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Studies of the Role of kisspeptin GPR54 Signaling in the Testis 



GENERAL ABSTRACT 

Kisspeptin is an important neuropeptide involved in the regulation of reproductive axis. Its 

expression has been reported in reproductive axis but its complete role has not been 

deciphered in testicular tissue. The objective of this study was to find the expression and 

role of Kiss I-Kiss 1 r signalling in the testicular tissue of non-human primate. Three 

. different ways have been used to find this role: firstly, to localize the Kissl and Kisslr 

within specific cells in the testis by using single and double label immunohistochemistry 

and reverse transcriptase (RT-PCR). Secondly, to find any testicular effect of kisspeptin. 

This was done by measuring the effect of kisspeptin on testicular hormones I.e. 

testosterone and inhibin, from testicular fragments in incubation medium. Finally, the 

levels of kisspeptin were determined in testicular homogenate, testicular vein, spermatic 

vein and peripheral venous blood. This study was therefore based on the hypothesis that if 

kisspeptin is expressed in the testis then its levels should be high in testicular homogenate 

and it should show a concentration gradient in different testicular fluids 

In the expression studies, single and double label immunohistochemistry and RT-PCR 

were used to localize the kisspeptin in testis. Immunohistochemistry was carried out on 

formaldehyde fixed tissues obtained from 6 adult rhesus monkeys by using 5 J! thick 

. sections. Double label immunohistochemistry was used to localize the kiss 1 with germ cell 

marker T4 and kisslr with inhibin (a Sertoli cell marker) by using specific antibodies for 

them. The gene specific primers were used for carrying out the RT-PCR for kisspeptin and 

kisspeptin receptor. For in vitro study, testicular tissue fragments were obtained through 

testicular biopsy from five adult rhesus monkeys. The tissues were incubated in dulbecco's 

modified eagle's medium (DMEM) medium and treated with different kisspeptin doses for 

30, 60 and 120 minutes. Kisspeptin effect was noted on testosteronem and inhibin released 
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General Abstract 

in the medium. At the end of kisspeptin dose time. heG and FSH were added to the 

medium for testing the competence of the Leydig and Sertoli cells in in vitro system. 

For determining the concentration gradient of kisspeptin in testicular fluid. blood plasma 

was collected from testis vein. spermatic vein and peripheral vein. Kisspeptin was then 

measured in these fluids using enzyme linked immunoabsorbent assay (EIA). 

Kisspeptin and kisspeptin receptor were found to be localized in testicular tissue of adult 

rhesus monkey. Immunohistochemistry showed the kisspeptin expression in spermatocytes 

and spermatids and kisspeptin receptor in spermatocytes and Sertoli cells. Kisspeptin 

expression was confirmed in the spennatids using double label Immunohistochemistry 

while kisspeptin receptor expression was confirmed in the Sertoli cells. In incubation 

study. no effect of kisspeptin was found on testosterone and inhibin release. In 

concentration gradient study of kisspeptin. an expected concentration gradient pattern of 

. kisspeptin was not found in testis homogenate. testicular vein. spermatic vein and 

peripheral blood. Thus, our results demonstrated the expression of kisspeptin receptor in 

the testis. Kisspeptin has no effect on testosterone and inhibin which suggests that 

kisspeptin has no direct endocrine effect on testis. 

We conclude that kisspeptin is present within testicular tissue but it may not have direct 

effects on testicular functions related to testosterone and inhibin release but it certainly has 

some other paracrine effects that may be more related to spermatogenesis. 
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Studies of the Role of kisspeptin GPR54 Signaling in the Testis 



GENERAL INTRODUCTION 

. Hypothalamic Pituitary Gonadal axis 

The pulsatile gonadotrophin-releasing hormone (GnRH) released from hypothalamic 

neurons plays a pivotal role in the secretion of gonadotrophins; luteinizing hormone (LH) 

and follicle stimulating hormone (FSH) by the pituitary. Gonadotrophins stimulate the 

production of steroid hormones by the gonads which ultimately carry out gametogenesis. 

These series of events representing a strong interaction between brain, pituitary and gonads 

constitute hypothalamic pituitary gonadal axis (HPG) that ensures a successful 

reproduction (Plant, 2008) . 

. Regulation of Reproduction 

Reproduction is regulated at the level of GnRH system by a number of environmental and 

physiological factors like season, stress and effect of gonadal steroid hormones on GnRH 

secretion (Clarke et aI., 2011). A very fundamental aspect of the HPG axis functioning is 

that the GnRH secretion is regulated by the sex steroids. No sex steroid receptors were 

found on the GnRH neurons (Herbison, 1998), therefore, various laboratories tried to find 

out such cells in the brain that passed on the feedback information to the GnRH cells. 

Discovery of the novel kisspeptin systems has completely changed our view about the 

regulation of GnRH secretion (George and Seminara, 2012). It seems that kisspeptin cells 

which operate upstream of the GnRH neurones, convey most of the steroidal effects to the 

GnRH neurones (Hameed et aI., 2011). 

Discovery and Biology of Kisspeptins 

Kisspeptin peptides were encoded by the Kiss] gene. Kiss] was originally discovered as a 

metastasis suppressor gene in 1996. Kiss] is a combination of the letters "iss" i.e., interim 

laboratory nomenclature for putative suppressor sequences and the letter "K" that 
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General Introduction 

represents the location where it was discovered (Lee et aI., 1996). The Kissl gene is 

located at chromosome l q32 (West et. aI., 1998). However, few elements at chromosome 

6q16.3-q23 (Lee et. aI., 1996; Miele et aI., 1996; Lee and Welch, 1997; Goldberg et aI., 

2003; Mitchell et. aI., 2007) cause upstream regulation of Kissl expression (Murphy et aI., 

2005). Kissl encodes a precursor protein of 145 amino acids that is cleaved into a 54 

amino acid product (major circulating form of kisspeptin called metastin). Metastin is 

unstable and is further cleaved into the shorter products (kisspeptin-l0, -13, -14). Metastin 

and other shorter fragments are collectively called kisspeptins. Different kisspeptins 

express similar affinity for the kisspeptin receptor (Kisslr), which indicates that the C­

terminal of the peptide is responsible for the binding and activation of the receptor (West et 

al., 1998; Kotani et aI., 2001; Ohtaki et aI., 2001). Kisspeptin belongs to the RF amide 

family of peptides that possess an Arg- Phe- amide sequence motif at their C-terminus 

(Clements et aI., 2001). International committee for standardization of nomenclature has 

established KISSl and Kissl terms for human and nonhuman kisspeptin genes, 

respectively, and the non-italicized versions of the gene nomenclature are recommended to 

be used for protein products of the gene (i.e., KISSI for human and Kiss! for other 

species) (http://www.informatics.jax.org/mgihome/nomenigene.shtml). However, 

kisspeptin is also considered as an appropriate general term for the peptides. For the 

receptor, KlSSlR and Kisslr should be used for the human and non-human kisspeptin 

receptor genes respectively, and like the ligand, KISSIR and Kiss!r be used for the human 

and nonhuman receptor proteins, respectively (Gottsch et al., 2009). 

Discovery and Biology of Kisslr 

In 2001, four groups working independently, recognized Kissl as a high-affinity peptide 

ligand for orphan G protein-coupled membrane receptor, GPR54 (referred to as AXOR12) 

(Clements et aI., 2001; Kotani et aI., 2001; Muir et aI., 2001; Ohtaki et aI., 2001). Initially 
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General Introduction 

described in the rats in 1999, GPR54 is now termed as"Kisslr" because of its role as a 

Kissl receptor (reviewed in Oakley et a!., 2009). Kisslr gene is localized on short arm of 

chromosome 19 (19p13.3) and the Kisslr mRNA is formed by the transcription of5 exons 

of this gene (Lee et a!., 1999; de Roux et aI., 2003). Kisslr is a 398 amino acid G protein­

coupled receptor that is 40-45% homologous with galanin receptor. Kisslr has a short 

extracellular domain that has potential N-glycosylation sites and an intracellular domain 

having phosphorylation activity (Lee et a!., 1999). Kiss 1 interaction with Kiss 1 r leads to a 

series of events including the activation of phospholipase C and cAMP transduction 

pathways, an accumulation of inositol-(1,4,5)-triphosphate responsible for CaH 

mobilization, arachidonic acid release and phosphorylation of ERK1I2 and p38 MAP 

kinases in CHO-Kl cell lines (Kotani et aI., 2001). 

Expression of kisspeptin in Vertebrate Brain 

Kisspeptins are found in the genomes of many vertebrate species. Expression ofKiss lr and 

its consanguineous ligand, Kissl, has been noticed in several central as well as peripheral 

tissues. In mice, Kissl gene is expressed in the anteroventral periventricular nucleus 

(A VPV), the periventricular nucleus (peN), arcuate nucleus (ARC), anterodorsal preoptic 

nucleus, medial amygdala and bed nucleus of the stria terminalis (Gottsch et aI., 2004; 

Clarkson and Herbison, 2006). Kissl gene is expressed in many areas of the rat central 

nervous system, including the spinal cord, medulla, pons, midbrain, thalamus, 

hypothalamus, amygdala, cerebral cortex, periaqueductal gray, locus coeruleus and spinal 

trigeminal tract. In the hypothalamus, Kissl peptide is highly localized in ARC, 

dorsomedial hypothalamus (DMH), ventromedial hypothalamus (VMH), medial preoptic 

area and paraventricular nucleus (PVN) (Dun et aI., 2003; BraiIoiu et aI., 2005). Kissl 

expression is sexually differentiated in some areas of the brain in the rat. In A VPV, Kiss! 

. cells in the adult females are 25 times more in number as compared to males (Clarkson and 
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Herbison, 2006; Smith et aI., 2006; Kauffman et a!., 2007). Kiss! peptide is expressed in 

the ARC, DMH, medial preoptic area (MPOA), dorsolateral preoptic area, VMH, caudal 

region of the paraventricular nucleus, diagonal band of Broca (DBB), median eminence 

(ME) and bed nucleus of stria terminal is in the sheep (Franceschini et a!., 2006; Pompolo 

et a!., 2006). Kiss 1 peptide expression has been found in the posterior and rostral ARC, 

organum vasculosum of lamina terminalis (OVL T) and zona intema of ME in the goat 

. (Ohkura et aI., 2009). Expression of Kiss! peptide in horse was documented in the POA, 

ARC, VMH, DMH, and medial basal hypothalamus (MBH) (Decourt et aI., 2008; Magee 

et a!., 2009). In the rhesus monkey, Kissl neurons have been identified in the ARC, ME 

and MBH (Shibata et aI., 2007; Ramaswamy et aI., 2008). In the human brain, kisspeptin 

neurons have been observed in the hypothalamus, infundibular stalk, lamina terminalis, 

stria terminalis, infundibular nucleus, tuberal subdivision of the supraoptic nucleus and 

medial septum. Within the hypothalamus, kisspeptin expression has been observed in 

ventral periventricular nucleus, VMH, DMH, POA and PVN (Hrabovszky et aI., 2008; 

20 I 0). 

Many non-mammalian species also show Kiss} mRNA expression in the brain. In frog, 

Kissl mRNA is expressed in forebrain and hindbrain (Lee et aI., 2009). Kissl mRNA is 

expressed in the brain (thalamus and hypothalamic periventricular reigon) of many piscine 

species such as medaka, gold fish, zebra fish and sea bass (Kanda et aI., 2008; Li et aI., 

2009; Mechaly et aI., 2009; Parhar et aI., 2009). 

