299);  
D. Santa Cruz hGnRHR (AA1-20);  
E. Fisher Scientific hGnRHR (AA1-29);  
F. Custom-made Pi Proteomics fGnRHR (AA1-28).  
 
After incubation with primary antibody, membranes were exposed to HRP-conjugated 
secondary antibodies. Membranes were exposed to x-ray films for visualization of proteins.  
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Figure 2.6: Feline (f)GnRHR immunoreactivity in transfected CHOK1 cells via 

immunocytochemistry. A primary antibody against the first 20 amino acids of human GnRHR 
was used with a green fluorophore-labeled secondary antibody to detect fGnRHR protein 
expression in transfected CHOK1 cells (A). Non-transfected CHOK1 cells were used as a 
negative control (B). Cells were exposed to mounting medium containing DAPI and 
immunoreactive CHOK1 cells visualized under a fluorescent microscope. No substantial 
difference is observed between the two representative images shown. 
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                  Non-tranfected HEK        fGnRHR-transfected HEK 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

C.  

 

              Ub-fGnRHR-transfected HEK 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure 2.7: Leuprolide-induced IP1 accumulation in Human Embryonic Kidney (HEK) 293 cells 

transfected with fGnRHR or Ub-fGnRHR constructs. Untransfected HEK293T cells (A), or cells 
transfected with either fGnRHR plasmid (B) or Ub-fGnRHR plasmid (C) were treated with the 
different concentrations of leuprolide (GnRH agonist). Following treatments, cells were lysed 
and HTRF emissions were measured as a function of IP1 accumulation in cells. Results shown 

are the means ± SEM. * indicates a statistical difference (P < 0.05) compared to cells exposed 

to 0 nM leuprolide. Red dotted lines are trend lines.
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CHAPTER 3 

GENERATION AND IN VITRO CHARACTERIZATION OF  

SUPERPARAMAGNETIC IRON OXIDE NANOPARTICLES  

AS POTENTIAL DELIVERY SYSTEMS FOR DNA-BASED VACCINES 

 

3.1 Introduction 

DNA vaccination is an attractive and potentially effective strategy for eliciting 

antigen-specific immune responses. However, an impediment to progress in DNA 

vaccine development is low efficiency of inducing immune responses in vaccinated 

animals. Factors contributing to this outcome include low cell transfection rates and 

ineffective antigen expression [208]. Optimization of plasmid construction, careful 

selection of an appropriate DNA-encoded protein, and the use of adjuvants are a few 

examples of strategies commonly considered for improving the potency of DNA 

vaccines.  

 

One type of biocompatible delivery system that can be designed to stimulate the 

immune system is based on nanoparticles. Nanoparticles are solid structures that can 

be prepared from natural or synthetic polymers in various sizes less than one micron. 

Because of their optical and magnetic capabilities [209,210], nanoparticles have 

attracted much attention, especially in the field of drug delivery research. Indeed,
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nanoparticles have the ability to deliver a wide range of small drugs, vaccines, and 

biological macromolecules to various areas of the body. Also, nanoparticles are capable 

of targeted administration to specific organs or cells for controlled drug delivery 

[211,212]. Studies have shown that nanoparticles delivered intramuscularly may act as 

an adjuvant. They stimulated increased antibody titres 6- to 10-fold in mice administered 

with inactivated avian influenza virus H5N2 compared to subjects administered the 

naked virus [213]. Intramuscular injections of nanoparticles are also known to 

significantly improve gene transfer [214]. Thus, coupling DNA plasmids to nanoparticles 

is a good strategy to enhance the immunogenicity of DNA-based vaccines. 

 

Nanoparticles come in a variety of formulations, including poly-lactic glycolic acid 

particles, silica particles, gold particles, etc. One type is superparamagnetic iron oxide 

nanoparticles (SPIONs) containing iron oxide cores, usually magnetite, Fe3O4, or 

maghemite, γ-Fe2O3. Due to their composition, SPIONs have magnetic properties that 

allow the particles to target a specific area under the influence of external magnets. This 

unique physical property can be exploited for magnetofection, a principle that is 

associated with the application of a magnetic field to cells in order to transfect them with 

nucleic acids [215]. Magnetofection has been demonstrated to significantly improve the 

transfection rate of DNA in African monkey kidney (COS-7), hepatocellular carcinoma 

(HepG2), and Madin–Darby Canine Kidney (MDCK) cells without cytotoxic side effects 

[216,217]. With the additional benefits of inexpensive manufacturing costs and safety in 

animals [218,219], SPIONs represent a practical approach to enhancing intracellular 

delivery of DNA vaccine.  
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The physiochemical characteristics of SPIONs are essential to drug delivery and 

therefore must be considered when designing a delivery system. For example, particle 

shape directly influences uptake into cells, as rod-shaped particles show the highest 

phagocytotic rates, followed by spheres, cylinders, and cubes [220]. Although they may 

not have the most efficient cell internalization, spherical SPIONs provide a uniform 

surface area for coating or complexation of therapeutic agents. Research findings of 

Huang et al. indicated that silica nanoparticles with spherical morphology accumulated 

in the liver, whereas long, rod-shaped particles localized to the spleen [221]. The 

morphology of ferric oxide nanoparticles can be affected by several factors, including 

nanoparticle exposure to chemicals and conditions of the reactions performed to 

synthesize the polymer. In particular, amine-based surfactants with bulky hydrocarbon 

chains can exert steric hinderance that ultimately affects the shape of iron oxide 

particles during their synthesis [222]. Another important characteristic of nanoparticles is 

the hydrodynamic diameter, or size. The techniques most commonly employed for 

measuring the size of SPIONs are transmission electron microscopy and dynamic light 

scattering, the latter of which is based on the dispersion of the light caused by the 

Brownian motion of the particles [223]. SPION size greatly impacts their half-life in 

circulation. For example, particles greater than 200 nm in diameter concentrate in the 

spleen or are ingested by phagocytic cells [224]. In contrast, SPIONs smaller than 10 

nm are primarily removed by renal clearance [224]. Maximizing DNA loading on 

SPIONs is important for their successful utilization in gene therapy applications. Thus, it 

is important to synthesize particles that satisfy loading capacity needs. Another 
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physiochemical property of SPIONs is zeta (ζ) potential, or the charge of the particle’s 

outermost layer of ions that originate from the dispersion medium. This parameter is 

widely used to estimate the surface charge of a particle and can be measured via 

dynamic electrophoretic scattering. Zeta potential is an important feature of particles 

because it gives an indication of particle stability in homogenous ferrofluids. Zeta 

potential also plays an important role in SPION distribution in the body, specifically 

target cell internalization of nanoparticles. When dispersed in a physiological medium, 

molecules absorbed onto SPION surfaces can influence the stability of the 

nanoparticles. Therefore, it is important to design particles that possess a zeta potential 

optimal for biological solutions. SPIONs with highly cationic or anionic zeta potentials 

(i.e., ±30 mV or greater) show dispersion stability and thus do not aggregate under 

normal storage conditions [225].  

 

Surface modifications are another important parameter affecting particle behavior 

in biological solutions. Indeed, nanoparticle surface chemistry greatly influences cell 

recognition, biodistribution and immune response [226,227]. Magnetic iron oxide 

nanoparticles lacking a surface coating have the propensity to aggregate because of the 

exposed hydrophobic surfaces with large surface area to volume ratios [159]. Therefore, 

the ideal surface modification must possess good biocompatibility, biodegradation and 

colloid stability [228]. Accordingly, selection of surface molecules for nanoparticle 

modification is important for optimal functionality in living systems. Various types of 

organic or inorganic materials provide good stability in physiological buffers and 

biocompatibility and thus can be utilized as surface molecules for nanoparticles 
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[144,229-231]. For example, carbohydrate-based surface coating (e.g., starch) is 

common for SPIONs because of its inherent affinity to iron oxide and its ability to protect 

the particles from the surrounding environment [232]. Also, SPIONs may be coated with 

starch to simulate glycoprotein-like characteristics in biological systems [232]. Low 

molecular weight polyethylene glycol (PEG) can be anchored on SPION surfaces to 

improve their viability and stability [233]. In fact, PEGylation of biocompatible drug 

delivery systems can enhance in vitro APC uptake and presentation [234,235]. SPIONs 

that are modified with hydrophilic polymers like PEG or biomaterials containing hydroxyl 

or amino functional groups, may evade in vivo phagocytosis by circulating 

macrophages, thus having better therapeutic efficacy [236]. At physiological conditions, 

nucleic acids are negatively charged because of the presence of phosphate groups 

[131]. Therefore, in order to be suitable for gene delivery, SPIONs must be modified 

with cationic polymers that mediate interactions with anionic nucleotides and plasma 

membranes. Chitosan, poly(lactic acid), dextran, dimethyldidodecyl-ammonium bromide 

and polyethylenimine (PEI) have all proven to be effective candidates for this purpose 

[237-240]. SPIONs modified with amine groups have also produced strongly cationic 

particles for DNA plasmid adsorption [241].  

 

This chapter describes the synthesis of SPIONs modified with positively charged 

amine groups or PEG, in vitro characterization of SPIONs, and evaluation of their 

potential application as a model delivery system for DNA-based contraceptive vaccines. 
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3.2  Materials and Methods 

3.2.1 Synthesis of aminated and PEGylated SPIONs 

To begin the process of synthesizing aminated SPIONs, 2 mL of starch-coated 

SPION platforms (fluidMAG-D, Chemicell, Berlin, Germany) were incubated with 3 mL 5 

N NaOH (VWR Sci., Hyclone, Logan, UT, USA) for 15 min at room temperature (RT). 

Then, 1.3 mL epichlorohydrin (VWR) was added to the SPIONs and the mixture was 

incubated for 24 h with shaking at RT in order to cross-link the starch coating on the 

nanoparticles and thus covalently strengthen particle stability. To purify SPIONs, the 

cross-linked product was then dialyzed five times over a 48-h period at RT against 

deionized water (DI H2O) using a 10 kDa float-a-lyzer G2 dialysis device (Spectrum 

Laboratories, Rancho Dominguez, CA, USA). The purified product was incubated with 2 

mL concentrated NH4OH (30% ammonia; VWR) for 24 h at 25ºC with shaking. After a 

final dialysis step, the cross-linked, aminated product was concentrated by applying the 

particles to a Dynal magnetic separator (Life Technologies, Carlsbad, CA) for 48 h at 

4ºC and then aspirating 4 mL of supernatant.  

 

Aminated-based, PEGylated SPIONs were generated using N-

Hydroxysuccinimide (NHS) chemistry. First, 3 mL of aminated SPIONs (concentration: 

322.18 mg Fe/mL) were added to a mixture of 1.35 mL dimethyl sulfoxide (DMSO; 

VWR), 1.35 mL phosphate buffer saline (PBS; pH: 8.01; Corning, Corning, NY, USA) 

and 67.5 mg 5kDa methoxyl (m)PEG-NHS (Nanocs, Boston, MA, USA). NHS-

functionalized mPEG is an amino reactive PEG derivative that can be used to modify 

surfaces with available amino groups. The mixture was incubated at RT for 4 h with 
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shaking. At the completion of the synthesis, the reaction mixture was diluted with 2 mL 

DI H2O, and then placed on a magnetic separator for 48 h at 4ºC. Finally, the 

PEGylated SPIONs were washed four times with fresh DI H2O.  