Expression of Kissl r in Vertebrate Brain 

The expression of Kisslr is also diverse among the vertebrate species. The presence of 

Kisslr mRNA in the rat brain was first reported in 1999 by Lee and colleagues who found 

its expression in pons, midbrain, thalamus, hypothalamus, hippocampus, amygdala, cortex, 

frontal cortex, and striatum. A further detailed examination of rat forebrain revealed Kiss!r 
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protein expression in DBB, medial septum, medial POA, lateral POA, median preoptic 

nucleus, anterior hypothalamus and lateral hypothalamus (Irwig et aI., 2004). Kiss1r m 

RNA expression was diagnosed in PeN and ARC areas of hypothalamus in pigs (Li et aI., 

2008; Tomikawa et aI., 2010). In the rhesus monkey, Kiss1r mRNA expression was noted 

in the ARC, MBH and POA (Shahab et aI., 2005; Shibata et aI., 2007). In the human brain 

KISSlR gene expression was noted in cerebellum, cerebral cortex and brainstem (Muir et 

al.,2001). 

Kiss1r is also expressed in the brain of many non-mammalian vertebrates including frog 

(hypothalamus, forebrain and hindbrain) and bullfrog (fore brain and hypothalamus) (Lee 

et aI., 2009; Moon et aI., 2009). Kiss1r is expressed in the brain (telencephalon including 

optic tectum POA, hypothalamus, midbrain, tegmentum, olfactory bulbs, optic nerves, 

medulla oblongata and cerebeIlum) of a number of piscine species such as tilapia, fathead 

minnow and cobia (parhar et aI. , 2004; Filby et aI., 2008). Two distinct transcripts of the 

Kiss1r differentiated by approximately 80 bp in length and named Ss Kiss1r} and Ss 

Kisslr2 are expressed in brain of goldfish (telencephalon, optic tectum, thalamus and 

hypothalamus) and zebrafish (mid brain, hind brain, diencephalon and telencephalon) 

(Biran et aI., 2008; Mechaly et aI., 2009). 

Expression of Kisspeptin and Kisslr in Peripheral Organs 

Kisspeptin and its receptor expression are not limited to brain rather rich peripheral 

expression has been noted in a number of species. In the periphery, KISSl mRNA is highly 

expressed in the human placenta, testis, pancreas, liver and small intestine (Kotani et aI., 

2001; Muir et aI., 2001). 

Among the peripheral regions, expression of Kiss1r mRNA has been observed in the liver, 

intestine and pituitary of rat (Lee et a!., 1999; Richard et a!., 2008) and in adrenal, prostate, 

testis, thymus, pituitary, heart and lung of pig (Li et aI., 2008). KISSl R is expressed in 
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human placenta, pituitary and pancreas. Its low levels are found in stomach, small 

intestine, thymus, spleen, lung, testis, kidney, and liver (Kotani et a!., 2001 ; Bilban et a!., 

2004; Richard et aI., 2008; Chen et aI., 2011). Kisslr is expressed in peripheral organs i.e . 

. pituitary, heart, kidney, liver, muscle, stomach and gonads of many non-mammalian 

vertebrates including a number of pisceans such as tilapia, gray mullet, fathead minnow 

and cobia (parhar et aI., 2004; Mohamed et aI., 2007; Nocillado et aI., 2007; Martinez­

Chavez et aI., 2008). The other non-mammals in which Kisslr expression has been 

discovered include frog (pituitary, testis, liver, heart and intestine) and bullfrog (pituitary 

and testis) (Lee et a!., 2009; Moon et a!., 2009). 

Role of Kisspeptin-Kisslr Signaling in Physiological Functions 

It has been established now that kisspeptin-Kiss1r signalling plays important roles in a 

number of physiological functions including metastasis suppression, regulation of 

ep oduction and metabolism (reviewed in Sempere et a!., 201 2; Clarke and Caraty 201 3; 

Colledge et a!., 2013). Based on initial observations, role of Kissl was described as 

metastasis- suppressor gene in tumor biology (Lee et aI., 1996; Lee and Welch, 1997a). 

Kissl gene expression and its anti-metastasis activity has been assessed in tumour 

specimens of papillary thyroid carcinoma, melanoma, breast cancer and ovarian carcinoma 

(Lee and Welch, 1997a; 1997b; Ohtaki et a!., 2001 ; Jiang et aI., 2005). Failure of Kiss} 

gene expression was ascribed as a probable cause for metastasis and tumor development in 

gastric carcinoma, oesophageal squamous cell carcinoma and bladder cancer (Sanchez­

Carbayo et aI., 2003; Ikeguchi et aI., 2004). 

Role of Kisspeptin in Regulation of Reproduction 

The fact that kisspeptin-Kisslr system is a major regulator of reproduction was evidenced 

in 2003 by concurrent observations of two independent research groups. They inferred that 

loss of function mutations in KISSlR were the cause of the idiopathic hypothalamic 
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hypogonadism (ll-IH) and delayed pubertal maturation (de Roux et aI., 2003; Seminara et 

aI. , 2003). A mutation in KlSSIR gene was found to be responsible for llllI in a family 

where no involvement of GnRH receptor and GnRH gene (GnRHl) was reported (Bo­

Abbas et aI., 2003). To check whether these mutations alter the function of receptor, 

inositol phosphate production was measured in COS-7 cells expressing Kisslr in response 

to kisspeptin. Inositol phosphate response of the cells with mutant receptor variants was 

decreased by 65% (Seminara et aI., 2003). Another mutation was reported by Lanfranco 

and his colleagues (2005) where an insertional mutation resulted in an elongated Kiss!r 

protein with an elongation of 43 amino acids. This mutation resulted in delayed puberty, 

low testosterone and low response of LH to GnRH. In mice, targeted deletions of Kisslr 

produced the same phenotypic abnormality of reproductive malfunction (Funes et aI., 

2003 ; Seminara et aI., 2003). On the other hand, a heterozygous mutation (Arg386Pro) in 

KlSSIR, in a girl caused idiopathic central precocious puberty resulting in thelarche from 

birth, mild increase in estrogen secretion, development of progressive secondary sexual 

development, accelerated growth and skeletal maturation (Teles et aI., 2008). Mutation in 

Kissl has also been shown to cause reproductive defects in male and female mice 

(d'Anglemont de Tassigny et aI., 2007). These findings lead to the idea that Kissl-Kisslr 

signalling is critical for the beginning of gonadotropin secretion at puberty and to support 

reproduction in the adult. Absence of Kiss 1 signaling in the foregoing situations is likely 

leading to a primary defect in the function of the hypothalamic GnRH pulse generator. On 

the contrary, a gain of function mutation in KISSIR may initiate earlier activation ofGnRH 

pulse generator . 

. Role of Kisspeptin signaling in HPG axis Regulation 

Kisspeptin has an important role in regulating the HPG axis. Peripheral metastin infusion 

causes significant increase in circulating LH, FSH and testosterone levels in the adult men 
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. (Dhillo et aI., 2005). Studies using laboratory animals (rat, mouse, and macaque) have 

demonstrated that kisspeptins potentenly increased LH and FSH release (Gottsch et aI., 

2004; Navarro et aI., 2004; Plant et aI., 2006). Kisspeptin-S4 administration in the medial 

preoptic area (MPOA), rostral preoptic area (RPOA), PVN and ARC in adult male rats 

result in a significant increase in the plasma LH and total testosterone levels after an hour 

of infusion (petterson et a!., 2006). Intravenous or central administration of kisspeptin-l 0, 

results in pulsatile release of GnRH from the hypothalamus, as measured indirectly by LH, 

while administration of GnRH receptor antagonist (acyline) blocks kisspeptin- lO induced 

LH release in the agonadal rhesus monkey (Plant et aI., 2006). The expression of 

hypothalamic Kissl mRNA was observed to be increased at around the time of puberty in 

the male agonadal monkeys as compared to juvenile male monkeys. In ovary intact females 

the Kisslr mRNA increased in mid pubertal monkeys as compared to juvenile (Shahab et 

aI., 2005). Intracerebroventricular injections of kiss pep tin increased the LH and FSH levels 

in the blood of both male and female, prepubertal and adult rats and mice (Gottsch et aI., 

2004; Navarro et aI., 2004; Thompson et aI., 2004; Navarro et aI. 2005a; 200Sb). Foregoing 

observations demonstrate that there is an increase in expression and release of 

hypothalamic kisspeptin which activate the kisslr. This means that the stimulation of 

GnRH neurons by kisspeptin increases with the pubertal deVelopment and this signaling 

shifts the developmental phase from juvenile to pubertal by increasing the GnRH pulse 

frequency. Kisspeptins have been found to stimulate the LH secretion also in the sheep, 

pigs, goats, cows and horses (Abbara et aI., 2013). 

A good amount of data has shown that gonadotrophic system is highly sensitive to 

stimulation by kisspeptins and very low doses as 100 finol to 1 pmol, injected centrally; 

and 0.3 nmol/kg BW, injected systemically, have been observed to significantly increase 

the serum LH levels in rat (Gottsch et aI., 2004; Navarro et aI., 2005a; Tovar et aI., 2006). 
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It was observed that FSH release in vivo was approximately 100-folds less sensitive to the 

stimulation by kisspeptin than LH. A comparison of the data of kisspeptin effect on LH 

release and other neuropeptides and neurotransmitters like glutamate has shown that Kissl 

is the most powerful activator of gonadotropic axis. Stimulation of LH release by 

kisspeptin- lO is abolished in Kisslr-null mice, in which pituitary responsiveness to GnRH 

is retained. This suggests that kisspeptin affects the gonadotrophic axis via Kisslr 

(Messager et aI., 2005) . 

. Action of Kisspeptin on GnRH neurons 

Kisspeptin has been demonstrated to act directly on GnRH neurons that have been shown 

to express Kisslr in rodents and primates. Almost 90% of GnRH neurons express Kisslr 

mRNA in both juvenile and adult mice (Han et aI., 2005). However, the Kissl mRNA was 

increased during the transformation from juvenile to adult life. With the start of puberty, 

kisspeptin production increases and Kisslr signaling changes within the GnRH neurons. 

Administration of kisspeptin, depolarizes 90% of GnRH .neurons in adult mice, and only 

27% and 44%, in juvenile and prepubertal mice, respectively (Han et aI., 2005). GnRH 

. neurons co-express Kisslr mRNA in rat and Kissl induces c-fos expression in >85% of 

GnRH neurons (Irwig et aI., 2004; Han et aI., 2005). Kisspeptin elicited GnRH secretion by 

rat hypothalamic explants (Thompson et aI., 2004; Castellano et aI., 2005). 

Tntracerebroventricular administration of kisspeptin increased the GnRH in cerebrospinal 

fluid in the sheep (Messager et aI., 2005). In humans, an overlapping network of GnRH 

and kisspeptin containing axons has been reported in circum ventricular organs 

(Hrabovszky et aI., 2008). Kisspeptin cell body number decreases during the infant­

juvenile transition in the rhesus monkey. Thus a decline in pulsatile GnRH release during 

the infant juvenile transition may be related to a decrease in the number of kisspeptin 

neurons of the arcuate nucleus during this developmental transition (Ramaswamy et aI., 
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2013). Parenthetically, GnRH antagonists block the stimulation of the gonadotrophin by 

kisspeptin, in the rat, mouse and monkey (Gottsch et aI., 2004; Matsui et aI., 2004b; 

Navarro et aI., 2004; Navarro et aI., 2005a,b; Shahab et aI., 2005). These data strongly 

suggest that kisspeptins control the gonadotrophic axis via hypothalamic GnRH neurons, 

where kisspeptins activate the GnRH secretion which leads to stimulation of LH and FSH 

release from the pituitary. 

In the ME (internal zone and some external zone), kisspeptin and GnRH axons are in close 

and extensive association (Ramaswamy et aI., 2008). Kisspeptin is released into the ME of 

the monkey in a pulsatile manner which matches exactly to the pulsatile release of GnRH 

in the same region (Keen et aI., 2008). Kissl fibers were found very near to GnRH fibers in 

the ME, and kisspeptin causes GnRH release from rat ME in vitro (Inoue et aI., 2008). In 

the sheep, kisspeptin neurons of the ARC project to the external zone of the ME and 

kisspeptin stimulates the GnRH release from ME cultured explants (Smith et aI., 2011). 

This suggests that kisspeptin may also regulate GnRH secretion non-synaptically at the 

level of ME. 

Factors Modulating Kisspeptin Signaling 

Several factors have been shown to regulate the Kiss 1 expression positively or negatively 

. and thus modulating the HPG axis. Sex steroids positively regulate the Kiss1 mRNA 

expression in the PeN and A VPV of both male and female mice through a direct effect on 

the Kissl neurons (Smith et aI., 2005a; 2005b; 2006). Kissl neurons are present in the 

ARC and project to the POA where they are targeted by estrogen-positive feedback which 

causes metastin release into the POA in female rats (Kinoshita et aI., 2005). On the other 

side, Kiss} mRNA is increased in the ARC of rats after gonadectomy which is decreased 

when sex steroid are administered (Navarro et aI., 2004). In the ARC of ewe brain, ovarian 
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steroid hormone negatively regulate Kiss 1 which is substantiated by the finding that 

ovariectomy increases Kiss 1 (pompolo et ai., 2006). 

Energy Balance and Kisspeptin Expression 

Nutritional status is another important factor in the regulation of Kiss 1 expression. 

Negative energy balance down-regulates the Kiss 1 expression in the hypothalamus of rats 

which ultimately produces hypogonadotrophic state, however, normal GnRHILH levels are 

restored when kisspeptin is administered to such animals (Castellano et aI., 2005; Tena­

Sempere, 2006). Similarly, short term fasting decreases the expression of Kiss1 and Kisslr 

in hypothalamus of the adult male rhesus monkey (Wahab et aI., 2011) 

Role of Photoperiodic Length in Kisspeptin Signaling 

Photoperiodic length is an important factor which modulates the Kiss! signaling to control 

reproduction in seasonal breeders. In Syrian hamsters, expression of Kiss1 is increased in 

the arcuate nucleus in long days (LD) and reduced in short days (SO). A chronic 

administration of kisspeptin restores the testicular activity of SD hamsters (Revel et aI., 

2006). Kisspeptin peptide expression is higher in ARC of SO as compared to LD Siberian 

hamster. Acute kisspeptin injection in the Siberian hamster stimulates the LH release in 

both LD and SO conditions in male (Grieves et ai., 2007) but only in SO conditions in 

female (Mason et aI., 2007). Expression of Kiss1 mRNA in the ovine ARC is increased 

during the breading season compared with the nonbreeding season. Kissl is also greater in 

ovarectomized (OVX) sheep and OVX sheep with the estrogen replacement in breading 

season (pompolo et ai., 2006; Smith et aI., 2007; 2008). Interestingly, the LHlGnRH 

response to kisspeptin is greater during the nonbreeding season (Smith et aI., 2009; Li et 

aI., 2011). Expression of Kisslr on GnRH neurons also increases during the nonbreeding 

season (Li et aI., 2011). 
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Effects of Kisspeptin on Peripheral Tissues 

Over the years, a continuous research in kisspeptinology has un-veiled many of the secrets 

of kisspeptin actions in different organs of a variety of species. Apart from central axis, it 

has now been discovered to play roles in peripheral organs as well. Kisslr protein is 

expressed at notably higher levels in the neocortex of fetal adrenals during third trimester 

of pregnancy as compared to adult adrenals (Nakamura et aI., 2007). Kisspeptin increases 

the aldosterone production in fetal neocortex adrenal cells. In addition, kisspeptin enhances 

the angiotensin II stimulated aldosterone production (Nakamura et aI., 2007). Large 

number of pancreatic islet endocrine cells expresses high levels of Kissl and Kisslr, and 

both of them co-localize with insulin and glucagon. This observation clearly suggests that 

there is a relationship between pancreatic endocrine cells and kisspeptin and it also points 

towards the fact that there is a local autocrine or paracrine mode of action for pancreatic 

islet kisspeptin (Hauge-Evans et aI., 2006). Mead et al. (2007) traced a possible role of 

kisspeptin in the cardiovascular system of humans. Expression of KISSI R mRNA was 

noted in the aorta, coronary artery, and umbilical vein, and KISSI and KISSIR localization 

was found in the atherosclerotic plaque of the coronary artery (Mead et aI., 2007). It was 

found that kisspeptin- lO, -13, and -54 may act as promising vasoconstrictors in isolated 

human coronary artery and umbilical vein, producing a vigorous response which is similar 

to the response of angiotensin-II in the coronary artery (Mead et aI., 2007). Collectively, 

these findings indirectly refer to an unusual function of kisspeptin and its receptor in 

mediating the vasoconstriction, especially in blood vessels subjected to atherosclerosis. 

These studies highlight important associations of kisspeptins in the pathophysiology of 

cardiovascular disease. Kissl gene is expressed in rat and human adipose tissue (Brown et 

aI., 2008; 2009: Cockwell et aI., 2012) and regulated by food intake. Food restriction 

increased the Kissl mRNA in fat tissue in rat and high fat diet reduced Kisslm RNA in 
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rat's fat (Brown et aI. , 2008). Kisspeptin administration in adult male rhesus monkeys has a 

stimulatory effect on adiponectin in fed and fasted conditions while kisspeptin infusion has 

no effect on leptin and resistin in fasting conditions. This observation points towards an 

adipocyte stimulatory role of kiss pep tin (Wahab et aI., 2010). 

Role of Kisspeptin Signaling in Regulation of Reproductive Axis at the 

level of Gonads 

It has now been well established that central Kissl signalling regulates the reproductive 

axis. Interestingly, new evidences suggest that Kissl may also act upon reproduction at the 

level of gonads. Expression of Kissl and Kisslr was reported in the adult rat ovary 

throughout the whole estrous cycle (Castellano et aI., 2006). It was observed that in the 

ovary, levels of Kisslr mRNA remain relatively constant throughout the estrous cycle, 

while, the levels of Kissl mRNA vary irregularly, and increase on the afternoon of 

proestrus, directly preceding ovulation (Castellano et aI., 2006). Kiss! expression was 

further noted in the rat ovary and particularly found in the theca layers of growing follicles, 

corpora lutea, and interstitial gland (Castellano et aI., 2006). These observations suggested 

the direct impact of locally produced ovarian kisspeptin in folliculogenesis, ovulation, and 

perhaps luteal function in rats. This may also apply to other animals, including humans and 

marmosets, where kisspeptin has been identified in the ovary (Gaytan et aI., 2009). 

Kisspeptin from the oviduct has been suggested to be engaged in the prevention of ectopic 

(tubal) implantation (Gaytan et aI., 2007). Kisspeptin, thus may regulate post ovulatory 

events in the female reproductive tract. Kisspeptin plays a role also in modulating the 

. uterine implantation (Hiden et aI., 2007). 

High expression of KISSI and a low to moderate KISSI R expression was observed in 

human testis (Kotani et aI., 200!; Ohtaki et aI., 2001). However, it is not known which 

specific cells (Sertoli cells, Leydig cells, germ cells and peritubular cells) in the testis 
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express Kissl and Kisslr. The foregoing studies did not use the techniques which could 

specifY the morphological and histological details associated with kisspeptin and its 

receptor in the testis. These studies mainly used PCR based techniques only. Therefore, the 

role of kisspeptin in the testis as a paracrine modulator could not be identified. Expression 

of Kissl and Kisslr in specific cells of testis may decipher the role of Kiss-Kisslr 

signaling in the paracrinology of testicular functions. 

Morphology of Testis 

The testes are primary reproductive organs in the male. The human testis is enclosed in a 

connective tissue capsule, the tunica albuginea within which smooth muscle fibers are 

found (Kerr et aI., 2006). The mammalian testis is considered to be divided into two 

compartments, tubular compartment consisting of seminiferous tubules and an interstitial 

compartment present between the tubules (Kerr et aI., 2006; Weinbauer et aI., 2010). 

Tubular compartment contains the germ cells and two different types of somatic cells, the 

peritubular cells and the Sertoli cells. The testis is divided into lobules by connective tissue 

septa which contain convoluted seminiferous tubules (Weinbauer et aI., 2010). Interstitial 

compartment contains, in addition to blood vessels, Leydig cells, macrophages and other 

minor components (Sharpe, 1984). The seminiferous tubules constitute 90% of the 

testicular tissue. Continuous cell multiplication involved in spermatogenesis requires 

nutrition and energy in the tubule (Setchell, 1978). In many mammals, an interstitial fluid 

. (IF) surrounds the seminiferous tubules and fills the interstitial spaces. This fluid transports 

all hormones and nutrients from the bloodstream and is formed by filtration from the 

capillaries (Fawcett et aI., 1973; Clarke, 1976). The human seminiferous tubules are 

covered by a basal membrane, (a layer of collagen) and the layer of peritubular cells. 

Several factors are expressed by peritubular cells such as panactin, desmin, gelsolin, 

smooth muscle myosin and actin that are involved in cellular contractility (Holstein et a!., 
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1996). These cells have an important role of transporting mature sperms towards the exit of 

seminiferous tubu les by contractions (Weinbaur et aI., 2010). Peritubular contractility is 

mediated by endothelin and this effect is modulated by the relaxant peptide adrenomedullin 

produced by Sertoli cells (Romano et aI., 2005). 