 

3.2.2 Characterization of Aminated and PEGylated SPIONs  

3.2.2.1 Measurement of iron content in aminated and PEGylated SPIONs  

A standard ferrozine assay was used to quantitatively characterize the iron 

content of aminated and PEGylated SPIONs. The assay included 0.0075, 0.02, 0.05, 

0.1, 0.15, 0.2, and 0.25 mg/mL of iron standard (Sigma-Aldrich, St. Louis, MO, USA) to 

create a standard curve for interpolating data from the SPION samples. Triplicate 

samples of aminated and PEGylated SPION stock suspensions were diluted 1:4000 

with 10 mM HCl and 200 µL were aliquoted into a Fluotrac 24-well plate (Sigma-

Aldrich). Then, 200 µL 50 mM NaOH were added to each well. Next, equal parts 4.5% 

KMnO4 and 1.4 M HCl were combined and 200 µL of the mixture were added to all 

wells. The plate was vortexed for 1 min at 650 revolutions per minute (RPM) at RT, 

sealed with aluminum foil, incubated for 2 h at 60ºC, followed by cooling the plate to RT 

for 10 min. Then, 9.95 mg ferrozine, 5.12 mg neocuproine (Thermo Scientific, Waltham, 

MA, USA), 578 mg ammonium acetate (Alfa Aesar, Ward Hill, MA, USA), 528 mg 

ascorbic acid (BDH Chemicals, Poole Dorset, UK), and 3 mL deionized water was 

mixed together and 60 µL of the ferrozine-based solution was added to each well. After 

incubating the plate for 30 min at RT, 280 µL sample from each well was transferred 

into a 96-well plate (Sigma-Aldrich) that was inserted into a SpectraMax i3 plate reader 

(GE, Fairfield, CT, USA) for measurement of fluorescence at 400/460 nm. 
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3.2.2.2 Measurement of amine content in aminated and PEGylated SPIONs 

A standard fluorescamine assay was used to quantitatively characterize the 

amine content of aminated and PEGylated SPIONs. The assay included 0.1, 0.2, 0.4, 

0.8, and 1.25 mM of ethanolamine (Alfa Aesar) to create a standard curve for 

interpolating data from the SPION samples. Triplicate samples of aminated and 

PEGylated SPION stock suspensions were diluted to 0.25 mg Fe/mL and 250 µL of 

each SPION type were aliquoted into a black, 96-well plate (Sigma-Aldrich). Then, 50 

µL fluorescamine (concentration: 3 mg/mL in dimethyl sulfoxide) were added to each 

SPION and standard well. After brief mixing, the plate was incubate for 10 min at RT. 

Samples were transferred into light-blocking, 1.5 mL Eppendorf tubes that were 

centrifuged for 24 min at 14000 RPM at RT. Finally, 200 µL of the supernatant from 

each tube was transferred into a new black, 96-well plate that was inserted into a 

SpectraMax i3 plate reader for measurement of fluorescence signals at a setting of 

400/460 nm. 

 

3.2.2.3 Size distribution and zeta potential of aminated and PEGylated SPIONs 

The intensity-weighted size (or hydrodynamic diameter) distributions and zeta 

potential of aminated and PEGylated SPIONs were measured by dynamic light 

scattering using a Malvern ZetaSizer Nano ZS90 particle-sizing instrument (Malvern, 

Worcestershire, UK). First, SPION suspensions were diluted (1 µL SPIONs in 999 µL DI 

H2O) and the 1 mL sample was applied to a DTS1070 folded capillary cell (Malvern). 

Capillary cells were placed into the particle-sizer and SPION size distribution and 

measurements were taken in triplicate under the following parameter settings: material: 
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iron oxide nanoparticles (refractive index: 2.42; absorption: 0.05); measurement: 173º 

backscatter; number of classes: 300; lower limit: 0.4; upper limit: 1000; equilibration 

time: 0 sec. Zeta potential measurements were taken in triplicate under the following 

new or changed parameter settings: equilibration time: 120 sec; minimum number or 

runs: 10; maximum number or runs: 10. 

 

3.2.2.4 Transmission electron microscopic imaging of aminated and PEGylated 

SPIONs 

A Zeiss 10A conventional transmission electron microscope (tem; Jena, 

Germany) was used to capture images of aminated and PEGylated SPIONs. In 

preparation for TEM analysis, 300 mesh, formvar-carbon copper grids (Ted Pella, 

Redding, CA) were placed onto pieces of parafilm and 7 µL diluted, aminated or 

PEGylated SPION dispersions were applied to the grids. After 15 min of ambient drying, 

SPION-loaded grids were placed into sample holder, which was then paired with the 

specimen stage. Images were captured on the electron microscope operating at an 

accelerating voltage of 200 KV and a magnification of 160K. 

 

3.2.3 DNA plasmid loading capacity of aminated and PEGylated SPIONs  

To determine the loading capacity of SPIONs with plasmid DNA, pcDNA3.1 

vector (Invitrogen, Carlsbad, CA, USA) was immobilized to the surface of SPIONs. In a 

1.5mL Eppendorf tube (Hamburg, Germany), 4 mg aminated or PEGylated SPIONs 

were incubated with 400 µg pcDNA3.1 vector (10:1 ratio). After suspensions were 

quantum satis to 400 µL with PBS, samples were mixed via rotation for 35 min at RT. 
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Then, DNA-nanoparticle preparations were subjected to magnetic separation for 6 h at 

RT. A 2 µL sample of the resulting supernatant was evaluated for the concentration of 

unadsorbed DNA determined by absorbance at 260 nm using NanoDrop 2000 

equipment (Thermo Scientific, Waltham, MA, USA). The plasmid DNA loading capacity 

of SPIONs was calculated from the depletion of DNA from the supernatant after 

adsorption and magnetic separation. 

 

3.2.4 In vitro study of DNA release from aminated and PEGylated SPIONs  

The in vitro release of DNA was estimated by incubating the aminated or 

PEGylated SPIONs with pcDNA3.1 vector (1:7 ratio) in PBS. Once the DNA loading 

capacity of SPION formulations at day 0 was determined, suspensions were incubated 

at 37ºC. At time points day 1, 3, 7, 14 and 21, and 30, SPIONs were applied to a 

magnetic separator at 37ºC for 6 h. After magnetic separation at each time point, a 2 µL 

sample of the resulting supernatant was evaluated for the concentration of unadsorbed 

DNA.  The amount of DNA that remained absorbed to SPIONs was calculated from the 

depletion of DNA from the supernatant after adsorption and magnetic separation. 

 

3.2.5 Viability of human embryonic kidney (HEK)293 cells exposed to aminated or 

PEGylated SPIONs  

 The effects of aminated and PEGylated SPIONs on HEK 293 cell viability were 

explored using an MTT [3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium 

bromide] colorimetric assay. First, HEK293T cells (CRL-11268, ATCC) were cultured for 

48 h at 37ºC in 15 mL Dulbecco's modified eagle medium (DMEM; Corning) with 10% 
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fetal bovine serum (FBS; VWR) and 1% penicillin-streptomycin (P/S; Mediatech, Inc., 

Manassas, VA, USA) in 75 cm2 flasks (Corning). Once 80% confluency was reached, 

media was aspirated and cells were washed with 13 mL Hank's Balanced Salt Solution 

(HBSS; Corning) for 5 min at RT. HBSS was aspirated and the cells were incubated 

with 0.25% trypsin (Corning) for 15 min at 37ºC. Trypsinized cells were neutralized with 

10% FBS, collected, and centrifuged at 300 g for 10 min at RT. Supernatant was 

aspirated, the cell pellet was suspended in 1 mL DMEM media. Ten microliters of cell 

suspension was added to 90 µL trypan blue (Sigma-Aldrich) and cells were counted 

using a hemocytometer. 

 

 HEK293 cells (5X103) were seeded into a clear, 96-well plate (Corning) with 100 

µL DMEM supplemented with 1% P/S. Twenty-four hours later, media was replenished 

and cells were incubated with 0, 2.5, or 4 mg aminated or PEGylated SPIONs for 60 h 

at 37ºC. HEK293 cells exposed to apoptotic agent staurosporine (10% v/v) were also 

included in the assay as a positive control. Next, cells were incubated with 20 µL MTT 

(5 mg/mL, VWR) for 6 h at 37ºC. Then the MTT treatment was aspirated and cells were 

incubated with 150 µL DMSO for 30 min at RT with shaking. Finally, absorbance was 

measured at 550nm using a Biotek plate reader and cell viability percentage was 

calculated. Untreated cells served as 100% cell viability. 

 

3.2.6 Statistical analysis 

Data are presented as the mean ± standard error of the mean. Zeta potential, 

hydrodynamic diameter, DNA concentration measurements, and MTT assay 
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absorbance measurements were performed in triplicate. MTT assay data were analyzed 

by one-way analysis of variance followed by Tukey test for multiple group comparisons 

(SPSS, Inc.). Differences of P ≤ 0.05 were considered significant. 

 

3.3  Results 

Starch-coated, magnetic nanoparticles were cross-linked and then modified with 

cationic amine groups for surface tethering of DNA. Using a ferrozine assay, the iron 

content of the amino-modified particles was measured as 322.17 ± 11.65 mg Fe/mL 

(Table 3.1). An ethanolamine assay measured the amine concentration as 0.098 ± 

0.0003 mM (Table 3.1). Dynamic light scattering technology determined that the 

average hydrodynamic diameter of aminated SPIONs was 178.27 ± 2.91 nm (Table 3.1, 

Fig. 3.1A). The mean zeta potential of these SPIONs was measured as 28.30 ± 1.71 

mV (Table 3.1, Fig. 3.1B). TEM images revealed that the aminated SPION magnetite 

cores have spherical morphology and the core-shell nanostructures typically contained 

approximately twenty Fe3O4 particles encapsulated within the starch shell (Fig. 3.1C). 

Also, minor aggregation and colloidal instability was observed for aminated SPIONs. 

Incubation of aminated SPIONs with DNA plasmid increased the average hydrodynamic 

diameter to 203.0 ± 2.53 nm (Table 3.1, Fig. 3.2A). The augmented particle size and the 

drastic shift in average zeta potential from a cationic value to a strongly anionic value of 

-45.40 ± 1.96 mV both indicate successful DNA absorption on the particles (Table 3.1, 

Fig. 3.2B). The DNA loading capacity for the aminated SPIONs was measured as 50.77 

± 0.15 µg per mg of SPIONs (Table 3.1). Micrographs indicated that post DNA vector 

adsorption and magnetic separation treatments, particle morphology was preserved but 



98 

 

particle aggregation was exacerbated into irreversible agglomeration and thus colloidal 

instability was observed (Fig. 3.2C).  

 

NHS chemistry was performed to synthesize 5 kDa PEGylated SPIONs from 

aminated particle precursors. The iron concentration of the PEGylated nanoparticles 

was measured as 148.46 ± 9.27 mg Fe/mL and the amine content was determined as 

0.092 ± 0.0002 mM (Table 3.1). PEGylation of the aminated SPIONs resulted in slightly 

larger particles with a lower positive charge, as the hydrodynamic diameter and zeta 

potential averaged 185.0 ± 0.54 nm and 19.7 ± 2.08 mV, respectively (Table 3.1; Fig. 

3.3A, 3.3B). Transmission electron micrographs indicated that PEGylated SPIONs 

magnetite cores have spherical morphology (Fig. 3.3C). In addition, observations of 

nanoparticles in suspension and consistent hydrodynamic diameter over a 30-day 

period indicated colloidal stability. PEGylated SPION hydrodynamic diameter increased 

to 212.6 ± 0.17 nm after incubation with plasmid DNA (Table 1, Fig. 3.4A). In addition, 

the average zeta potential of these DNA-treated particles dramatically decreased to       

-46.0 ± 1.52 mV (Table 1, Fig. 3.4B). The DNA loading capacity of the PEGylated 

SPION preparation was determined as 43.99 ± 0.28 µg per mg of SPIONs (Table 3.1). 

Surface tethering of DNA had no impact on magnetite core morphology (Fig. 3.4C), 

particle size, or colloidal stability.  

 

Cumulative in vitro release rates of plasmid DNA from PEGylated and aminated 

SPIONs were measured at various time points over a 30-day period (Fig. 3.5). Studies 

of aminated particles indicated that approximately 1.7% of DNA was released by day 1. 
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There was less than a 1% increase in released DNA over the following 29 days, 

resulting in only 2.6 ± 0.03 % of DNA released from the aminated particles over the 30-

day period. In contrast, approximately 15.5% of DNA was released from PEGylated 

SPIONs by day 1. There was only a 1% increase in released DNA by day 3 compared 

to day 1. The amount of plasmid DNA release between day 3 and 14 was no more than 

0.05%. However, an additional 3% of DNA was released from PEGylated SPIONs by 

day 21. From day 21 through 30, 5% of additional DNA was release from the particle 

surfaces. Overall, 24.2 ± 0.73 % of plasmid DNA was released from PEGylated SPIONs 

within a 30-day period.  

 

It was important to assess the cytotoxic capabilities of the synthesized SPIONs, 

as iron accumulation in cells can lead to iron toxicity. The effects of aminated or 

PEGylated SPION exposure to HEK293 cell survival was determined by MTT assay 

(Fig. 3.6). Percentages of viable cells incubated with 2.5 mg/mL, 10 mg/mL, or 40 

mg/mL PEGylated SPIONs were similar to untreated cells (P > 0.05). The same 

outcome was observed for HEK293 cells treated with the same concentrations of 

aminated SPIONs (P > 0.05). Cells treated with cytotoxic agent staurosporine were 

used as a positive control. 