Sertoli cells are somatic cells, named after Enrico Sertoli an Italian physiologist. They are 

located on the basal membrane and extend to the lumen of the tubules. Morphology of 

Sertoli cell is connected to their function. They are responsible for determining the final 

testicular volume and sperm production in the adult (Weinbaur et aI., 201 0). Importance of 

the foregoing is demonstrated by the evidence that decrease of Sertoli cell numbers 

produced by an antimitotic substance leads to a reduction of testicular volume and sperm 

production (Weinbaur et aI., 2010). Sertoli cells build tight junctions between each other, 

thus forming the blood testis-barrier. Blood-testis-barrier divides the seminiferous 

epithelium into basal and adluminal reigons which are different in their anatomy and 

function. Germ cells are transported from basal to adluminal area during their division 

through dissolving of blood testis barrier. Earlier stages of germ cells are located within the 

basal reigon and the maturing germ cells are located in the adluminal reigon (Kerr et aI., 

2006). 

Various germ cells are arranged in typical cellular associations within the seminiferous 

tubules known as spermatogenic stages. In humans, spermatogonia are present at the base 

of the seminiferous epithelium and are of two types i.e. A and B. From a cytological point 

of view, type A spermatogonia can be further divided into two types, the Ad (dark) and the 

Ap (pale). The Ad spermatogonia have been found to have no proliferating activity under 

normal circumstances (Russel et aI., 1990), while, the Ap spermatogonia divide into two B 

spermatog~nia (Ehmcke and Schlatt, 2006): B spermatogonia are converted into the 

preleptotene spermatocytes (primary spermatocytes) directly without any meiotic division 

17 



General Introduction 

(Alastalo et aI., 1998). Spermatocytes go through different phases of the meiotic division 

leading to secondary spermatocytes (with haploid chromosomal set in duplicate form) and 

haploid spermatids. Spermatids are mitotically inactive cells, which, by condensation, 

structural rearrangement, formation of a flagellum and the expulsion of a large part of 

cytoplasm are differentiated into sperm. The main event during the maturation phase of the 

spermatids is the expulsion of the rest of the cytoplasm as the residual body. Residual 

bodies are phagocytosed by Sertoli cells and have a regulatory role. Elongated spermatids 

and their residual bodies influence the secretory function of Sertoli cells (production of 

tubular fluid, inhibin, androgen-binding protein and interleukin-1 and 6). The release of 

sperm into the tubular lumen is called spermiation and it is influenced by hormonal 

modifications (Kerr et aI., 2006). 

Functions of the Testis 

Testis performs two main functions; spermatogenesis, production of mature sperm from 

spermatogonia and steroidogenesis production of testosterone. Spermatogenesis takes place 

in the tubular compartment and testosterone production in the Leydig cells. 

Spermatogenesis involves the conversion of an undifferentiated stem cell (type A 

spermatogonium) into a highly differentiated immature spermatozoan. These germ cells are 

in close association with Sertoli cells. Sertoli cells provide most of the nutritional and 

physical support for the developing germ cells (Sharpe, 1983). Spermatozoan is produced 

from a type A spermatogonium through successive stages and in each stage different germ 

cell types are associated (Clermont, 1972). These stages follow each other, so that along 

the length of an individual seminiferous tubule in rat, stage I will be followed by stage II 

and preceded by stage XIV. This spatial distribution is termed as the spermatogenic wave 

(Kerr and de Kretser, 1981). Specific stage has its own requirements of Sertoli cells 

secretions for the developing germ cell (Waites and Gladwell, 1982). 
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Testicular steroidogenesis involves the production of androgens within the interstitial 

compartment (Leydig cells) of the testis (Kerr et aI., 2006). The process is carried out 

under the control of the pulsatile release of the LH acting through the LH receptor on the 

surface of the Leydig cells (Dufau, 1996). Testosterone is the most biologically important 

androgen synthesized in the testis. Testosterone synthesized by the Leydig cells can be 

secreted into the circulatory system or it can be metabolized further to its highly active 

metabolite, dihydrotestosterone in the Leydig cells. Testosterone is synthesized by a 

sequence of enzymatic reactions that convert the substrate cholesterol, initially into the 

pregnenolone, and then through a number of steroid intermediates to testosterone (Hall, 

1994). 

Regulation of Testicular Functions 

Functions of testis are regulated by a classical pituitary input or by a local regulation. 

Central Regulation of Testicular Functions 

Hypothalamus and pituitary have been demonstrated to be involved in regulating both the 

functions of testis. In turn, testicular hormones have also been known to carry out the 

negative feedback regulation of the HPG axis (Leutjens et aI., 2005). Testosterone inhibits 

the secretion of LH and FSH and inhibin inhibits FSH (Boepple et aI., 2008). Either LH or 

FSH alone is capable of initiating and maintaining spermatogenesis only qualitatively 

while quantitative maintenance of spermatogenesis requires both LH and FSH (Weinbauer 

et aI., 2004). It was found that in patients with activating mutations of the LH receptor or 

testosterone producing Leydig cell tumors, complete spermatogenesis occurs. This 

suggests that high local levels of testosterone induce sperm production. Treatment of such 

patients with human chorionic gonadotropin (heG), which contains high LH activity, 

maintained spermatogenesis. On the other hand, patients having a defective FSH p subunit, 

had azoospermia (Lindstedt et aI., 1998; Phillip et aI., 1998). In men, in whom, 

19 



General Introduction 

gonadotropin is suppressed; either FSH or LH maintained spermatogenesis (Matthiesson et 

a1. 2006). FSH can also stimulate Leydig cell numbers in immature primate testis. These 

stimulatory effects have been observed in the absence of endogenous LH (Haywood et aI., 

2003) and are mediated via the FSH receptor. Gonadotropins are also involved in 

activating the Sertoli cell proliferation (Schlatt et aI., 1995; Plant et aI., 2005). 

Regulation of Testicular Functions by Local Testicular Factors 

Apart from the central endocrine regulation, it has been found that complex machinery of 

cells within the testis is also involved in controlling the testicular functions. The local 

factors may be paracrine (act on neighbouring cells by diffusion between them) and 

. autocrine (factors which act on the same cells from which they are released). The local 

interactions of testicular cell are also referred to as paracrinology (Weinbauer and Wessels, 

1999). Local factors are considered as regulators of pituitary hormone action and 

intracellular communication (Weinbaur et aI., 2001). Local interactions also involve the 

interplay between the different testicular compartments (Weinbauer et aI., 2010). This 

communication exits between peritubular cells and Sertoli cells, between Sertoli cells and 

germ cells and between germ cells themselves (Skinner et aI., 1991). 

Sertoli cells establish numerous morphological and structural connections with germ cells 

and control the spermatogenesis in all aspects. Moreover, there is a stage specific 

organization of Sertoli cells in epithelium (Jegou et aI., 1992). Blood testis barrier formed 

by the Sertoli cells establishes a special environment for the meiotic process and sperm 

development as well as it is the physical isolation of haploid germ cells to prevent 

recognition by the immune system (Weinbauer et ai., 2010). Sertoli cells keep interaction 

with germ cells through the secretion of many factors and participate in the local regulation 

of spermatogenesis. These factors include growth factors, cytokines, transferrin, 

connexion-43, plasminogen activator and many other molecules. The growth factors 
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secreted by Sertoli cell include transforming growth factor (TGF)a and p, insulin-like 

growth factor I (IGF-I), fibroblast growth factor (FGF), inhibin, activin, nerve growth 

factor (NGF), and epidermal growth factor (EGF). Generally, TGFa and IGF-I have a 

stimulatory action in the testis, while TGFp acts as an inhibitor. FGF and IGF have been 

found on Sertoli cells and germ cells. IGF-I concentrations are positively related to the 

number of pachytene spermatocytes. In men, IGF-I shows the highest expression in 

pachytene spermatocytes and stimulates DNA synthesis in mitotic germ cells (Skinner et 

aI., 1991). EGf and TGF have been identified to be involved in the survival and 

proliferation of type A spermatogonia and FGF in mitosis of spermatogonia and Sertoli 

cell-germ cell interactions. NGF has important role in the structural organization of the 

human seminiferous tubules and is an important regulator of meiotic division in the rat 

(Hneji et aI., 1991). Inhibins have been detected in primate Leydig cells and Sertoli cells 

(Vliegen et at, 1993). Activins are considered to stimulate spermatogonial proliferation 

whereas inhibins exert inhibitory actions. It has been found that serum concentrations of 

inhibin are related to spermatogenic activity, testis size and sperm production (Meachem et . 

al. 2001; Boepple et al. 2008). Connexin 43, a transmembrane protein, is involved in 

Sertoli cell maturation and division (Brehm et aI., 2007; Sridharan et aI., 2007). Immune 

factors may also play a more direct role during testicular steroidogenesis and 

gametogenesis (Hedger, 2002; Fijak and Meinhardt, 2006). These factors involve 

leucocyte, macrophage and mast cell products. Sertoli cells also secret some cytokines such 

. as interferon, tumor necrosis factor (1NF), interleukins, leukemia inhibing factor (LIF), 

and stem cell factor (SCF). TI..J'F and LIF are thought to playa role in Sertoli cell-germ cell 

interactions (Benahmed, 1997) and LIF has been implied in the autocrine control of Sertoli 

cell proliferation (Hara et aI., 1998). Interleukin 1 (ILl) has a role in DNA synthesis in 

. spermatogonia in rat testis (Cohen and Pollard, 1998). SCF is synthesized and secreted by 
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Sertoli cells and its receptor is expressed on spennatogonial surfaces. SCF and its receptor 

(c-kit) are essential local factors that monitor germ cell migration during spennatogonial 

differentiation in the adult testis (Loveland and Schlatt, 1998). Secretion of plasminogen 

activator by the Sertoli cells is stage specific and increases 10- to 30-fold at stages VII and 

VIII of the cycle than at other stages of the spennatogenesis (Sharpe, 1983). Transferrin is 

secreted preferentially at stages IX-XII of the cycle. Transferrin is important for supplying 

iron to genn cells in the adluminal compartment of the Sertoli cell (Skinner and Griswold, 

1980). 

Testosterone, a classic endocrine factor, has also been demonstrated to act as local 

regulator of spermatogenesis. In rodent, selective elimination of Leydig cells, interruption 

of testicular testosterone transport and specific Sertoli cell androgen receptor knockout 

models caused alterations of germ cell maturation (Takaimya et aI., 1998). Peritubular cells 

express the androgen receptor in the non-human primate and testosterone induces the 

fonnation of smooth muscle actin in the peritubular cells during prepubertal testicular 

maturation (Schlatt et al. 1993). FSH receptors are found only on Sertoli cells suggesting 

that FSH influence testosterone action indirectly through Sertoli cell factors (Schlatt et a!., 

1993). Recombinant FSH stimulates testosterone production by Leydig cells in men 

through a Sertoli cell secreted non steroid factor which amplifies the LH response (Levalle 

et al. 1998) and in patients with selective FSH deficiency by paracrine mechanism on 

Sertoli cells (Lofrano-Porto et aI., 2007). 

It is now established that Sertoli cells support germ cells in every possible way, on the 

other hand, there are also evidences supporting the fact that genn cell might control the 

activity of Sertoli cells. Administration of specific testicular toxins for the elimination of 

specific germ cells, stimulated changes in the secretion of inhibin from Sertoli cells (Jegou, 
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1993; Sharpe, 1994). Sertoli cells have variable requirements for metabolic substances 

depending on the phase of spermatogenic cycle and are under the local control of germ 

cells (Franca et aI., 1998). Pachytene spermatocytes and early stage round spermatids, have 

been shown to influence Sertoli cell function. Germinal cell conditioned medium 

stimulates the phosphorylation of specific proteins and increase in transferrin gene 

expression activity in Sertoli cells. NGF gene expression has been observed in 

spermatocytes and early spermatids (Skinner et aI., 1991). NGF has been shown to increase 

the viability of Sertoli cells in culture and to increase the levels of androgen binding 

protein (Lonnerberg et aI., 1992; Parvinen et aI., 1992; Chen et aI., 1997). Germ cells 

secrete such factors which act on other germ cells in seminiferous epithelium and in this 

way such germ-germ cells interaction is also an important part of testicular paracrinology. 

The OCT-4 transcription factor is expressed by type A spermatogonia of the adult mouse 

testes and it is involved in enhancing the activity of spermatogonia (pesce et aI., 1998). 

Neurogenin 3(Ngn3) is expressed by the earliest spermatogonia (Yoshida et aI., 2004). 

GFRa (receptor of glial cell line-derived neurotrophic factor) is expressed by early 

spermatogonia and has a role in stem cell self-renewal. SALL4 is a zinc finger 

transcription factor and a spermatogonial marker (Elling et al. 2006). In vitro, SALL4 

stimulates embryonic stem cell proliferation (Phillips et aI., 2010) 

Kisspeptin: A Neuropeptide acting as Local Testicular factor 

It is interesting to mention that many neuropeptides are expressed in the testis including 

GHRH, CRH, ACTH and GnRH (Weinbaur et aI., 2010). Gonadotropin inhibitory 

hormone (Gnlli) has been recently added to the list of neuropeptides and factors which are 

expressed by germ cells of testis. GnIH (RFRP) peptide expression was described in 

spermatids in hamster testis. RFRP receptor (GPR147) was found in late pachytene 

spermatocytes (Zhao et aI., 2010). GnIH expression has also been determined in the germ 
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cells of rhesus monkey (Bentley et aI., 2010). Kiss 1 expression in human testis may 

provide a new paracrine player (Kotani et aI., 2001). Peripheral kisspeptin administration 

in acyline clamped pituitary of rhesus monkey stimulated hCG dependent testosterone 

release (Irfan et aI., 2008). Moreover, in adult male monkeys, continuous intravenous 

infusion of kisspeptin invariably exaggerated plasma testosterone concentrations for a 

given LH stimulus (Ramaswamy et aI., 2007). These factors point towards an involvement 

of Kissl-Kisslr signaling in regulating testicular functions. Recently the presence of 

KISS 1 and its receptor have been demonstrated in mature human spermatozoa and small, 

but significant changes in sperm motility were induced by KISS I that was reduced in the 

presence of the receptor antagonist p234 (pinto et aI., 2011). Thus, KISSI, acting via 

KISS IR could activate the signal transduction pathways to modulate sperm movement in 

humans (pinto et aI., 2011). Foregoing evidence strongly suggests a local action of Kiss 1 in 

the primate testis. However, there is still a lack of information about precise location of 

action of Kiss I in the testis. The previous studies utilized only RNA expression techniques 

like reverse transcriptase PCR (RT-PCR) and in situ hybridization which do not highlight 

the morphology of the testis. Characterization of specific cells within the testis and 

specifically of germ cell types may have an important role in unveiling the kisspeptin as a 

direct local regulator of testis. The present study was therefore, designed to characterize the 

expression of Kiss 1 and Kisslr in the testis of non-human primate using rhesus monkey as 

a model and also to evaluate the functional significance of this expression with respect to 

the testosterone and inhibin secretion. Parenthetically, it was also sought to measure the 

levels of kisspeptin in various testicular circulation fluids. Objectives of the present study 

were, therefore, 
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Objectives of the Present Study 

1: To study the expression of Kiss 1 peptide and Kiss 1 r protein in the testis of adult 

male rhesus monkey. This was done specifically by: 

a . Examining the expression of Kissl and Kisslr mRNA analysis in adult male 

rhesus monkey testis by using reverse transcriptase peR, and 

b. Localizing the Kiss! and Kisslr protein on testicular cells using double label 

immunohistochemistry. 

2. To evaluate the functional significance of Kissl and Kisslr expression in the 

testis of adult rhesus monkey. This was done by challenging different kisspeptin doses to a 

culture of testicular tissue of adult rhesus monkey and assessing testosterone and inhibin 

responses in vitro. 

3. To verify the possibility of release of kisspeptin from the testis tissue because of 

its local production, a comparison of kisspeptin levels was done in rhesus monkey testis 

homogenate preparation, testicular vein, and spermatic vein. 
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GENERAL MATERIALS AND METHODS 

Animals 

A total number of eleven adult intact male rhesus monkeys (Macaca mulatta), 7-9 years 

old, weighing 8.3 -14.7 kg were used in the studies described in this thesis. Their testicular 

volumes were 19.1 -61.4 ml. The animals were housed in individual cages and maintained 

under semi-controlled environmental conditions with temperature (25±3°C) and light 

(06:00-: 18:00) in the Primate Facility ofthe Qauid-i-Azam University, Islamabad. Standard 

monkey diet supplemented with fresh fruits (09:00-09:30 h), boiled eggs (11 :00 h) and 

bread (13:00-13:30 h) was provided daily. Water was available ad libitum. All animal 

experiments were approved in advance by the Departmental Committee for Care and Use 

of Laboratory animals. 

A formal power analysis was not carried out to determine the animal sample size to be 

statistically correct. The selection of sample size was rather based on literature studies. 

Moreover, as primates are expensive animals so their sample size was taken small in an 

experiment. 

Fluorescence Immunohistochemistry 

Tissue Collection 

. For immunohistochemical studies, testes were obtained from 6 adult intact male rhesus 

monkeys weighing 6.8-14.7 kg and their mean testicular volume was 45 ml ± 1. The 

monkeys were sedated with ketamine hydrochloride (Ketler, Astarapin, Germany) given at 

a dose of 10 mg/kg body weight (8W) intramuscularly and then euthanized with ketamine 

hydrochloride 25-30 mg/kg BW intravenous injection. These animals were euthanized for 

taking hypothalami to be used in another study (Wahab et aI., 2010). After removing the 
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tunica albugenia, about 100 mg testicular tissues were obtained from anterior pole of left 

testis of each animal. The testicular tissues were immediately transferred to Sera fixative. 

The experiments were carried out during September 2009. 

Tissue Fixation and Processing 

For immunohistochemistry, testicular tissues were immersion-fixed in formaldehyde­

alcohol-acetic acid fixative (60 ml absolute alcohol (Sigma-Aldrich GmbH, Steinheim, 

Germany), 30 ml of formaldehyde (Merck, Darmstadt, Germany) and 10 ml of glacial 

acetic acid (Merck) for 4-5 hours. The tissues were then passed through graded alcohols 

and placed in cedar wood oil (Serva Electophoresis, GmBH, Heidelberg, Germany) until 

they appeared clear. Tissues were then washed twice (10 min) with benzol, placed in 

benzol+paraplast (1: 1) (Fluka AG, Buchs, Switzerland) for 20 min and then washed 3 

times (3 x 12 h) in Paraplast (Fluka AG, Buchs, Switzerland) at 60 DC to keep it in liquid 

state. Finally, the tissues were embedded in paraffin and sectioned at 5 ).UTI on a Shandon 

Finesse 325 microtome (Thermo Electron Cooperation, Waltham, MA, USA). 

Immunohistochemistry Procedure 

Paraffin embedded 5 I!ffi thick sections were de-waxed in xylene (Merck, Darmstadt, 

Germany), rehydrated through descending grades of alcohol and rinsed in distilled water. 

The sections were then washed in 0.1 M Tris-buffered saline (TBS) (PH 7.4), mounted on 

superfrost slides (Santa Cruz Biotechnology, Heidelberg, Germany) and dried over-night. 

Antigen retrieval was then performed using citrate buffer (PH 6.0) and heating in a 

microwave oven (2x3 min). The slides were then washed in TBS (3xlO min) and incubated 

in following blocking solution (10% normal serum of the specie in which secondary 

antibody was raised + 0.3 % Triton X-IOO (Merck, Darmstadt, Germany) in TBS) for 2 hat 

room temperature. In the case of double label, immunohistochemistry procedures for both 

the antigens were run separately till the secondary antibody incubation. Sections were 
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incubated in primary antibodies (and in a cocktail of primary antibodies in case of double 

fluorescence) prepared in TBS containing 10% normal goat serum and 0.3% Triton X- lOO 

at 4 DC for 72 h. The antibodies used are shown in table 1. The sections were then washed 

in TBS and incubated with relevant secondary antibodies in phosphate buffer (PB) for 2 h 

and counterstained (3 min) with 0.3% Sudan black B (dissolved in 70% ethyl alcohol). The 

sections were then mounted with a preparation of an anti-fade fluorescent medium 

(DAKO, Carpentaria, CA, USA) and 4',6-diamidino-2-phenylindole, dihydrochloride 

(DAPI; nucleic acid stain, Molecular Probes, Eugene, Oregon, USA). Sections were then 

coversliped and kept at 4°C until examined. 

Microscopy 

Slides were viewed under 20x and 40x objective lenses on a Zeiss AXIO microscope with 

tluoresence lamps (Carl Zeiss, Inc, GMBH, lena, Germany). Fluorescence images of single 

. or double labeling were created using Zeiss image analysis software by using fluorescence 

filters: Alexa fluor 488, Alexa fluor 546 and texas red 546. Single label fluorescence 

images for kisspeptin and inhibin, and kisspeptin and T4 were merged to get double 

labeled images. 
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Table 1. Primary and Secondary Antibodies used in Immunohistochemistry 

Tissue Peptide Primary Dilution Reference of Source 

Antibody specificity 

Testis Kissl Sheep anti 1:120,000 Ramaswamy Prof Dr. Stephen 

human(GQ2) et al. (2009). Bloom (Imperial 

College, London, 

UK). 

Testis Kisslr Rabbit anti- 1:1000 Bilban et al. Phoenix 

AXORl2 (2004). Pharmaceuticals, 

Brisbane, 

Australia 

Sertoli Inhibin Mouse 1 :100 Groome et al. Serotec, 

cell monoclonal (1990). Melbourne. 

anti human Australia 

inhibin 

alpha(Rl) 

Leydig 17~-HSD3 Goat anti- 1:100 Nanjappa et Santa Cruz 

cell 17~-HSD3(c- al. (2012). Biotechnologies, 

14) Melbourne, 

Australia 

Sperm TPXI(now Rabbit anti 1:200 O'Bryan et al. Dr. Moira 

called T4 (2001). O'Bryan (Monash 

CRISP2 ) Institute of 

Reproduction and 

Development 

Melbourne, 

Australia) 
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Testicular Tissues Biopsy 

Testis tissues were collected from five intact adult rhesus monkeys for in vitro 

experimentation. The animals were anesthesized with intramuscular injection of 10 mg/kg 

BW ketamine hydrochloride. An incision was given in the anterior side of scrotum with a 

sharp scalpel blade. The testes were exteriorized from the scrotum. Firstly, 1 ml of 

testicular vein blood (TV) and spermatic vein blood (SV) were taken from left testis with 

the help of a heparinized 1 ml/cc 27 gauge syringe. Secondly, testis biopsy was carried out 

on the same tissue for RT-PCR, testis homogenate preparation and testiscular incubations. 