 

3.4  Discussion 

The ideal delivery vehicle for DNA-based vaccines would possess biocompatible 

and biodegradable properties, the capability for controlled delivery of DNA for 

accumulation in specific tissues or cells, and adjuvant-like effects to enhance and 



100 

 

prolong antigen-specific immune responses [242]. Nanoparticles have these 

characteristics and, therefore, are being widely explored as carriers of plasmid DNA. In 

particular, SPIONs have drawn considerable attention in nuclei acid biotherapeutic 

delivery research because their unique magnetic properties are suitable for substrate-

mediated cellular internalization of immobilized DNA.  

 

Here, SPIONs were characterized for their potential as nanocarriers of pcDNA3.1 

vector, the platform for immunocontraceptives described in the previous chapter of this 

work. The hydroxyl functional groups from the starch coating on the SPION platforms 

provide for additional modifications and have been demonstrated to be useful for drug 

targeting [243-245]. Positively-charged amine groups were conjugated to cross-linked 

SPIONs for binding of DNA. It was important to assess the physiochemical properties of 

the aminated SPIONs, as they are essential to nanoparticle interaction with biological 

systems and thus influence DNA delivery outcomes. Aminated SPIONs were 

characterized as having an average zeta potential of ~ +28 mV, a value close to that of 

strongly cationic nanoparticles (i.e., zeta potential > +30 mV) [246]. The mean 

hydrodynamic diameter of the aminated SPIONs (~ 178 nm) was on the lower end of 

typical nanoparticle size spectrum (50 nm-700 nm) but suitable for DNA immobilization, 

deep penetration into tissues, and efficient uptake by cells [247]. Successful DNA 

loading of the aminated SPIONs was confirmed by a drastic shift to a strongly anionic 

zeta potential of -45 mV and increased particle size to 203 nm. Anionic particles are a 

favorable characteristic for APC uptake, as SPIONs with high surface charge (positive 

or negative) are more likely phagocytosed than neutrally-charged SPIONs [225]. It is 
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known that positively-charged scavenger receptors on macrophages recognize 

negatively-charged particles [248]. Thus, anionic and spherical particles can potentially 

bind to available cationic sites on macrophage surfaces [248]. The loading capacity of 

amino-modified SPIONs for DNA plasmid was measured as 50.81 µg mg-1. Reports of 

adsorption capacities for polymers vary greatly and include 6.04 µg per mg 25 kDa PEI-

conjugated poly(lactic-co-glycolic acid) microparticles [249], and 89 µg per mg amino-

modified, silica-coated magnetic nanoparticles [250]. DNA immunization of companion 

animals usually does not exceed microgram dosage, as vaccine research studies 

commonly vaccinate cats and dogs with 400 µg DNA total [51,251]. The reason for the 

high dosage of DNA is most likely due to estimations that less than 0.01% of plasmid 

injected into muscle is taken up by and expressed in muscle cells [252-254]. This is due 

to the fact that the majority of injected “naked” plasmid is degraded by extracellular 

nucleases and/or removed from muscle via the lymphatic system and thus only 

nanograms of DNA is intracellularly delivered [255]. Because cationic polymers can 

facilitate plasmid DNA uptake and transfection in vitro and in vivo, the synthesized 

aminated SPIONs are expected to deliver micrograms of DNA to target cells [256].  

 

Nanoparticles having high positive or negative zeta potential show consistent 

dispersion stability in suspension [257]. This was the case for pre- and post-DNA-

loaded aminated SPIONs. However, the colloidal stability of the aminated SPIONs was 

poor when the particles were suspended in PBS and subjected to magnetic separation. 

Particle aggregates or agglomerates formed followed by irreversible sedimentation as a 

result of these treatments. Further, TEM images confirmed that aminated SPIONs are 
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inclined to cluster post-magnet treatments and suspension in PBS. On a molecular 

level, aggregates result from the formation of strong bonds between nanoparticles [258]. 

Aggregates differ from agglomerates in that the latter are loose bonds between 

individual nanoparticles or aggregates acting under weak forces such as van der Waals 

forces [258]. Further, aggregates and agglomerates occur in suspensions when the van 

der Waals attractive forces between particles are larger than the electrostatic repulsive 

forces [258]. Most nanoparticles tend to aggregate in biological solutions such as blood, 

saliva, and cell culture media, thus increasing their overall size [258]. In particular, 

amine groups, whether as lone functional groups or as part of amino acids, have been 

shown to cause particle aggregation [259-261]. Nanoparticles that aggregate prior to 

binding to the membranes of APCs have endocytotic patterns that differ from those of 

individual nanoparticles [258,262,263]. Indeed, aminated SPIONs with a hydrodynamic 

diameter significantly greater than the size of dendritic cells and macrophages make 

phagocytosis impossible. Furthermore, the surface chemistry of nanoparticles dictates 

their behavior in biological media, as biomolecules dynamically attach and detach to the 

nanoparticle surface [258]. In particular, sodium chloride (NaCl), a common component 

of cell culture media and PBS solutions, can stabilize electrostatic forces on 

nanoparticle surfaces, causing van der Waals forces to drive the formation of 

agglomerates or aggregates [258]. Thus, in the current study, the aggregation of 

aminated particles in PBS suspension may be due to interactions with NaCl.  

 

Molecular interactions between the vector and the polymer determine vector 

binding or release from delivery vehicles [250]. Specifically, negatively-charged nucleic 
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acids interact with polymeric biomaterials through nonspecific mechanisms, including 

hydrophobic, electrostatic, and van der Waals interactions [250]. In this study, 

aggregation patterns were exacerbated after DNA loading. This was an unexpected 

observation, as DNA has been shown to reduce ionic strength, thereby stabilizing 

particles and preventing them from aggregation or agglomeration in the biological 

solutions [258]. With a macromolecule like DNA, there is the potential for a single 

molecule to bind to the surface of more than one particle and thus promote 

agglomeration. Adjusting DNA concentrations can counter this undesired effect. In this 

work, studies of cumulative in vitro release rate of plasmid DNA from aminated SPIONs 

determined that approximately 2.6% of DNA was released over a 30-day period. This 

low DNA release rate is very likely a consequence of the aminated SPION aggregates 

that potentially trapped DNA inside the complexes and, thus, interfered with its release. 

The aggregation properties and extremely low DNA release rate of aminated SPIONs 

are undesirable for vaccine applications. Indeed, a DNA-based immunocontraceptive 

coupled to a SPION delivery system should have a higher DNA release rate than ~3% 

per month in order to have an immediate effect on reproductive capabilities of an 

animal. Thus, it was important to synthesize alternative particles that have better 

colloidal stability and DNA delivery properties. 

 

Aminated SPIONs were modified with 5 kDa PEG to mask some of the surface 

charge, improve particle stability, and possibly enhance the plasmid DNA release rate. 

Although PEGylated SPIONs were characterized as having a less cationic zeta potential 

(~ +20 mV) and a slightly larger hydrodynamic diameter (~ 178 nm) than aminated 
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particles, these properties are suitable for immobilization of negatively-charged DNA. In 

the absence of any treatment, PEGylated SPIONs maintained good dispersion and 

colloidal stability in PBS suspension. Although PEGylated particles form aggregates 

after subjected to an external magnetic field, the aggregates were reversible after gentle 

vortexing or trituration. This outcome was expected, as pre-coating of nanoparticle 

surfaces with stabilizing molecules such as PEG or albumin has been utilized to 

increase steric stabilization and thus prevent nanoparticles from aggregation in 

biological solutions [241,258].  

 

DNA length, salt concentration, particle size, surface modification, and charge 

density play crucial roles in the complexation of DNA to positively charged nanoparticles 

[264]. In addition, DNA spatial conformation is influential to its adsorption to 

nanoparticles [264]. In aqueous solutions, DNA molecules conform to an elongated coil 

due to the strong repulsion between negatively charged phosphate groups [250]. The 

length of the commonly used vector DNA (e.g., plasmid) and genomic DNA is at least 

several hundred nanometers long, while the diameters of nanoparticles are generally 

much smaller than 300nm. Consequently, combining plasmid DNA with magnetic 

nanoparticles results in DNA molecules wrapping around the particle, thus occupying 

most of the surface binding sites on a single nanoparticle or stretching out to associate 

with several nanoparticles. As a result, there is a limited number of DNA molecules that 

can be absorbed on each nanoparticle. It is important to note that regardless of 

mechanism, there is always a limit to a particle’s loading capacity that is determined by 

surface area. Further, PEGylation of nanoparticle surfaces would reduce the loading 
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capacity, since PEG requires some space as well. PEGylation, however, may improve 

other properties. It is important to maximize particle surface especially for transfection 

applications, where DNA loading capacity is directly related to therapeutic outcomes. 

Also, it is critical to consider techniques, such as particle PEGylation, for enhancing 

DNA loading capacity during complexation on positively charged SPIONs. Similar to 

aminated particles, successful DNA loading of PEGylated SPIONs was confirmed by a 

drastic shift to a strongly anionic zeta potential (~ -45 mV) and increased particle size (~ 

212 nm). The DNA loading capacity of PEGylated particles was determined as 43.99 µg 

mg-1, an absorption value lower than that of amino-modified SPIONs. This was 

expected for particles with a lower positive charge. Studies have shown that the DNA 

absorption capacity of amino-modified magnetic nanoparticles can be greatly improved 

if DNA is pre-treated with condensing agents, such as PEG, prior to incubation with 

particles. This pre-treatment causes the conformation of DNA molecules to transition 

from an elongated coil state to a highly dense and compact state with a globular shape 

[265,266]. Thus, the anionic phosphate groups that comprise DNA are considerably 

shielded, making fewer sites available for cationic nanoparticle binding. Further, this 

eliminates DNA coiling around the nanoparticle surface. Instead, only a small portion of 

each DNA globule has electrostatic interactions with the SPIONs; this allows several 

DNA globules to potentially be adsorbed, thus enhancing overall DNA loading capacity 

for particles. One study taking advantage of the physiochemical properties of PEG-

treated DNA demonstrated that the loading levels of amino-modified, silica-coated 

magnetic nanoparticles with condensed DNA four times greater than that of elongated, 

coiled DNA, with final loading capacity of 385 µg mg-1 [250]. Application of this 
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technique may improve the DNA absorption of SPION platforms and DNA release 

profile while preserving particle colloidal stability observed with PEGylated SPIONs.  

 

Release rate studies showed that within a 30-day period, 24.2% of immobilized 

DNA complexes was released from PEGylated SPIONs surfaces, with 15.5% of DNA 

released by day one. Studies by Segura’s group had similar outcomes, as 25% of 

plasmid DNA were released over an eight-day period, with approximately 15% released 

within the first 24 h [267,268]. The capability of the PEGylated particles to revert back to 

homogenous suspensions most likely played a role in the higher plasmid DNA release 

rate from PEGylated SPIONs compared to aminated particles. It is important to 

emphasize that approximately a quarter of loaded plasmid DNA was released from the 

PEGylated SPIONs. Having most of the DNA continue to be bound to the nanoparticles 

may be a beneficial characteristic for vaccine delivery systems. First, efficient uptake of 

SPIONs by DCs facilitates increased transfection of these cells with plasmid DNA. 