For testicular biopsy, a 2-3 cm incision was given in the tunica vaginalis, at the proximal 

. side of the testis, avoiding veins, so that the testis parenchyma was exposed. A total of700 

mg testicular tissue was taken carefully from each animal. For RT-PCR and testis 

homogenate preparation, 100 mg tissue per study was taken from each monkey testicular 

tissue, weighed and immediately preserved in liquid nitrogen and then saved at -70°C. For 

testis incubation studies, five fragments of testis tissue (each 100 mg) were collected, 

weighed and kept in ice chilled incubation medium (Dulbecco's modified eagle's medium 

(DMEM» and fetal calf serum (FCS). Afterwards, tunica vagina lis, peritonium and skin 

each were sutured separately. A preparation of penecillin and streptomycin was sprinkled 

on the wound to avoid infection. All the instruments were autoclaved before use. A single 

shot of long-acting antibiotic was given after surgery. Stitches were removed after 2 weeks. 

Reverse Transcriptase Polymerase Chain Reaction (RT -pe R) 

Tissue Collection 

For the measurement of mRNA, by RT-PCR, approximately 100 mg of testicular tissues 

were collected from biopsied tissues of each monkey under sterile surgical conditions. 
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These tissues were immediately frozen in liquid nitrogen and kept at -70°C until used for 

RNA extraction. 

Reverse Transcriptase Polymerase Chain Reaction (RT-PCR) 

Total RNA was extracted from testicular tissue using the TRIzol reagent (Invitrogen Life 

. Sciences, Carlsbad, CA, USA) and reverse transcribed with a First Strand eDNA Synthesis 

kit (Fermentas, Osaka, Japan). Kiss1 and kiss1r primers were designed to target a segment 

comprised within the cloned eDNA. Primers sequences were selected as described by 

Wahab et al. (2010). The primer sequences were synthesized by Fermentas and 

ThermoFisher Scientific (Osaka, Japan) and were as follows:-

Kisslr: forward - 5'-CTCGCTGGTCATCTACGTCA-3 ', 

reverse -5' -CGAACTTGCACATGAAATCG-3 ' 

Kiss1: forward -5 '-CTGGAATCCCTGGACCTCTC-3' 

reverse 5'-TTGTAGTTCGGCAGGTCCTT-3'. 

Amplification of cDNA was carried out in a reaction mixture of 50 ~l. The mixture 

consisted of 3fll of eDNA, 0.7 ~t1 Taq polymerase, 35 ~l RNAse free water, 2.5 ~l of each 

forward and reverse primer, 5 ~l reaction buffer and 1.3 ~l dNTP. PCR conditions were: 10 

min at 95°C, 40 cycles of 30 seconds (s) at 95°C, 1 min at 60DC, 30 s at 72 DC using a 

thermocycler (Whatman Biometra, GmBH, Goettingen, Germany). Glyceraldehyde 3 

phosphate dehydrogenase (GAPDH) was used as an internal control. 

Pharmacological and General Reagents 

The following pharmacological reagents were used in this study. 

1. Ketamine hydrochloride (Ketler, Astarapin, Germany) 

2. Heparin (Rotex medica, Trittau, Germany) 

3. Human kisspeptin-lO (KP1O; amino acid 112-121; Calbiochem, La Jolla, CA, USA) 

4. TRIzol® (Invitrogen Life Sciences, Carlsbad, CA, USA) 
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5. Human chorionic gonadotropin (hCG; IVF-C, Iksan-si, leonbuk-do, Korea) 

6. Normal saline (0.9% NaCl; A-Z pharmaceuticals, Kasur, Pakistan). 

7. Follitropin beta (Follicular stimulating hormone; Puregon, Organon, Oss, Netherlands) 

8. DMEM (Invitrogen, Gibco, N.Y, USA) 

9. FBS (Fetal Bovine Serum, Hyclone, Cramlington, UK) 

In Vitro Studies 

Testicular Tissue Incubation 

Analysis of the direct effect of kisspeptin on testosterone and inhibin secretion was carried 

out by using the testicular slice incubation method which was done as previously described 

by Roulet et al. (2006) with slight modifications. Testicular tissues were biopsied from 

adult rhesus monkeys. The tissues were de-capsulated, weighed and cut into five fragments 

of approximately 100 mg which were immediately transferred to fresh ice cold Dulbecco's 

modified Eagle's medium (DMEM) with PH 7.4. Testicular slices were incubated for 1 h 

in 2 ml DMEM containing 1.2 gil sodium bicarbonate, glucose (1 mglml), 50 IU/ml 

penicillin, 50 Ilglml streptomycin and 10% FBS in 5 ml culture tubes under 5% C02 and 

95% air at 32°C in a C02 incubator. After incubation for 1 h, the media was replaced with 

medium containing kisspeptin at five different dose rates (no dose, 1pm, lOpm, 100pm, 

1000pm). Aliquots of 100 III were then taken from each tube after 30, 60 and 120 min of 

incubation and stored at -20°C until assay. Then, all media was removed and replaced with 

media containing 1 DIU HCG. RCG incubation was used to evaluate the viability of the 

Leydig cells to secrete testosterone in the culture conditions. 100 III aliquots of the medium 

were taken after 3 h. Again all the media was replaced with medium containing 100 nglml 

FSH and 100 III aliquots were taken after 2 h. FSH incubation was used to measure the 

viability of Sertoli cells to secrete inhibin. 
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Testicular Homogenate Preparation 

The testis homogenate preparation was done as previously described by Laurenzana et a1. 

(2002). For the preparation of testis homogenate 100 mg of testis was taken from biopsied 

fragments of testis and immediately frozen in liquid nitrogen. For homogenate preparation, 

the testis were thawed and homogenized in 100 J.ll of 50 mM phosphate buffer (PH 7.4) 

using a pestle morter. Aliquots of the homogenates were stored at -80°C until kisspeptin 

assay. 

Collection of Testicular Vein Blood, Spermatic Vein Blood and 

Peripheral Blood from Adult Rhesus Monkey 

The method for testicular venous blood, spermatic vein blood and peripheral blood 

collection was adopted as described by Waites et a1. (1974). Five adult }ntact rhesus 

monkeys were used in the study. Each testis was exposed through a 2-3 cm incision in the 

anterior aspect of the scrotum under ketamine anesthesia. Testis was removed from the 

scrotum. For the collection of testicular venous blood from the testis, heparin coated 

insulin syringe was inserted in the testicular vein on the surface of the testis, and 1ml blood 

was slowly collected from the testicular vein (Figure 1). Testicular vein was differentiated 

from the artery on the basis that veins run towards the proximal part of testis and form 

branches there while artery run around distal part of testis. Blood samples were also 

collected from one of the spermatic veins at the proximal end of the spermatic cord into 

heparinized tubes (Figure 1). Blood from a peripheral vein (saphenous vein) was also 

collected. 
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TV 

Figure 1. Diagrammatic representation of testicular vasculature of a monkey testis. Blood 

was collected from one of the spermatic veins of spermatic cord (SC) and from a testicular 

vein (TV). 

Hormone Assays 

Plasma testosterone, inhibin, and kisspeptin concentrations were determined by using 

specific enzyme linked immunoabsorbent assays. Testosterone, inhibin and kisspeptin kits 

were obtained from the following companies, respectively, Amgenix Microlisa ™ (San 

Jose, CA, USA), Beckman Coulter (Brea, CA, USA) and Phoenix pharmaceuticals 

(Burlingam, CA, USA). The assays were performed according to the manufacturer's 

instructions. 

The sensitivity of the testosterone assay was 0.05 ng/ml and intra- and inter-assay 

coefficients of variation were both < 10%. Sensitivity of the inhibin assay was 2.6 pglml 

and the intra- and inter-assay coefficient · of variation was < 6%. The sensitivity of the 

Kissl (68-121) amide/metastin (1 -54) amide (human) assay was 0.13 ng/ml and intra assay 

variation was < 10% and inter assay variation was < 15%. The assay shows 100% cross 
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reactivity with metastin (1 -54) amide !Kiss1 (68-121) amide (human), metastin (45-54) 

amideIKiss1 (112-121) amide (human) and RFRPI (human). 

Testosterone EIA 

Principle of the Assay 

The testosterone EIA is based on the principle of competitive binding between testosterone 

in the test specimen and testosterone-HRP conjugate for a constant amount of rabbit anti 

testosterone. Goat anti rabbit IgG coated wells are incubated with 10 J.lI of testosterone 

standards, controls, samples, 100 J.lI testosterone HRP conjugate reagent and 50 J.lI rabbit 

anti testosterone reagent at 37°C for 90 minutes. During the incubation, a fixed amount of 

HRP labeled testosterone competes with the endogenous testosterone in the standard, 

sample, or quality control serum for a fixed number of binding sites of the specific 

testosterone antibody. Thus the amount of testosterone peroxidase conjugate 

immunologically bound to the well progressively decreases as the concentration of the 

testosterone in the specimen increases. Unbound testosterone peroxidase conjugate is then 

. removed and the wells are washed. Next, a solution of the tetramethylbenzidine (TMB) 

reagent is then added and incubated at room temperature for 20 minutes, resulting in the 

development of blue colour. The colour development is stopped with the addition of IN 

HCl and the absorbance is measured spectrophotometricaly (Microplate Reader, BIO RAD, 

Tokyo, Japan) at 450 nm. The intensity of the colour formed is proportional to the amount 

of unlabeled testosterone in the sample. A standard curve is obtained by plotting the 

concentration of the standard versus the absorbance. The testosterone concentration of the 

specimens and controis run concurrently with the standards thus can be calculated from the 

standard curve. 
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Assay Procedure 

Coated wells were secured in the holder and 10 III of standards, specimens and controls 

were added into appropriate wells. 100 III of testosterone-HRP conjugate reagent and 50 III 

of rabbit anti testosterone reagent were then dispensed into each well. They were mixed 

and incubated at 37°C for 90 minutes. The microwells were then rinsed and flicked 5 times 

with distilled water. Subsequently, 100 III of TMB was dispensed into each well, gently 

mixed for 10 seconds and incubated at room temperature (18-25°C) for 20 minutes. The 

reaction was stopped by adding 100 III of stop solution to each well and gently mixed for 

30 seconds till all the blue color changed to yellow completely. Absorbance was read at 

450 nm with a microplate reader within 15 minutes. 

Inhibin ELISA 

Principle of the Assay 

The inhibin B ELISA is an enzymatically ampli led three-step "sandwich" assay. In the 

assay, calibrators, controls and samples are incubated in microtitration wells which have 

been coated with anti-activin B antibody. After incubation and washing, the wells are 

incubated with biotinylated anti-inhibin a-subunit detection antibody. After a second 

incubation and washing step, the wells are incubated with streptavidin labeled with the 

enzyme horseradish peroxidase (HRP). After a third incubation and washing step, the wells 

are incubated with the substrate TMB and an acidic stop solution is added. The degree of 

enzymatic turnover of the substrate is determined by dual wavelength absorbance 

measurement at 450 nm as primary test filter and 630 nm as primary reference filter. The 

absorbance measured is directly proportional to the concentration of inhibin B in the 

samples. A set of inhibin B calibrators is used to plot a calibration curve of absorbance 

versus inhibin concentration. The inhibin concentrations in the samples can then be 

calculated from this calibration curve. 
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Assay Procedure 

Following reagents were first prepared as given: 

1. Wash Solution: 1 part wash concentrate B was diluted with 24 parts of deionized water. 

2. Inhibin B antibody-biotin conjugate: The inhibin B antibody-biotin conjugate 

concentrate was diluted (10-30 minutes prior to use) at a ratio of 1 part into fifty parts of 

inhibin B biotin conjugate diluent, according to the number of wells used. For an entire 

plate, 220 J.lL of the concentrate was pipetted into 11 mL of the inhibin B biotin conjugate 

diluent. 

All samples and reagents were allowed to reach the room temperature (-25 DC). The 

reagents were mixed thoroughly by gentle inversion before use. Calibrators and controls 

were assayed in duplicate. The microtitration strips to be used were marked. Fifty J.tL of the 

calibrators, controls and samples were pipetted in the appropriate wells. Then, 50 J.tL of the 

inhibin B assay buffer was added to each well. The wells were then incubated for two 

hours at room temperature (-25 °C), with shaking at 600-800 rpm on an orbital microplate 

shaker. 

During the last 10-30 minutes of incubation, the inhibin B antibody-biotin conjugate 

solution was prepared by diluting the inhibin B biotin conjugate concentrate in inhibin B 

biotin conjugate diluent. Each well was washed five times with the wash solution 

manually. Plate was blot and dried by inverting plate on absorbent material. Inhibin B 

antibody-biotin conjugate solution of 100 J.tL was then added to each well. The wells were 

then incubated with shaking at 600- 800 rpm on an orbital microplate shaker, for 60 

minutes at room temperature (-25 DC). Again; each well was washed five times with the 

wash solution and blot dried by inverting plate on absorbent material. 100 J.tL of the inhibin 

B streptavidin-enzyme conjugate solution was then added to each well using a precision 

pipette. Next, the plate was incubated with shaking at 600-800 rpm on an orbital microplate 
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shaker, for 30 minutes at room temperature (-25°C). Each well was washed five times 

with the wasi1 solution using an automatic microplate washer and blot dried by inverting 

plate on absorbent material. 100 JlL of the TMB chromogen solution was added to each 

well followed by addition of 100 JlL of the stopping solution to each well. The absorbance 

of the solution in the wells was then read within 30 minutes, using a microplate reader set 

at 450 nm. 

Kisspeptin EIA 

Principle of Assay 

The immunoplate is pre-coated with secondary antibody and the nonspecific binding sites 

. are blocked. The secondary antibody can bind to the Fc fragment of the primary antibody 

(kisspeptin antibody) whose Fab fragment will be competitively bound by both 

biotinylated peptide and peptide standard or targeted peptide in samples. The biotinylated 

peptide interacts with streptavidin-horseradish peroxidase (SA-HRP) which catalyzes the 

substrate solution. The intensity of the yellow colour is directly proportional to the amount 

of biotinylated peptide- SA-HRP complex but inversely proportional to the amount of the 

kisspeptin in the standard solutions or samples. This is due to the competitive binding of 

the biotinylated peptide with the standard peptide or samples to the kisspeptin antibody. A 

standard curve of known standards vs. absorbance can be established accordingly. The 

unknown concentration in samples can be determined by extrapolation from this standard 

curve. 

Assay Procedure 

The 20x assay buffer concentrate provided with the kit was diluted with 950 ml of distilled 

water. This lx assay buffer solution was used to dilute or reconstitute all other reagents in 

the kit and samples. The buffer was placed in a warm water bath for approximately 30 

minutes so that crystals were dissolved. The standard peptide was centrifuged and diluted 
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. with 1 ml of Ix assay buffer and then vortexed. This was the stock solution of standard 

peptide with a concentration of 1000 ng! mI. The solution was allowed to sit at least 10 

minutes at room temperature (20-23 0c) to completely dissolve. Stock solution was 

centrifuged and vortexed immediately before use. Kisspeptin standard solutions were 

prepared in a serial dilution of the stock giving rise to 100, 10, 1, 0.1 and 0.01 ng!ml 

standards. 

Primary antibody was rehydrated with 5 ml of Ix assay buffer and was mixed thoroughly. 

Biotinylated peptide was rehydrated with 5 ml of Ix assay buffer and was mixed 

thoroughly. Positive control was rehydrated with 200 III of Ix assay and was mixed 

thoroughly. The assay procedure was then started as follows: 

Wells A-I and A-2 of the immunoplate were left empty as blank. 50 III of Ix assay buffer 

was added into wells B-1 and B-2 as total binding. 50 Jll of prepared peptide standards 

were added into wells from C- l and C-2 to G- l and G-2. Standards were added in 

duplicate. 50 III of rehydrated positive control were added into wells H-I and H-2. 

50 JlI of prepared samples were then added into their designated wells. 25 Jll of rehydrated 

primary antibody was added into each well except the Blank well and it was followed by 

addition of 25 Jll of rehydrated biotinylated peptide into each well except the blank well. 

The immunoplate was then sealed with the acetate plate sealer (APS) and incubated with 

orbital shaking at 300-400 rpm for 2 h at room temperature (20-23 DC). SA-HRP vial was 

centrifuged at (3,000-5,000 rpm, 5 seconds) and 12 III of SA-HRP was pipetted into 12 ml 

of Ix assay buffer to make SA-HRP solution and vortexed thoroughly. APS was then 

removed from the immunoplate, contents of the wells were discarded and each well was 

washed with 350 III of 1x assay buffer. The buffer was then discarded and the plate was 

inverted and then blot dried. This washing was repeated four times. Next, 100 III of SA­

HRP solution was added into each well, the immunoplate was resealed with APS and 
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incubated for 1 hour at room temperature (20-23 °C) with orbital shaking at 300-400 rpm. 

After inct\bation APS was removed from the immunoplate, plate was washed and blot 

dried 4 times with Ix assay buffer. 100 J.lI of tetramethylbenzidine (TMB) substrate 

solution was then added into each well with orbital shaking at 300-400 rpm. The 

immunoplate was then covered with APS and aluminium foil to protect from light and 

incubated for 1 h at room temperature (20-23 °C). Next, 1 OO~ll 2N HCI was added into 

each well to stop the reaction. The colour in the well changed from blue to yellow . 

. Absorbance was read on a microplate reader (BIO RAD, Tokyo, Japan) at 450 nm within 

20 minutes. 

Calculations of Results 

Standard curve was constructed by plotting the known concentrations of standard peptide 

on the log scale (X-axis), and its corresponding O.D. reading on the linear scale (Y-axis). 

The concentration of standard peptide is quantified using a four parameter equation. The 

standard curve showed an inverse relationship between peptide concentrations and the 

corresponding absorbance. The standard curve was of a reverse sigmoidal shape. 

Statistical Analysis 

Statistical comparisons for the mean plasma levels of kisspeptin, in vitro levels of 

testosterone and inhibin were made by one way and two way ANOV A, and paired t test. 

All data are presented as mean (± SEM). Statistical analyses were carried out using 

Graphpad Prism software version 6 (www.graphpadprism.org) (GraphPad Software. Inc, 

La Jolla, CA, USA). Results were considered statistically significant at P < 0.05. 
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ABSTRACT 

Kisspeptin, a Kissl gene product, stimulates the GnRH neurons in the hypothalamus, but 

some recent studies have also suggested a direct effect of kisspeptin on peripheral organs 

including the gonads. In this study we aimed to localise kissl and its receptor (kjsslr) in 

the non-human primate (rhesus monkey) testis. 

Expression of kissl and kisslr was detected in the testicular tissue of adult rhesus monkey 

using immunohistochemistry and reverse transcriptase peR analysis (RT -peR). Double 

label immunohistochemistry was used to localize kiss! with germ cell marker T4 using 

specific antibodies for both. Dual immunohistochemistry was also used to colocalize kissl r 

and inhibin (a Sertoli cell marker). Immunohistochemical analysis of testicular tissue from 

6 adult rhesus monkeys was conducted on formaldehyde fixed tissues using 5Jl thick 

sections. Reverse transcriptase peR was carried out by using the gene specific primers to 

find the expression of kiss! and kiss!r mRNAs in the testicular tissue of adult rhesus 

monkey. Kiss! immunoreactivity was localised to spermatocytes and spermatids and 

Kisslr was observed in spermatocytes and Sertoli cells. By using the double-label 

immunohistochemistry, kissl and T4 (sperm marker) were co-localized in spermatids and 

kisslr and inhibin (Sertoli cell marker) were co-localized in Sertoli cells. The gene specific 

. primers for Kissl and Kisslr mRNAs in reverse transcriptase polymerase chain reaction 

CRT-peR) showed expression of Kissl and Kisslr in the adult rhesus monkey testis. 

The present results indicate the presence of kiss! and kisslr first time in adult primate 

testis. These results suggest a possible autocrine/paracrine role of kisspeptin in non-human 

primate testis. The expres-sion profile of kissl and its receptor in the testis suggests a 

possible direct involvement in a regulatory network involved to regulate spermatogenesis. 
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INTRODUCTION 

Hypothalamic-pituitary-gonadotrophic axis (HPG) is regulated by many central and 

peripheral signals which target the GnRH neurons (Terasawa and Fernandez, 2001; Tena­

Sempere and Huhtaniemi, 2003). Kisspeptin-Kisslr system has received particular 

attention as a possible mechanism of GnRH activation (plant, 2006; Papa et aI., 2008). 

Kisspeptins are encoded by the Kissl (non-human)/ KISSI (human) gene. Kissl mRNA is 

translated into a 145-amino acid peptide, from which a 54-amino acid protein and other 

shorter fragments are cleaved; all of these are collectively called as kisspeptins. All 

kisspeptins express similar affinity for the kisspeptin receptor (Kisslr) (West et aI., 1998; 

Kotani et aI., 200 I; Muir et aI., 200 I; Ohtaki et aI., 2001; Gottsch et aI., 2009). Kisspeptin 

belongs to the RF amide family of peptides that possess an Arg- Phe- amide sequence 

motif at their C-terminus (Clements et aI., 2001). Kissl acts through a G protein couple 

receptor, GPR54 (also named as AXOR12 or hOT7Tl75), now termed as KISS1R1 Kisslr/ 

(Kotani et aI., 2001 ; Muir et aI. , 200 I ; Ohtaki et aI., 2001; Gottsch et aI., 2009). 