Second, the release of the remaining plasmid DNA from the PEGylated SPIONs at a 

later time may have a booster effect, thereby making a multiple vaccination schedule 

unnecessary. This is valuable for vaccinating feral animals that allow very few 

opportunities to be captured and treated. Also, a DNA vaccine delivery system with a 

built-in, 2-in-1 boostering capabilities is useful for animals in shelters with restrictive 

financial budgets.  
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3.5 Conclusion 

In essence, aminated SPIONs and PEGylated SPIONs were synthesized, loaded 

with plasmid DNA, and evaluated for their potential use as delivery systems for DNA-

based vaccines. Characterization of both SPIONs suggests that PEGylated SPIONs are 

preferred candidates for plasmid DNA delivery. Thus, studies evaluating the 

contraceptive potentials of DNA-based contraceptive vaccines loaded onto PEGylated 

SPIONs for in vivo delivery were warranted.  
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Figure 3.1: Characterization of aminated SPIONs. Hydrodynamic diameter and zeta potential 

measurements (mean ± SEM) were taken in triplicate from very dilute SPION suspensions in 
deionized water. SPION size averaged 178.27 ± 2.91 nm (A) and the mean zeta potential was 
measured as 28.30 ± 1.71 mV (B). Transmission electron micrographs indicated SPION 
morphology in PBS suspension (C, magnification: 160K).  
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Figure 3.2: Characterization of aminated SPIONs loaded with plasmid DNA. Hydrodynamic 

diameter and zeta potential measurements (mean ± SEM) were taken in triplicate from very 
dilute SPION suspensions in deionized water. DNA-loaded, aminated SPION size averaged 
203.3 ± 2.53 nm (A) and particle charge was measured as -45.40 ± 1.96 mV (B). Transmission 
electron micrographs indicated DNA-SPION morphology in a PBS suspension (C, magnification: 
160K).  
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Figure 3.3: Characterization of PEGylated SPIONs. Hydrodynamic diameter and zeta potential 

measurements (mean ± SEM) were taken in triplicate from very dilute SPION suspensions in 
deionized water. SPION size averaged 185.0 ± 0.54 nm (A) and particle charge was measured 
as 19.70 ± 2.08 mV (B). Transmission electron micrographs indicated SPION morphology in 
PBS suspension (C, magnification: 160K).  
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Figure 3.4: Characterization of PEGylated SPIONs loaded with plasmid DNA. Hydrodynamic 

diameter and zeta potential measurements (mean ± SEM) were taken in triplicate from very 
dilute SPION suspensions in deionized water. DNA-loaded, PEGylated SPION size averaged 
212.6 ± 0.17 nm (A) and particle charge was measured as -46.0 ± 1.42 mV (B). Transmission 
electron micrographs indicated SPION morphology in PBS suspension (C, magnification: 160K). 
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Figure 3.5: Cumulative in vitro release rate of plasmid DNA from aminated and PEGylated 
SPIONs. SPIONs were loaded with DNA and suspensions were incubated at 37ºC. At different 
time points, SPIONs were applied to a magnetic separator and the resulting supernatant was 
evaluated for DNA content. Over a 30-day period, 2.6% plasmid DNA was released from 
aminated SPIONs and 24.2% plasmid DNA was released from PEGylated SPIONs.  
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Figure 3.6: Effects of aminated and PEGylated SPION exposure on HEK293 cell survival. Cell 

viability was determined by MTT assay after incubation with each type of SPION at different iron 
concentrations for 60 hours. Data are expressed as means ± standard error mean. Untreated 
HEK cells were considered to have a cell viability of 100 %. * indicates a statistical difference 
(P < 0.05) compared to untreated HEK cells within the aminated or PEGylated SPION group.  
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 CHAPTER 4 
 

IN VIVO CHARACTERIZATION OF DNA-BASED VACCINES DIRECTED AGAINST 

GONADOTROPIN-RELEASING HORMONE RECEPTOR IN MICE 

 

4.1 Introduction 

DNA vaccines can be delivered to various tissues by different methods, with 

intramuscular (IM) injection as the most conventional route of administration. Following 

immunization by this method with a needle and syringe, the DNA is either directly taken 

up by cells in the skeletal muscle, or enters blood or lymph circulation to the draining 

lymph nodes or spleen where APCs are transfected, resulting in immune system 

activation. IM vaccination has some limitations as a route for in vivo gene delivery. First, 

large amounts of DNA (e.g., 300-400 µg DNA) are typically needed to induce an 

immune response due to inefficient uptake of DNA by non-professional antigen-

presenting muscle cells [51,251]. Further, directly transfected myocytes lack the co-

stimulatory molecules required by professional APCs for T cell activation [269-272]. 

Also, a low number of professional APCs reside in muscle tissue, although they may be 

recruited to muscle in response to the local inflammation associated with the needle 

injection [273-275]. An additional drawback to nucleic acid-based immunization via IM 

injections is the lack of widespread distribution of DNA within the inoculated tissue 

[276]. Thus, strategies for optimizing gene transfection by IM injection are of great 

necessity. 
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Over the last few decades, magnetic nanoparticles have been collectively 

implemented as a physical gene delivery technology to optimize delivery of DNA vectors 

[277-279]. Nanoparticles with magnetic cores are loaded with DNA and then coupled 

with a magnetic field gradient to induce magnetic force-assisted transfection of target 

tissues [280]. This phenomenon, known as magnetofection, can provide accelerated 

vector accumulation at target sites. Internalization of genetic material via 

magnetofection normally occurs through endocytotic processes and is dependent on 

cell type [281,282]. Typical components of a functional magnetic nanoparticle suitable 

for magnetofection and biomedical application includes the magnetic core, protective 

coating, organic linker, and the active molecule to be delivered to target sites. While the 

electromagnetic properties of metallic nanoparticles make them attractive candidates as 

gene delivery systems, iron oxide nanoparticles are more fitting for biomedical 

applications since magnetite cores are superparamagnetic and can be metabolized by 

living biological systems [281,282]. Cathryn Mah and colleagues were among the first 

research groups to demonstrate targeted delivery of DNA using magnetic particles. In 

their groundbreaking study, conjugation of adeno-associated virus, encoded with green 

fluorescent protein, to the surface of magnetic particles resulted in increased 

transduction efficiency in vivo following IM injection of 129/svJ mice [283]. While 

magnetofection has demonstrated successful substrate-mediated delivery of DNA, there 

are limitations to implementing this gene delivery technology. First, combining all major 

components of a functional magnetic particle into a nanometer-scale space is a 

challenge and requires special attention to particle design and synthesis in order to 

avoid one component deactivating the function of another. Therefore, conditions 
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required for nanoparticle preparation (e.g., pH) must be carefully controlled to achieve 

desired outcomes such as consistent particle size. Also, it is important for magnetic 

particles to maintain colloidal stability during magnetofection, as the size of transfection 

agents dramatically influences their endocytotic and phagocytotic rates and the 

magnetic force of attraction, crucial factors contributing to enhancement of gene 

transfections [284,285]. Another drawback to magnetofection is providing adequate 

magnetic field strength for achieving particle penetration and subsequent gene delivery 

to target sites deep within the subject. Finally, the cost of anesthesia must be 

considered because in vivo magnetofection requires immobilization of the subject in 

order to carry out the recommended minimum external magnetic field application time of 

30 minutes. Nevertheless, the application of magnetic nanoparticles as a physical 

delivery system for DNA is worthy of consideration for enhancing transfection efficiency 

of nucleic acid-based vaccines.  

 

The skin contains high concentrations of professional APCs, and is thus a site 

capable of inducing potent immune responses [286]. The skin is comprised of many 

layers and each layer contains a subset of resident and transient immune cells. First, 

the epidermis is the outermost layer (0.05–0.2 mm thick) and primarily composed of 

epithelial cells in addition to melanocytes, Langerhans cells, and Merkel cells [286]. 

Beneath the epidermis is the dermis, a thicker layer (1.5–3 mm) mainly consisting of a 

collagen fiber network. Cells of the innate and adaptive system, including macrophages, 

mast cells, Langerhans cells, and dermal dendritic cells (DCs), reside in or circulate 

through the dermis [286]. APCs in the skin process incoming antigens, and in turn 
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activate the immune system or immune tolerance to self-antigens [287]. Thus, gene 

delivery to the epidermis or dermis may result in greater immunological responses 

compared to other anatomical sites such as muscle [287-289]. Also, because of the 

higher population of professional APCs (e.g., DCs and macrophages), delivery of a 

smaller quantity of vaccine antigen to the skin could also stimulate a robust immune 

response. Indeed, such mechanisms could prove to be beneficial for improving immune 

responses in hard-to-treat groups (e.g., cats) or lowering the cost of vaccine antigens.  

Common dermal immunization methods include gene gun technology, electroporation, 

and intradermal injections.  

 

Beginning with gene gun vaccination, also known as particle-mediated, ballistic 

or biolistic immunization, the technique uses compressed helium to propel plasmid 

DNA-coated, gold microparticles through the stratum corneum, where the particles 

lodge in the epidermal and dermal layers of the skin [290]. The gold particles permeate 

plasma membranes and subsequently transfect a variety of cells, including Langerhans 

cells in the stratum spinosum that is below the stratum corneum [290], dermal DCs, 

keratinocytes in the dermis, follicular epithelium [291,292], and, to a lesser extent, 

dermal macrophages [293]. Minor necrosis and mild tissue damage caused by the gold 

particles may be interpreted as maturation and stimulation signals for dermal DCs and 

Langerhans cells, the latter of which migrates through the skin and drains into the lymph 

nodes [293]. Advantages of gene gun immunization include targeting of a variety of 

immune cells, use of smaller quantities of DNA (1-5 µg DNA per shot) with 10-100-fold 

more expression of the DNA-encoded protein than IM vaccinations [294-296], and 
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upregulation of APC activation by gold beads alone [297]. A major disadvantage to 

ballistic vaccination is expenses for the gene gun apparatus itself and gold particles, 

both of which may be cost prohibitive for worldwide immunocontraceptive vaccination 

programs in underdeveloped countries. Another limitation is the high frequency of 

inoculation required to elicit immune responses. This is especially unfavorable for 

application in feral animal populations that that provide rare opportunity for capture. 

Lastly, conflicting data indicates that gene gun technology may predominantly induce a 

Th2 response [298]. In the case of eliciting an immune response against self-antigens, a 

strong Th1 response that perpetuates autoimmune responses is desired over a Th2 

response.  

 

Since the early 1980s, electroporation has been used as a molecular research 

tool for in vitro cell transfection [299,300]. Briefly, electroporation involves the 

application of short, controlled electric pulses to target tissues. This method of gene 

delivery has been shown to significantly improve the transfection rate of skin cells. Also, 

the applied electric field increases cell membrane permeability by forming transient, 

aqueous pathways that allow DNA molecules to enter the cell without losing its integrity 

[299]. Thus, DNA enters cells directly as an alternative to the less effective route of 

endocytosis. The benefits of DNA vaccination via electroporation is demonstrated by the 

observed 2-3-fold increase in protein expression in muscle [301,302] and robust 

stimulation of immune responses [301]. In another study, compared to naked DNA 

injection, skin electroporation increased protein expression by 83 orders of magnitude 

along with increased antibody and Th1 responses [303]. However, there are some 
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drawbacks to this technique for dermal immunization. First, electroporation has been 

shown to augment DNA expression in skin and muscle cells, but no enhancement of 

professional APC transfection [303]. Another disadvantage of electroporation is poor 

DNA stability. Fortunately, this is easily remedied by using DNase inhibitors that 

increase transfection and expression of the gene of interest [303]. Also, compared to 

gene gun application, a large quantity of DNA per immunization is required for adequate 

protein expression. Lastly, electroporation is potentially painful, an undesirable side 

effect for the recipient.  

 

Compared to gene delivery via gene gun technology and electroporation, 

intradermal (ID) needle injections simply place DNA at the edge of the dermis and in 

contact with keratinocytes and professional APCs [304]. This technique circumvents the 

stratum corneum by injecting the DNA into the dermis and, to a lesser extent, into the 

epidermis. The needle injection may puncture and therefore directly transfect only a few 

cells. Alternatively, endocytosis is the main mechanism of cell transfection via ID 

injection. Similar to IM injections, a major advantage to utilizing this technique for 

dermal immunization is the inexpensive materials needed for ID needle injections. Also, 

compared to IM immunization, gene delivery to the dermis makes DNA accessible to 

Langerhans cells and thus less DNA is required for inoculation [297]. However, one 

disadvantage to ID vaccination is lower efficiency of cell transfection when compared to 

gene gun and electroporation techniques. Also, ID injections tend to limit exposure of 

DNA to the area immediately surrounding the injection site and possible negligence of 

nearby lymphatic or circulation systems. To offset this, gene delivery to the dermal layer 
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of the ear pinna, a targeted site with a high population of professional APCs (specifically 

DCs) and nearby major superficial cervical draining lymph nodes, will induce immune 

responses to DNA vaccination. The effectiveness of ID injections via the ear pinna has 

been demonstrated in cats [305] and dogs [306,307]. Furthermore, Forg et al. has 

shown superiority of the ear pinna over muscle tissue as a site for DNA immunization 

[308].  

 

In the current study, CD-1 mice were vaccinated once with DNA encoding feline 

GnRHR alone (fGnRHR) or the receptor fused to ubiquitin (Ub-fGnRHR). The following 

methods were used for gene delivery: IM immunization, IM immunization via 

magnetofection, and ID immunization. Objectives were to evaluate the effects of DNA 

immunization against GnRHR and the administration method on immune response 

induction and reproductive parameters at 4, 8, and 12 weeks after vaccination. 

 

4.2  Materials and Methods 

4.2.1 Housing 

All animal procedures were performed according to a protocol approved by the 

Institutional Animal Care and Use Committee of Auburn University.  Six-week old, 

outbred CD-1 male mice, purchased from Charles River Laboratories (Willington, MA, 

USA) and weighing approximately 25-30 g, were allowed three days to acclimate in the 

housing facility of the Department of Laboratory Animal Health, College of Veterinary 

Medicine at Auburn University. Mice were housed two per cage in a standard plastic 

cages (length, 0.47 m; width, 0.25 m; height, 0.22 m) containing wood chip bedding 
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(Lab Products, Rockville, MD, USA) and plastic water bottles. Animals were housed 

under constant controlled lighting (12-hour light: 12-hour dark) and temperature (20-

23°C) with free access to pelleted food (Prolab RMH 1000, St. Louis, MO, USA) and 

water. 

 

4.2.2 Preparation of plasmid DNA  

Chapter 1 describes the construction of DNA-based vaccines encoding fGnRHR 

or Ub-fGnRHR and the electroporation of plasmids into Escherichia coli (E. coli) cells. In 

preparation for mass production of plasmid DNA, E.coli clones with the correct 

molecular weight of the gene inserts were propagated for 12-15 h in 20 mL Luria Bertani 

(LB) broth supplemented with 0.1% ampicillin (Amresco, Solon, OH, USA) with shaking 

at 200 rpm at 37ºC. Then, 1 mL of cultured broth was added to 1 L LB broth 

supplemented with 0.1% ampicillin and propagated for 12-15 h with shaking at 200 rpm 

at 37ºC. Then, plasmid DNA was isolated using a QIAfilter Plasmid Purification Maxi Kit 

(Qiagen, Germantown, MD, USA). To harvest E. coli cells, cultures were transferred to 

250 mL Oakridge tubes and centrifuged at 6000 g for 15 min at 4ºC. After discarding the 

supernatant, cell pellets were re-suspended in 60 mL ice-cold buffer P1. To lyse cells, 

60 mL buffer P2 was added to the suspension that was mixed and incubated for 5 min 

at RT. Then, 60 mL ice-cold buffer P3 was added to lysate to precipitate non-plasmid 

DNA cellular components (e.g., genomic DNA, proteins, cell debris). The lysate was 

gently mixed and transferred to a QIAfilter cartridge barrel that was attached to a 45 

mm-neck, 500mL glass bottle connected it to a vacuum source. After a 10-minute 

incubation period at RT, the lysate was filtered through the QIAfilter cartridge barrel to 
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bind DNA. The vacuum was switched off and 50 mL Buffer FWB2 was added to the 

barrel. The precipitate was gently stirred and the vacuum source was switched on until 

the liquid was pulled through completely. Next, 35mL Buffer QBT was added to a 

QIAGEN-tip 2500 and then, once column was empty, 100mL filtered lysate was applied 

to the previously equilibrated QIAGEN-tip 2500. Then, the column was washed with 100 

mL buffer QC twice. To elute DNA, 35 mL QF was added to the column and the 

flowthrough was collected into two Nalgene tubes. DNA was precipitated in each tube 

by adding 12.25 mL RT isopropanol, vigorously shaking each tube, and then 

immediately subjecting samples to centrifugation at 15000 g for 30 min at 4ºC. 

Supernatant was discarded, the pellet was washed with 5 mL RT 70% ethanol, and then 

centrifuged at 15000 g for 10 min at 4ºC. After discarding the supernatant, the pellet 

was air-dried for 20 min. The DNA pellet was re-dissolved with 600 µL RNA/DNA-free 

water, incubated on ice for 10 min, and centrifuged at 6000 g for 3 min at 4ºC. DNA 

concentration was determined and plasmid isolates were stored at -20ºC until use. 

 

4.2.3 Endotoxin removal from plasmid DNA 

All plasmids were purified by EndoFree Plasmid Mega Kit (Qiagen) that provides 

anion-exchange-based, endotoxin-free plasmid DNA purification. First, 46 mL 3-(N-

morpholino)propanesulfonic acid (MOPS) buffer and 4.8 mL ER buffer were added to 2 

mL plasmid DNA samples. After the DNA solution was mixed ten times and incubated 

on ice for 30 min, the DNA solution was applied to a QIAGEN-tip 2500 column that was 

previously equilibrated with 35 mL QBT buffer. Then, the column was washed with 100 

mL buffer QC twice. To elute DNA, 35 mL QN was added to the column and the 
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flowthrough was collected into two Nalgene tubes. DNA was precipitated in each tube 

by adding 12.25 mL RT isopropanol, vigorously shaking each tube, and then 

immediately subjecting samples to centrifugation at 15000 g for 30 min at 4ºC. 

Supernatant was discarded, the pellet was washed with 5 mL RT 70% ethanol, and then 

centrifuged at 15000 g for 10 min at 4ºC. After discarding the supernatant, the pellet 

was air-dried for 20 min. The DNA pellet was re-dissolved with 600 µL RNA/DNA-free 

water, incubated on ice for 10 min, and centrifuged at 6000 g for 3 min at 4ºC. DNA 

concentration was determined and plasmid isolates were stored at -20ºC until use. 

 

4.2.4 Preparation of vaccination formulations 

4.2.4.1 DNA vaccines 

Each plasmid DNA construct stock solution was diluted with phosphate buffered 

saline (PBS) to a concentration of 1 mg/mL. Then, 50-µL aliquots were made using U-

100 insulin syringes (Becton Dickinson, Franklin Lakes, NJ, USA) with 28 or 30 gauge 

(G) X 1/2” needles (Covidien, Mansfield, MA, USA). 

 

4.2.4.2 Preparation of PEGylated SPIONs as DNA delivery systems 

Nanoparticles were spread onto agar plates and observed for 48 h to confirm 

sterility. The plasmid DNA loading capacity of PEGylated SPIONs was determined as 

43.99 µg mg-1, as in Chapter 2. Therefore, to immobilize plasmid DNA onto nanoparticle 

surfaces, 10 mg PEGylated SPIONs were mixed with 1 mg DNA vaccine constructs in a 

1.5mL Eppendorf tube (Hamburg, Germany). Then, the DNA-SPION preparation was 
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diluted with PBS and 50 µL were aliquoted into U-100 insulin syringes with 28G X 1/2” 

needles. 

4.2.5 Animal Studies 

4.2.5.1 DNA administration via intramuscular needle injections 

Mice (N = 8 per group) were randomized into the following control and treatment 

groups: (1) empty pcDNA 3.1 plasmid; (2) plasmid DNA encoding fGnRHR; and (3) 

plasmid DNA encoding Ub-fGnRHR. Each animal was intramuscularly immunized with 

100 µg of the respective DNA construct (50 µg DNA per quadriceps femoris muscle) in 

100 µL of total injection volume (50 µL per limb). Mice were observed daily post 

vaccination to detect any adverse responses to the treatment. 

 

4.2.5.2 DNA administration via magnetofection 

Mice (N= 8 per group) were randomized into the following treatment groups: (1) 

SPIONs adsorbed with plasmid DNA encoding fGnRHR; and (2) SPIONs adsorbed with 

plasmid DNA encoding Ub-fGnRHR. Prior to vaccination, mice were subcutaneously 

injected with sterile isotonic saline fluid at 2-3% body weight (BW) to replace any fluid 

loss during the procedure, and eyes were lubricated with sterile ophthalmic ointment. 

Four animals were anesthetized with a cocktail of xylazine (15 mg/kg) and ketamine 

(100 mg/kg). Due to observed intolerance to the anesthesia, the remaining four animals 

were maintained on isoflurane inhalant anesthesia via an induction chamber (1-3% + 

0.5-1 L/min oxygen) during magnetofection. Subjects were intramuscularly vaccinated 

with 100 µg of the respective DNA construct (50 µg DNA per quadriceps femoris 

muscle) in 100 µL of total injection volume (50 µL per limb). Following immunization, a 

neodymium magnet (K&J Magnets, Pipersville, PA, USA) was taped to the caudal 
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aspect of the thighs (opposite the injection sites) of each subject for 30 min. At the 

completion of the procedure, isoflurane was discontinued and all mice were maintained 

on 100% oxygen via face mask until they regained consciousness, followed by full 

recovery (e.g., upright posture with normal ambulatory ability) in a cage with thermal 

support.  

 

4.2.5.3 DNA administration via intradermal needle injections 

Mice (N= 8 per group) were randomized into the following treatment groups: (1) 

empty pcDNA 3.1 plasmid; (2) plasmid DNA encoding fGnRHR; and (3) plasmid DNA 

encoding Ub-fGnRHR. Prior to vaccination, mice were subcutaneously injected with 

sterile isotonic saline fluid at 2-3% BW to replace any fluid loss during the procedure. 

Each animal was anesthetized via intraperitoneal (IP) injection with a cocktail of 

ketamine (75 mg/kg) and dexmedetomidine (0.5 mg per BW) and eyes were lubricated 

with sterile ophthalmic ointment. Then, each ear pinna was spread on the tip of a 

forefinger covered with a metallic protection guard, and 50 µg of the respective DNA 

construct was injected into the dermis of each ear pinna (100 µg DNA per animal) for a 

total injection volume of 100 µL (50 µL DNA-PBS preparation per pinna).  Post-

immunization, all animals were monitored until they regained full recovery from 

anesthesia. 

 

4.2.6 Blood and tissue collection 

Blood samples (0.2 mL) were collected in capillary tubes via lateral tail vein 

puncture one week prior to DNA immunization. Additional tail vein blood draws were 

performed at four and eight weeks post vaccination. At twelve weeks post vaccination, 
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all mice were placed under surgical anesthesia with IP injections of ketamine (75 mg/kg) 

and dexmedetomidine (0.5 mg per BW) before being subjected to intracardiac puncture 

for terminal blood collection. Animals were euthanized via cervical dislocation. After 

blood collection, specimens were centrifuged and sera were stored at -20ºC until 

assayed. Testes were collected, weighed, and stored in 4% phosphate buffered 

formalin for histopathological evaluation. Pituitaries were collected and stored at -20ºC 

until assayed. Major organs were grossly examined for evidence of pathology. 

 

4.2.7 Measurement of serum testosterone levels via enzyme-linked immunosorbent 

assay (ELISA) 

Serum concentrations of testosterone in mice were measured by using a 

mouse/rat testosterone ELISA assay kit (ALPCO, Salem, MA) according to the 

manufacturer’s instructions. First, serum samples were thawed to RT. Then, 10 µL of 

duplicate serum samples, calibrator, and control were dispensed into appropriate wells. 

Then, 100 µL of incubation buffer were added to each well, followed by 50 µL of 

enzyme conjugate. After the assay plate was incubated with shaking for 1 h at RT, 

contents were discarded and the plate was washed four times with 300 µL of tris buffer 

saline (TBS) wash solution. After removal of the wash buffer, 200 µL of substrate 

solution was added to each well and the plate was incubated in aluminum foil for 30 

minutes at RT. To discontinue the reaction, 50 µL of stop solution was added to each 

well. Finally, absorbance was measured at 450nm. All plates were loaded with internal 

quality control rat sera (ALPCO). The sensitivity of hormone detection was 0.066 ng/mL. 

The intra assay coefficient of variation was calculated as 8.4%. The inter assay 
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coefficient of variation was calculated as 25.5% using the optical density (OD) values 

generated from assaying the rat control sera. 

 

4.2.8 ELISA for detection of anti-GnRHR antibodies in murine sera 

Detection of IgG antibodies against GnRH receptor was carried out by ELISA. 

This assay included customized GnRHR-based peptides synthesized by Pi Proteomics 

(Huntsville, AL). First, a 96-well plate (Corning, Corning, NY, USA) was coated with 80 

µL streptavidin (Amresco, Solon, OH, USA) diluted in TBS (200 µg streptavidin per well) 

for 4 h at RT. Then, each well was washed thrice with 150 µL TBS solution, followed by 

incubation for 15 h at 4ºC with 80 µL solution containing feline GnRHR peptide (amino 

acids 1-28; 500 ng peptide per well) biotinylated at the carboxyl-terminus. The peptide 

solution was discarded and each well was washed thrice with 150 µL TBS solution 

supplemented with 1% bovine serum albumin (BSA) and 0.05% Tween 20. Next, serum 

samples from vaccinated mice were diluted 1:3200 with TBS/1% BSA solution and 

added to the plate in duplicate (80 µL per well). After incubating the plate for 2 h at 

37ºC, the serum was discarded and each well was washed thrice with 150 µL 

TBS/0.05% Tween 20 solution. Then, horseradish peroxidase-conjugated rabbit anti-

mouse IgG antibody (Jackson Immunoresearch Laboratories, West Grove, PA, USA) 

was diluted 1:2000 in TBS/1% BSA/0.05% Tween 20 solution and added to the plate 

(80 µL per well). After incubating the plate for 1 h at RT, the secondary antibody was 

discarded and each well was washed four times with 150 µL TBS solution 

supplemented with 0.05% Tween 20. Forty milligrams of chromogenic substrate o-

phenylenediamine dihydrochloride (Acros Organics, Waltham, MA, USA) and 13.7 µL 
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30% H2O2 were dissolved in 20 mL phosphate-citrate buffer and then aliquoted at 80 µL 

per well for an 8-min incubation period at RT. Finally, the reactions were stopped by 

adding 80 µL of 8.0 N sulfuric acid to each well, and the plate absorbance was read at 

490 nm. All plates were loaded with negative control serum from rabbits and positive 

control serum collected from rabbits vaccinated with fGnRHR peptide AA1-28. The intra 

assay coefficient of variation was calculated as 8.7%. The inter assay coefficient of 

variation was calculated as 16.7% using the optical density (OD) values generated from 

assaying the positive and negative control rabbit sera. 

 

4.2.9 Transcriptional expression of GnRHR in pituitaries from immunized mice 

4.2.9.1 RNA isolation 

Total RNA was isolated from each pituitary collected from vaccinated animals 

using an RNeasy Lipid Tissue Mini Kit (Qiagen) according to the manufacturer’s 

instructions.  First, each frozen pituitary was added to a 1.5 mL Eppendorf tube with 1 

mL QIAzol Lysis reagent and then homogenized for 1 min using a pestle. Then, 200 µL 

chloroform was added to the homogenate and shaken vigorously for 15 sec followed by 

a 3-5 min incubation period at RT. The homogenate was centrifuged at 12000 g for 15 

min at 4°C and the upper aqueous phase of the suspension was transferred to new 

Eppendorf tube (Hamburg, Germany). Next, 450 µL 70% ethanol was added to the 

sample that was then transferred to a spin column and centrifuged at 9600 g for 15 sec 

at RT. Buffer RW1 (350 µL) was added to the sample and the mixture was centrifuged 

at 8000 g for 15 sec at RT. The flow through was discarded, and 80 µL DNase I stock 

solution (Qiagen) was added to column and incubated for 15 min at RT. Another round 
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of buffer RW1 was added to the sample and centrifuged again at 8000 g for 15 sec at 

RT. After discarding the flow through, RNA was washed twice by adding 500 µL buffer 

RPE. For elution of total RNA, 30 µL DNase- and RNase-free water (Sigma-Aldrich, St. 

Louis, MO, USA) was added to the column, and then centrifuged at 8000 g for 1 min at 

RT. The RNA concentration was determined by absorbance at 260 nm using NanoDrop 

2000 equipment (Thermo Scientific, Waltham, MA, USA). Then, RNA samples were 

diluted with RNase-free water to a concentration of 10 ng/µL and the RNA concentration 

was re-evaluated. Finally, the 10 ng/µL samples were diluted with RNase-free water to a 

concentration of 1 ng/µL and used for Reverse transcriptase polymerase chain reaction 

(RT-PCR). 

 

4.2.9.2 RT-PCR 

All primers were purchased from TIB MolBiol (Adelphia, NJ, USA). OneStep RT-

PCR Kit (Qiagen) was used for reverse transcription and amplification of all total RNA 

samples. A typical 50µL reaction includes 10 µL OneStep RT-PCR buffer, 2µL dNTP 

mix; 2 µL enzyme mix; 50 pmol primer; 1 ng RNA template; and quantum satis with 

DNase- and RNase-free water. No reverse-transcriptase reactions were included as 

negative controls. RT-PCR was typically performed using a GeneAmp PCR 9700 

machine (Applied Biosystems, Grand Island, USA) for 35 cycles under the following 

conditions: 

 Reverse transcription - 50ºC for 30 min; 

 Polymerase activation - 95ºC for 15 min; 

 Denaturation - 94ºC for 30 sec; 
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 Annealing - 58ºC for 30 sec; 

 Extension - 72ºC for 1 min; 

 Final extension - 72ºC for 10 min.  

PCR products were mixed with 8.33 µL 6X loading dye (New England BioLabs, 

Ipswich, MA, USA) and 8 µL samples were loaded onto a 0.8% agarose gel with 

ethidium bromide for electrophoresis using a PowerPac Basic Power Supply (BioRad, 

Hercules, CA, USA). Bands were visualized using a 312 nm ultra violet transilluminator 

(Fisher Scientific, Pittsburgh, PA) and images were captured using a D34 distant screen 

instant camera (Polaroid, Ridgefield Park, NJ, USA). 

 

4.2.10 Statistical analysis 

All ELISAs were performed on at least two separate and independent occasions. 

Differences of P ≤ 0.05 were considered significant. All data are presented as the mean 

± standard error of the mean. Heterogeneity of variances (i.e., violation of Levene’s Test 

of Equality of Variances with P ≤ 0.05) were detected in the serum testosterone 

datasets associated with the following groups: mice intradermally vaccinated with empty 

plasmid DNA; mice intradermally vaccinated with DNA encoding fGnRHR; mice 

subjected to magnetofection after intramuscular administration with DNA encoding Ub-

fGnRHR. Therefore, these datasets were subjected to natural log transformation prior to 

statistical analysis. GnRHR antibody data were analyzed by a general linear model 

repeated measures analysis of variance with Scheffe post-hoc analyses (SPSS, IBM, 

Armonk, NY, USA). Serum testosterone data were analyzed using a mixed model 



132 

 

repeated measures analysis of variance and least squares means (SAS version 9.3, 

The SAS Institute, Cary, NC, USA). The following model was analyzed: 

 Dependent variable: serum testosterone levels  

 Independent variables (including interactions):  

1. DNA construct (C; pcDNA, fGnRHR, Ub-fGnRHR) 

2. Route of administration (R; IM, IM followed by magnetofection, ID) 

3. Time (T; 0, 4, 8, or 12 weeks post-immunization)  

4. Experimental animals (A) 

 Fixed Effects, Random Effects and Interactions (with error terms) 

Source Error Term 

R A(R X C) 

C A(R X C) 

R X C A(R X C) 

A(R X C) Residual 

T Residual 

R X T Residual 

C X T Residual 

R X C X T Residual 

 

 

Graphs of 95% confidence interval (CI) of the mean were constructed to 

determine the range of mean pre-immunization testosterone levels for all mice involved 

in the current studies (Excel, Microsoft, Redmond, WA, USA). Further, the 95% CIs 
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were used to plot the average 12-week testosterone concentrations measured in each 

treated mouse relative to the CI. If the mean 12-week testosterone value for individuals 

in the same treatment group falls above or below the 95% CI, the value is truly 

representative of a change in testosterone levels at the twelve-week time point. In 

contrast, testosterone values that scatter within and around the CI are not truly 

representative of a change in testosterone levels at the twelve-week time point 

compared to pre-treatment values.  

 

4.3  Results 

4.3.1 Body and testicular weights of mice vaccinated against GnRHR 

The average pre-immunization BWs of animals immunized via IM injections were 

similar between groups, measuring 29.0 ± 0.63 g in the control plasmid group, 27.0 ± 

0.48 g in the fGnRHR group, and 28.7 ± 0.64 g in the Ub-fGnRHR group (P > 0.05; 

Table 4.1). Mean BWs at twelve weeks post-immunization (or necropsy) were similar 

between groups, measuring 49.1 ± 2.52 g in the pcDNA group, 47.0 ± 2.87 g in the 

fGnRHR group and 48.2 ± 2.50 g in the Ub-fGnRHR group (P > 0.05; Table 4.1). At the 

same time point, average testes weights were similar between groups, measuring 0.25 

± 0.01 g in the control group, 0.21 ± 0.01 g in the fGnRHR group, and 0.23 ± 0.01 g in 

the Ub-fGnRHR plasmid group (P > 0.05; Table 4.1). There was no difference between 

mean testes to BW ratios 12 weeks post-immunization, as ratio percentages measured 

0.51 ± 0.02% in the pcDNA group, 0.49 ± 0.02% in the fGnRHR group, and 0.48 ± 

0.03% in the Ub-fGnRHR group (P > 0.05; Table 4.1). 

 



134 

 

Mean pre-immunization BWs of animals immunized via magnetofection were 

similar between groups, measuring 30.0 ± 0.70 g in the fGnRHR group and 28.7 ± 0.28 

g in the Ub-fGnRHR group (P > 0.05; Table 4.1). Average BWs at twelve weeks post-

immunization were similar between groups, measuring 46.0 ± 2.91 g in the fGnRHR 

group and 44.1 ± 2.16 g in the Ub-fGnRHR group (P > 0.05; Table 4.1). At the same 

time point, average testes weights were similar between groups, measuring 0.25 ± 0.01 

g in the fGnRHR group and 0.23 ± 0.00 g in the Ub-fGnRHR plasmid group (P > 0.05; 

Table 4.1). There was no difference between mean testes to BW ratios 12 weeks post-

immunization, as ratio percentages measured 0.55 ± 0.05% in the fGnRHR group and 

0.52 ± 0.03% in the Ub-fGnRHR group (P > 0.05; Table 4.1). 

 

The average pre-immunization BWs of animals immunized via ID injections were 

similar between groups, measuring 26.5 ± 0.40 g in the control plasmid group, 27.4 ± 

0.42 g in the fGnRHR group, and 27.2 ± 0.47 g in the Ub-fGnRHR group (P > 0.05; 

Table 4.1). Mean BWs at twelve weeks post-immunization were similar between groups, 

measuring 46.0 ± 1.90 g in the pcDNA group, 44.8 ± 1.77 g in the fGnRHR group and 

48.8 ± 2.45 g in the Ub-fGnRHR group (P > 0.05; Table 4.1). At the same time point, 

average testes weights were similar between groups, measuring 0.22 ± 0.00 g in the 

control group, 0.23 ± 0.00 g in the fGnRHR group, and 0.22 ± 0.01 g in the Ub-fGnRHR 

plasmid group (P > 0.05; Table 4.1). At 12 weeks post-immunization, there were no 

differences between mean testes to BW ratios between the pcDNA group (0.49 ± 

0.02%) and the fGnRHR group that averaged 0.53 ± 0.02% (P > 0.05; Table 4.1). 

Similarly, mean testes to BW ratios in the Ub-fGnRHR group (0.46 ± 0.03%) were 
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statistically similar to the average ratio percentages in the control group (P > 0.05; Table 

4.1). 

 

4.3.2 Serum testosterone concentrations in mice vaccinated against GnRHR 

An ELISA was used to measure testosterone levels in serum samples from 

subjects immunized via IM needle injections. In mice vaccinated with negative control 

pcDNA plasmid, mean serum testosterone concentrations at each post-vaccination time 

point were similar to pre-immunization levels, measuring 8.09 ± 3.33 ng/mL before 

treatment, 8.48 ± 2.92 ng/mL at 4 weeks, 4.73 ± 1.59 ng/mL at 8 weeks, and 9.56 ± 

6.88 ng/mL at 12 weeks (P > 0.05; Fig. 4.1A). The same outcome was also observed in 

mice immunized with plasmid DNA encoding fGnRHR, with serum testosterone values 

measuring 6.85 ± 2.08 ng/mL prior to inoculation, 11.31 ± 2.80 ng/mL at 4 weeks, 9.92 

± 5.11 ng/mL at 8 weeks, and 6.14 ± 3.17 ng/mL at 12 weeks (P > 0.05; Fig. 4.1B). In 

comparison to serum testosterone levels prior to IM injection with the Ub-fGnRHR 

construct (9.84 ± 3.30 ng/mL), animals had similar hormone levels 4, 8, and 12 weeks 

after vaccination, measuring at 5.94 ± 1.86 ng/mL, 8.28 ± 3.91 ng/mL, and 9.99 ± 3.93 

ng/mL, respectively (P > 0.05; Fig. 4.1C).  

 

In the group of subjects vaccinated with fGnRHR construct immobilized to 

PEGylated SPIONs, four of the eight mice died due to anesthesia complications. 

Therefore, an ELISA was used to measure testosterone levels in serum samples from 

only the eight mice immunized with Ub-fGnRHR immobilized to nanoparticles. Mean 

testosterone levels measured 4 and 8 weeks after magnetofection with SPIONs 
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conjugated to Ub-fGnRHR (8.78 ± 2.51 ng/mL and 4.54 ± 1.35 ng/mL, respectively) did 

not change significantly compared to pre-immunization testosterone levels of 9.14 ± 

0.95 ng/mL, respectively (P > 0.05; Fig. 4.2). Similarly, at 12 weeks post-immunization, 

mean serum testosterone concentrations in the Ub-fGnRHR-SPION group was not 

statistically different (19.73 ± 3.71 ng/mL for Ub-fGnRHR) compared to the pretreatment 

values (P > 0.05; Fig. 4.2). Further analysis indicated that the mean 12-week 

testosterone values for Ub-fGnRHR-SPION mice were scattered within and outside of 

the 95% CI, as five mice were above, two mice were below, and one mouse was within 

the 95% CI of the pre-immunization mean (Fig. 4.4A).  

 

Blood was collected from mice treated with DNA via ID injection and sera were 

assayed for testosterone concentrations. In mice vaccinated with negative control 

pcDNA plasmid, mean serum testosterone concentrations at each post-vaccination time 

point were no different from pre-immunization values, measuring 5.26 ± 2.19 ng/mL 

before treatment, 4.84 ± 2.64 ng/mL at 4 weeks, 6.48 ± 1.71 ng/mL at 8 weeks, and 

13.08 ± 6.10 ng/mL at 12 weeks (P > 0.05; Fig. 4.3A). The same outcome was also 

observed in mice that received dermal immunization with plasmid DNA encoding 

fGnRHR, measuring 11.18 ± 3.59 ng/mL prior to inoculation, 17.18 ± 6.23 ng/mL at 4 

weeks, 13.27 ± 3.66 ng/mL at 8 weeks, and 6.73 ± 5.83 ng/mL at 12 weeks (P > 0.05; 

Fig. 4.3B). After ID vaccination with plasmid encoding ubiquitinated fGnRHR, mean 

testosterone concentrations measured at 4 and 8 weeks (5.32 ± 1.74 ng/mL and 6.79 ± 

2.67 ng/mL, respectively) were similar to pretreatment values of 11.32 ± 4.07 ng/mL (P 

> 0.05; Fig. 4.3C). In contrast, at 12 weeks post-dermal immunization, mean serum 
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testosterone concentrations in the Ub-fGnRHR group were significantly lower (1.29 ± 

0.49 ng/mL) compared to pre-immunization levels (P < 0.05; Fig. 4.3C). Further, the 

mean 12-week testosterone values for each mouse intradermally-injected with Ub-

fGnRHR was below the lower limit of the 95% CI for the pre-immunization mean (Fig. 

4.4B). 

 

4.3.3 Effects of administration method on serum testosterone concentrations in 

vaccinated mice 

Mixed model repeated measures analysis of variance indicated that changes in 

serum testosterone levels was due to route of DNA administration, specifically IM and 

ID needle injection (Table 4.2; P < 0.05). Also, the mixed ANOVA determined that 

changes in serum testosterone levels reflect the interaction between the administration 

route and DNA construct (Table 4.2; P < 0.05). In addition, the P value for interaction 

between DNA construct and time approached significance (Table 4.2; P = 0.0699). No 

relationship between serum testosterone levels and all other fixed effects, random 

effects, or interactions was observed in the mixed ANOVA (Table 4.2; P > 0.05). To 

determine which combination of DNA construct and administration route had a 

significant impact on serum testosterone levels at the 12-week time point, mean 

testosterone concentrations from vaccinated mice were compared based on 

administration routes IM injection or ID injection (Fig. 4.5). Serum testosterone levels 

were similar in mice vaccinated with sham DNA via IM or ID injection (P > 0.05; Fig. 

4.5A). The same outcome was observed in mice vaccinated with fGnRHR DNA via the 

same routes of administration (P > 0.05; Fig. 4.5A). Contrastingly, mice immunized with 
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Ub-fGnRHR DNA via ID injection had significantly lower serum testosterone 

concentrations (1.28 ± 0.31 ng/mL) than animals vaccinated via intramuscular injection 

(P < 0.05; Fig. 4.5C). 

 

4.3.4 Serum anti-GnRHR antibody production in mice vaccinated against GnRHR  

Sera collected from immunized mice were assayed for anti-GnRHR antibodies 

via ELISA. In all mice involved in the study, no anti-GnRHR antibodies were detected in 

serum samples taken prior to immunization (Fig. 4.6-4.8). Mice administered IM had 

poor responses to treatments, indicated by the similar mean absorbance values in the 

pcDNA (0.071 ± 0.003), fGnRHR construct (0.060 ± 0.001), and Ub-fGnRHR construct 

(0.060 ± 0.003) groups 12 weeks post-immunization (P > 0.05; Fig. 4.6). The same 

outcome was observed for mice subjected to magnetofection as a method of fGnRHR 

(0.058 ± 0.002) or Ub-fGnRHR (0.068 ± 0.003) DNA delivery (P > 0.05; Fig. 4.7). 

Animals immunized with the fGnRHR construct via ID injections had absorbance values 

(0.075 ± 0.002) similar to mice in the control pcDNA group that had a mean absorbance 

value of 0.071 ± .001 (P > 0.05; Fig. 4.8). In contrast, GnRHR antibodies were detected 

in sera collected 12 weeks after mice received ID injections with the Ub-fGnRHR 

construct, as absorbance values in the treated group were significantly higher (0.116 ± 

0.002) compared to the pcDNA control group (P < 0.05; Fig. 4.8). 
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4.3.5 GnRHR mRNA expression in pituitaries collected from mice vaccinated against 

GnRHR 

GnRHR mRNA was amplified from total RNA isolated from pituitaries collected at 

necropsy (i.e., 12 weeks post-immunization) from vaccinated subjects. GnRHR mRNA 

expression was similar in pituitaries from all mice immunized via IM injection (Fig. 4.9). 

Also, there was no difference in GnRHR gene expression in pituitaries from animals 

subjected to IM magnetofection (Fig. 4.10). In contrast, GnRHR mRNA expressions in 

pituitaries appeared lower in mice vaccinated with Ub-fGnRHR via ID injection 

compared to the control or fGnRHR counterparts (Fig. 4.11). Amplification of ACTB 

housekeeping gene indicated similar mRNA expression in all mice involved in the study 

(Fig. 4.9-4.11). 

 

4.4  Discussion 

In this novel, proof-of-concept study, eight-week old, CD-1 male mice were each 

vaccinated once with 100 µg DNA designed to target GnRHR in an attempt to ablate 

anterior pituitary gonadotropic cells and thus achieve contraceptive effects. An outbred 

strain of mouse was chosen because its genetic heterozygosity mimics that of the feral 

cat population, the target species in need of a safe, permanent, and cost-efficient 

contraceptive. Here, DNA plasmids were constructed to encode a heterologous feline 

GnRHR protein that elicited immune responses in mice. In addition, mice were 

immunized with DNA encoding fGnRHR fused to Ub. Theoretically, such a fusion 

protein is degraded by the proteasome and presented to circulating naïve T cells more 

rapidly than a non-ubiquitinated protein. Mice were immunized via IM needle injection, 
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magnetofection, or ID needle injection to determine the effects of administration method 

on immunogenicity of DNA-based immunocontraceptives. Serum testosterone levels, 

anti-GnRHR antibody production, and pituitary GnRHR mRNA expression were 

measured in order to evaluate the biological impact of DNA-based 

immunocontraceptives targeted against GnRHR on reproductive potential in murine 

subjects. 

 

Mice vaccinated with sham plasmid, fGnRHR plasmid, or Ub-fGnRHR plasmid 

via IM injection had similar serum testosterone concentrations 12 weeks post-

immunization compared to pretreatment values. Also, no difference was detected in 

testes to body weight ratios and pituitary GnRHR mRNA expression 12 weeks after 

mice were vaccinated with control or fGnRHR-encoding DNA. Heterologous antigens 

are commonly used to induce immunity against autologous proteins. For example, 

immunization with DNA encoding a self-tumor antigen human tyrosinase-related protein 

(TRP), but not the self-protein, induced both antibody and T cell responses to self TRP, 

leading to protection from B16F10 tumor growth in mice [309]. In another study 

involving a murine model, auto-antibodies were generated in experimental autoimmune 

myasthenia gravis following immunization with the Torpedo californica (Pacific electric 

ray) acetylcholine receptor antigen [310]. Ubiquitination of proteins also has been 

successful in inducing immune responses against self-proteins. For instance, DNA 

immunization of mice with plasmid encoding ubiquitinated TRP-2 broke tolerance and 

induced protective immunity to melanoma [311]. Since no changes in testosterone were 

observed in mice immunized either with fGnRHR or Ub-fGnRHR via IM administration in 
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our study, the route of administration may account for lack of expected testosterone 

suppression. No significant impairment to testosterone levels in vaccinated subjects 

might be explained by the fact that direct needle injection into muscle only transfects a 

small portion of myocytes at the administration site. This low transfection efficiency 

typically results in low expression of the target protein and thus no effect on biological 

function. Therefore, it was important to investigate the effects of an advanced method of 

delivering DNA to muscle in mice. 

 

In vivo magnetofection is a method commonly used for efficient, intramuscular 

DNA delivery by using plasmid-loaded magnetic particles for magnetic force-assisted 

transfection of target tissues [312]. Here, mice were injected in their quadriceps with 

PEGylated SPIONs loaded with DNA vaccines against GnRHR, followed by application 

of an external magnetic field on the opposite side of the injection site. There was no 

difference in serum testosterone levels in mice vaccinated with SPIONs loaded with Ub-

fGnRHR at 4 or 8 weeks post-magnetofection. The mean 12-week testosterone value 

for Ub-fGnRHR-vaccinated mice were randomly scattered on the 95% CI graph. Such 

erratic scattering raises the question of whether or not the average 12-week 

testosterone levels for the entire Ub-fGnRHR-SPION group are truly different from pre-

treatment values. Further, the measured testosterone levels were not accompanied by 

changes in other immunological, neuroendocrine, or reproductive parameters such as 

presence of GnRHR antibodies, pituitary GnRHR mRNA expression, or testes-to-body 

weight ratios in treated mice. No effects of magnetic force-assisted transfection on 

testosterone concentrations was an unexpected outcome in mice vaccinated with Ub-
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fGnRHR-loaded SPIONs, as other studies have demonstrated successful use of 

magnetic particles for DNA delivery and biological effects on target tissues. For 

example, magnetofection of murine mammary adenocarcinoma with plasmid DNA 

encoding interleukin-12 using SPIONs resulted in a significant antitumor effects in mice 

[313]. In this study, mice were unresponsive to magnetically-assisted delivery of DNA 

directed against GnRHR possibly due to aggregation of PEGylated SPIONs post-

magnetofection. It is also possible that the external magnets used for magnetofection 

did not exert an adequate force to draw SPIONs into the thick quadriceps muscle. As 

the magnetic field strength falls off rapidly, sites deeper within the body become more 

difficult to target, thus preventing deep penetration and widespread distribution of the 

loaded plasmid DNA. Some groups have recently proposed a way around this problem 

by implanting magnets near the target site within the body [314]. However, this strategy 

is impractical for the feral cat population, the target species for immunocontraception. 

Another approach to improving magnetofection techniques is to expose DNA-loaded 

SPIONs to professional APCs. Specifically, mature DCs, which play a major role in 

inducing immune responses to foreign materials, would be an appropriate target for 

DNA-loaded nanocarriers. Indeed, DNA vaccines delivered directly to DCs has been 

identified as an essential mechanism for efficacious antigen presentation and 

subsequent induction of cytotoxic T lymphocyte (CTL) responses [292,315,316]. 

Further, immature (i)DCs use pinocytosis and phagocytosis to spontaneously internalize 

SPIONs over an extended incubation time [317]. For example, using confocal 

microscopy, location of fluorescent dye-loaded nanoparticles treated with DCs 

confirmed internalization of these biomaterials by DCs [318]. Also, studies indicate that 
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exposure of iDCs to the surface area of nanoparticles induces maturation of iDCs by 

increasing expression of costimulatory molecules (e.g., CD40, CD80, CD83, CD86) and 

major histocompatibility complex (MHC) class II molecules (HLA-DR and HLA-DQ) 

[319], DC markers also upregulated in mature DCs by lipopolysaccharides [320]. Thus, 

targeting plasmid DNA to a high population of professional APCs, with or without 

SPIONs, may be a strategy for eliciting an immune response against GnRHR and 

ultimately pituitary gonadotropic cells. 

 

The skin is an attractive site for DNA vaccine administration because its layers, 

particularly the dermis, are rich in professional APCs [286]. Thus, as the third route 

tested for administration of plasmid DNA, mice were vaccinated with DNA encoding 

fGnRHR alone or fused to Ub via an ID needle injection into the dermis of the ear pinna. 

Serum testosterone concentrations measured 12 weeks post-inoculation were similar in 

animals immunized with negative control pcDNA plasmid or fGnRHR plasmid compared 

to pre-treatment values. In contrast, in mice intradermally vaccinated with DNA 

encoding Ub-fGnRHR, testosterone levels significantly diminished 12 weeks after 

inoculation. These observations were further validated via the 95% CI analysis, as all 

testosterone values from Ub-fGnRHR-vaccinated mice were well below the lower 

confidence limit. It is important to note that mice dermally-injected with DNA encoding 

mouse GnRHR fused to Ub had similar serum testosterone levels to control animals 

(data not shown), indicating that feline GnRHR encoding sequence in Ub-fGnRHR 

construct was crucial for impairment to testosterone production.  
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DNA vaccines applied intradermally is mostly taken up by keratinocytes [321]. 

However, these cells are unable to initiate primary T cell responses. Thus, it is likely that 

activated DCs were involved in priming naïve T cells after immunization with the Ub-

fGnRHR DNA construct. Specifically, ID needle injection directly transfected dermis-

residing professional APCs that expressed, processed, and presented the chimeric 

protein and then migrated to draining lymph nodes where they interact with naïve T 

cells. DNA vaccines are extremely efficient in eliciting cytotoxic T cell activity due to 

vaccine immunogen presentation to and subsequently activation of CD8+ CTLs. 

Although induction of GnRHR-specific CTLs was not directly investigated in this study, 

the presence of these cytotoxic immune cells and their targeting of gonadotropes is 

possibly indicated by the abatement of GnRHR mRNA expression in pituitaries isolated 

from Ub-fGnRHR mice compared to sham-treated animals. Measurement of serum 

gonadotropin levels and pituitary histological analysis may provide additional clues in 

determining disruption of gonadotrope function and pars anterior architecture.  

 

Successful DNA vaccination also induces antibody response against the target 

antigen. Many factors have been reported to have an effect on the efficacy of the DNA-

elicited antibody response such as the administration method and the form of the DNA-

encoded antigen [322]. Here, anti-GnRHR antibodies were produced in mice 

intradermally vaccinated with the Ub-fGnRHR construct and not in subjects vaccinated 

the same route with the pcDNA control plasmid. In this case, the Ub-fGnRHR protein 

produced in the DC cytoplasm, is the main target of immune surveillance in the context 

of MHC II molecules on DCs, which migrate to the lymph nodes and present it to naïve 



145 

 

CD4+ T cells. Reports have demonstrated that DNA inoculations by ID routes 

predominantly stimulate T helper (Th) 1 cells that are involved in the development of 

cytotoxic T cells, activate phagocytic cells and assist B cells to make IgG2a antibody 

[322]. Most likely, in mice intradermally vaccinated with the Ub-fGnRHR construct, Th1 

cells activated mature B cells that produced anti-GnRHR antibodies. These GnRHR-

specific antibodies may travel through the hypophyseal portal system and bind to 

GnRHR-expressing gonadotropes, a signal to natural killer cells that are subsequently 

activated and kill the antibody-coated cells. Activated CD+4 T cells migrate to the 

spleen, where memory T cells have been shown to persist for up to a year in the 

absence of a source of persistent antigen [323]. This property is desirable in the feral 

population of cats that are difficult to catch more than once for boosters.  

 

The Ub-fGnRHR DNA construct was designed to target and ablate cells 

expressing GnRHR in murine subjects. At necropsy, gross examination of major organs 

(heart, lungs, kidneys, liver) from mice dermally-vaccinated with this construct yielded 

normal findings. This may indicate that this vaccination strategy can have a negative 

effect on reproductive parameters such as testosterone without causing major, non-

reproductive side effects.  

 

4.5  Conclusion 

In summary, our experiments were designed to determine the effects of DNA 

immunization against GnRHR and the route of administration on immune responses, 

reproductive parameters, and gonadotrope ablation in a murine model. Vaccination with 
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control, fGnRHR, or Ub-fGnRHR plasmids via IM injection or magnetofection did not 

result in significant changes of these parameters. Similar observations were noted in 

mice vaccinated with control or fGnRHR constructs via ID injection at all time points. In 

contrast, at 12 weeks post-dermal immunization, mean serum testosterone 

concentrations in the Ub-fGnRHR group were significantly lower (1.28 ± 0.31 ng/mL) 

compared to pre-immunization levels of 9.46 ± 2.27 ng/mL (P < 0.05). Moreover, unlike 

in control animals, anti-GnRHR IgG antibodies were detected in sera from mice 

dermally vaccinated with Ub-fGnRHR construct. Also, GnRHR mRNA expression 

estimated by RT-PCR was lower in this group than in control animals. The outcome of 

these parameters indicated induction of a proper immunological responses which, most 

likely, affected pituitary gonadotropes and lead to testosterone suppression. To 

demonstrate immunocastration, additional long-term studies are needed to achieve 

complete ablation of gonadotrope cells. 
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Figure 4.1: Testosterone in sera collected from mice immunized via intramuscular injection.  

The following DNA constructs were administered in quadriceps muscle via needle injection: 
 
(A) empty pcDNA plasmid; 
(B) plasmid encoding fGnRHR; 
(C) plasmid encoding Ub-fGnRHR.  
 
Blood was collected prior to immunization (day 0) and then at weeks 4, 8, and 12 post-
immunization. Testosterone was detected using mouse/rat testosterone ELISA kit. Data are 
shown as means with an SEM of 0.035. 
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Figure 4.2: Testosterone in sera collected from mice immunized via magnetofection. Animals 

were vaccinated with plasmid encoding Ub-fGnRHR immobilized on PEGylated 
superparamagnetic iron oxide nanoparticles (SPIONs). Immediately following immunization, a 
magnet was applied to the injected limb. Blood was collected prior to immunization (day 0) and 
then at weeks 4, 8, and 12 post-immunization. Testosterone was detected using mouse/rat 
testosterone ELISA kit. Data are shown as means with an SEM of 0.035.           
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Figure 4.3: Testosterone in sera collected from mice immunized via intradermal injection.  The 

following DNA constructs were administered in the ear pinna dermis via needle injection: 
 
(A) empty pcDNA plasmid; 
(B) plasmid encoding fGnRHR; 
(C) plasmid encoding Ub-fGnRHR.  
 
Blood was collected prior to immunization (day 0) and then at weeks 4, 8, and 12 post-
immunization. Testosterone was detected using mouse/rat testosterone ELISA kit. Data are 

shown as means with an SEM of 0.035. * P < 0.05 represents statistical difference compared to 

day 0. 
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Figure 4.4: Testosterone in individual mice twelve weeks after vaccination relative to 
confidence interval calculated for mean testosterone for all mice prior to vaccination. The 
average testosterone levels for all mice involved in the current study was measured as 
10.06 ng/mL, as indicated by the solid line. The 95% confidence interval for the true 
population mean ranged from 8.57 ng/mL to 11.55 ng/mL, as indicated by the lower and 
upper dashed line, respectively. Each black dot represents the mean testosterone value for 
an individual mouse vaccinated with the Ub-fGnRHR construct via magnetofection (A) or 
intradermal needle injection (B). 
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Figure 4.5: Testosterone in sera collected from mice immunized via intramuscular injection or 

intradermal injection. Mice were vaccinated with either empty plasmid DNA (A), plasmid 
encoding fGnRHR (B), or plasmid encoding Ub-fGnRHR (C). Blood was collected at 12 weeks 
post-immunization. Testosterone was detected using mouse/rat testosterone ELISA kit. Data 
are shown as means with an SEM of 0.035. * indicates statistical difference (P < 0.05). 
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Figure 4.6: Anti-GnRHR antibodies in sera collected from mice immunized via intramuscular 

injection. The following DNA constructs were administered in the quadriceps muscle via needle 
injection: 
 
(A) empty pcDNA plasmid; 
(B) plasmid encoding fGnRHR; 
(C) plasmid encoding Ub-fGnRHR.  
 
Blood was collected prior to immunization (A) and then at 12 weeks post-immunization (B). 
GnRHR antibodies were detected via ELISA with GnRHR-derived peptide (AA1-28) as a 
detector molecule. Data are shown as means ± SEM.  
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Figure 4.7: Anti-GnRHR antibodies in sera collected from mice immunized via magnetofection. 

Animals were vaccinated with the following DNA constructs immobilized on PEGylated 
superparamagnetic iron oxide nanoparticles (SPIONs): 
  
(A) plasmid encoding fGnRHR; 
(B) plasmid encoding Ub-fGnRHR.   
 
DNA constructs were administered in quadriceps muscle via needle injection followed by 
application of a magnet to the injected limb. Blood was collected prior to immunization (A) and 
then at 12 weeks post-immunization (B). GnRHR antibodies were detected via ELISA with 
GnRHR-derived peptide (AA1-28) as a detector molecule. Data are shown as means ± SEM.  
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Figure 4.8: Anti-GnRHR antibodies in sera collected from mice immunized via intradermal 

injection. The following DNA constructs were administered in the ear pinna dermis via needle 
injection: 
 
(A) empty pcDNA plasmid; 
(B) plasmid encoding fGnRHR; 
(C) plasmid encoding Ub-fGnRHR.  
 
Blood was collected prior to immunization (A) and then at 12 weeks post-immunization (B). 
GnRHR antibodies were detected via ELISA with GnRHR-derived peptide (AA1-28) as a 

detector molecule. Data are shown as means ± SEM. * P < 0.05 represents statistical difference 

compared to mice vaccinated with empty plasmid. 
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Figure 4.9: GnRHR mRNA expression in pituitary glands collected from mice immunized via 
intramuscular injection. The following DNA constructs were administered in the quadriceps 
muscle via needle injection: 
 
(A) empty pcDNA plasmid; 
(B) plasmid encoding fGnRHR; 
(C) plasmid encoding Ub-fGnRHR.  
 
Pituitaries were collected at necropsy (or 12 weeks post-immunization). Total RNA was isolated 
from pituitary glands and RT-PCR was performed for GnRHR gene and ACTB (housekeeping) 

gene expression. 
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Figure 4.10: GnRHR mRNA expression in pituitary glands collected from mice immunized via 

magnetofection. Animals were vaccinated with the following DNA constructs immobilized on 
PEGylated superparamagnetic iron oxide nanoparticles (SPIONs): 
  
(A) plasmid encoding fGnRHR; 
(B) plasmid encoding Ub-fGnRHR.   
 
DNA constructs were administered in quadriceps muscle via needle injection followed by 
application of a magnet to the injected limb. Pituitaries were collected at necropsy (or 12 weeks 
post-immunization). Total RNA was isolated from pituitary glands and RT-PCR was performed 
for GnRHR gene and ACTB (housekeeping) gene expression. 
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Figure 4.11: GnRHR mRNA expression in pituitary glands collected from mice immunized via 

intradermal injection. The following DNA constructs were administered in the ear pinna dermis 
via needle injection: 
 
(A) empty pcDNA plasmid; 
(B) plasmid encoding fGnRHR; 
(C) plasmid encoding Ub-fGnRHR.  
  
Pituitaries were collected at necropsy (or 12 weeks post-immunization). Total RNA was isolated 
from pituitary glands and RT-PCR was performed for GnRHR gene and ACTB (housekeeping) 
gene expression. 
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CONCLUSIONS 
 

 The fecundity of cats has prompted efforts towards the development of long-term 

or permanent contraception as an approach to controlling the feral feline population. 

Indeed, fertility control products for feral cats are of great need considering the welfare 

of cats and their impact on environment and public health. The actively growing feral cat 

population, despite global spay/neuter campaigns and programs, is another indication of 

the necessity for reliable contraceptive agents. The history of fertility control agents 

designed for cats is extensive and includes various targets explored to prevent gamete 

production, function, or outcome. Many contraceptive modalities aim at disrupting GnRH 

function, the main regulator of the hypothalamic-pituitary-gonadal axis and thus 

reproductive function in mammals. Therefore, it was only a matter of time that its 

receptor, GnRHR, would garner interest as a target for contraception. This work 

describes the contraceptive potential of DNA-based vaccines designed to target GnRH 

receptor as a strategy to ablate GnRHR-expressing pituitary gonadotropic cells in a 

murine model. Herein, one-time, intradermal vaccination of male CD-1 mice with DNA 

plasmid encoding feline GnRHR fused to ubiquitin induced anti-GnRHR antibody 

production, impaired GnRHR mRNA expression in the pituitary, and significantly 

decreased serum testosterone levels three months post-immunization. Based on these 

observations, GnRH receptor appears to be a viable option for inducing an immune 

response against pituitary gonadotropic cells resulting in contraception in animals. 

Considering the limited number of publications detailing in vivo experiments focused on 
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the contraceptive potential of GnRHR in mammals, the present study is a novel 

approach to immunocontraception. In essence, development of a DNA-based 

immunocontraceptive vaccine targeting GnRHR for gonadotropic cell ablation may 

result in a valuable alternative to controlling the feral cat population.    
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