Kisspeptin has diverse roles in a number of physiological processes including metastasis 

. suppression, regulation of reproduction and metabolism (Mead et aI., 2007; Clarke and 

Caraty 2013; Colledge et aI., 2013). Kiss1 peptides play a significant role in regulating the 

reproductive function (de Raux et aI., 2003; Seminara et aI., 2003; Mead et aI., 2007). 

Kissl stimulates the gonadotrophin secretion in many species and thus is an important 

. regulator of HPG axis (Gottsch et aI., 2004; Matsui et aI., 2004; Navarro et aI., 2004; 

Dhillo et aI., 2005; Shahab et aI., 2005; Caraty et aI., 2007; Oakley et aI., 2009). Kisspeptin 

elicited GnRH secretion by rat hypothalamic explants (Thompson et aI., 2004; Castellano 

et aI., 2005). Intracerebroventricular administration of kisspeptin increased · GnRH in 
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cerebrospinal fluid in the sheep (Messager et aI., 2005) and in hypophysial portal blood 

(Smith et aI., 20 II). 

In addition to central axis, kisspeptin has now been discovered to play roles in peripheral 

organs as well. Kiss 1 and Kiss 1 r expression and function has been found in many 

peripheral organs including neocortex of fetal adrenals (Nakamura et aI., 2007), pancreatic 

islet endocrine cells (Hauge-Evans et aI., 2006), aorta, coronary artery, umbilical vein 

(Mead et aI., 2007), rat and human adipose tissue (Brown et aI., 2008; 2009: Cockwell et 

al.,2012). 

Altough, central Kissl signalling has an established role in regulating the reproductive 

axis, interestingly, new evidences suggest that Kissl may also act upon reproduction at the 

level of gonads. Expression of Kiss 1 and Kiss 1 r was reported in the adult rat ovary 

throughout the whole estrous cycle (Castellano et aI., 2006). Kisspeptin plays a role also in 

modulating the uterine implantation (Hiden et aI., 2007). 

High expression of KISSI and a low to moderate KISSIR expression was observed in 

human testis (Kotani et aI., 2001: Ohtaki et aI., 200 1). However, it is not known which 

specific cells (Sertoli cells, Leydig cells, germ cells and peritubular cells) in the testis 

express Kissl and Kisslr. 

The testes are primary reproductive organs in the male, surrounded by tunica albuginea 

(Kerr et aI., 2006). The mammalian testis is considered to be divided into two 

compartments, tubular compartment consisting of seminiferous tubules and an interstitial 

compartment present between the tubules (Kerr et aI., 2006; Weinbauer et aI., 2010). 

Tubular compartment contains the germ cells and somatic cells; the peritubular cells and 

the Sertoli cells (Weinbauer et aI., 2010). Interstitial compartment contains blood vessels, 
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Leydig cells and macrophages (Sharpe, 1984). Sertoli cells built tight junctions between 

each other called the blood-testis-barrier. This blood-testis-barrier divides the seminiferous 

epithelium into basal and adluminal reigons. Earlier stages of germ cells are located within 

the basal region and the maturing germ cells are located in the adluminal reigon (Kerr et 

a!., 2006). 

Testis performs two main functions; spermatogenesis, production of mature sperm from 

spermatogonia (Kerr and de Kretser, 1981; Waites and Gladwell, 1982; Sharpe, 1983) and 

steroidogenesis production of testosterone. Spermatogenesis takes place in the tubular 

compartment and testosterone production in the Leydig cells (Kerr et a!., 2006). The 

functions of testis are regulated by a classical pituitary input or by a local regulation. 

Hypothalamus and pituitary have been demonstrated to be involved in regulating the both 

functions of testis. In turn, testicular hormones have also been known to carry out negative 

feedback regulation of the HPG axis (reviewed in Leutjens et ai., 2005). 

In addition to central endocrine regulation, it has been found that complex machinery of 

cells within the testis is also involved in controlling the testicular functions. The local 

factors may be paracrine and autocrine (Weinbauer and Wessels, 1999). These local factors 

are considered as regulators of pituitary hormone action and intrarcellular communication 

(Weinbaur et aI., 2001). Local interactions also involve the interplay between the different 

testicular compartments (Weinbauer et aI., 2010). Sertoli cells interact with germ cells 

through the secretion of many factors and participate in the local regulation of 

spermatogenesis. These factors include growth factors, cytokines, transferrin, connexion-

43, plasminogen activator and many other molecules (Hneji et aI., 1991; Skinner et aI., 

1991; Vliegen et a!., 1993; Meachem et at. 2001; Benahmed, 1997; Brehm et aI., 2007; 

Sridharan et a!., 2007; Boepple et al. 2008). Germ cells have also been evidenced to control 
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the activity of Sertoli cells by secreting factors (Skinner et al., 1991; Lonnerberg et al., 

1992; Parvinen et al., 1992; Chen et al., 1997; Franca et aI., 1998). The germ-germ cells 

interaction is also an important part of testicular paracrinology. Germ cells express many 

. factors like OCT-4 transcription factor (pesce et al., 1998), neurogen in 3 (Ngn3) (Yoshida 

et aI., 2004), GFRa (Elling et al. 2006) and SALL4 (Phillips et aI., 2010). 

The testes express many neuropeptides including GHRH, eRH, ACTH and GnRH 

(Weinbaur et aI., 2010). Gonadotropin inhibitory hormone (GnllI) peptide (RERP in 

mammals) expression was described in germ cells of rhesus monkey and hamster 

(McGuire and Bentley, 2010; Zhao et al., 2010). Kiss1 expression in human testis may 

provide a new paracrine player (Kotani et al., 2001). Peripheral kisspeptin administration 

in acyline clamped pituitary of rhesus monkey stimulated hCG dependent testosterone 

release (Irfan et aI., 2008). Moreover, in adult male monkeys, continuous intravenous 

infusion of kisspeptin invariably exaggerated the plasma T concentrations for a given LH 

stimulus (Ramaswamy et al., 2007). These factors point towards an involvement of Kiss 1-

Kiss1r signaling in regulating the testicular functions. Recently the presence of KISS 1 and 

its receptor have been demonstrated in mature human spermatozoa (pinto et al., 2011). 

However, there is still a lack of information about precise location of action ofKissl in the 

testis. The previous studies utilized only RNA expression techniques like reverse 

transcriptase PCR (RT-PCR) and in situ hybridization which do not highlight the 

morphology of the testis. Characterization of specific cells within the testis and specifically 

of germ ceil types may have an important role in unveiling the kisspeptin as a direct local 

regulator of testis. The present study was therefore, designed to characterize the expression 

of Kissl and Kisslr in the testis of non-human primate using rhesus monkey as a model 

using double label immunohistochemistry and reverse transcriptase PCR. 
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MATERIALS AND METHODS 

Animals 

A total number of eleven adult intact male rhesus monkeys (Macaca mulatta), 7-9 years 

old, weighing 8.3 -14.7 kg were used in this study. Their testicular volumes were 19.1-61.4 

ml. The animals were housed in individual cages and maintained under semi-controlled 

environmental conditions of temperature (25±3°C) and light (06:00-18:00) in the Primate 

Facility of the Qauid-i-Azam University. Standard monkey diet supplemented with fresh 

fruits (09:00-09:30 h), boiled eggs (11:00 h) and bread (13:00-13:30 h) was provided daily. 

Water was available ad libitum. All the animal experiments were approved in advance by 

the Departmental Committee for Care and Use of Laboratory Animals. 

Fluorescence Immunohistochemistry 

Tissue Collection 

For immunohistochemical studies, testes were obtained from 6 adult intact male rhesus 

monkeys weighing 6.8-14.7 kg and their mean testicular volume was 45 ml ± 1. The 

monkeys were sedated with ketamine hydrochloride (Ketler, Astarapin, Germany) given at 

a dose of 10 mg/kg body weight (SW) intramuscularly and then euthanized with ketamine 

. hydrochloride 25-30 mg/kg BW intravenous injection. These animals were euthanized for 

taking hypothalami to be used in another study (Wahab et aI., 2010). After removing the 

tunica albugenia, about 100 mg testicular tissues were obtained from anterior pole of left 

testis of each animal. The testicular tissues were immediately transferred to sera fixative . 

. The experiments were carried out during September 2009. 
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Tissue Fixation and Processing 

For immunohistochemistry, testicular tissues were immersion-fixed in formaldehyde­

alcohol-acetic acid fixative (60 ml absolute alcohol (Sigma-Aldrich GmbH, Steinheim, 

Germany), 30 ml of formaldehyde (Merck, Darmstadt, Germany) and 10 ml of glacial 

acetic acid (Merck) for 4-5 h. The tissues were then passed through graded alcohols and 

placed in cedar wood oil (Serva Electophoresis, GmBH, Heidelberg, Germany) until they 

appeared clear. Tissues were then washed twice (10 min) with benzol, placed in 

benzol+paraplast (1: 1) (Fluka AG, Buchs, Switzerland) for 20 min and then washed 3 

times (3 x 12 h) in Paraplast (Fluka AG, Buchs, Switzerland) at 60 °C to keep it in liquid 

state. Finally, the tissues were embedded in paraffin and sectioned at 5 ~ on a Shandon 

Finesse 325 microtome (Thermo Electron Cooperation, Waltham, MA, USA). 

Kisspeptin Immunohistochemistry 

Eight 5 J.1m thick sections were taken for analysis from paraffinized testis tissue blocks of 

each animal. Paraffin embedded sections were de-waxed in xylene (Merck, Darmstadt, 

Germany), rehydrated through descending grades of alcohol and rinsed in distilled water . 

. The sections were then washed with O.1M Tris-buffered saline (TBS) (PH 7.4), mounted on 

superfrost slides (Santa Cruz Biotechnology, Heidelberg Germany) and dried over-night. 

Antigen retrieval was then performed using I M citrate buffer (PH 6.0) and heating in a 

microwave oven (2x3min) at 1000 W. The slides were then washed in TBS (3xl0 min) and 

. incubated in blocking solution containing 10% normal goat serum and 0.3% Triton X-IOO 

(Merck, Darmstadt, Germany) in 0.1 M Tris-buffered saline (TBS) for 2 h at room 

temperature. The sections were then incubated in primary antibody for kisspeptin (GQ2) 

for 72 h at 4 DC at a dilution of 1:120,000. The sections were washed in TBS, incubated 

with secondary antibody donkey anti-sheep Alexa 488 for 2 h at room temperature, rinsed 
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in TBS, and then counterstained with 0.3% Sudan Black B (Santa Cruz Biothcnology 

Heidelberg Gennany) to minimize autofluorescence. Sections were rinsed in TBS and then 

0.1 M phosphate buffer. The sections were then mounted with a preparation of an anti-fade 

fluorescent medium (DAKO, Carpentaria, CA, USA) and 4',6-diamidino-2-phenylindole, 

dihydrochloride (DAPI; nucleic acid stain, Molecular Probes, Eugene, Oregon, USA). 

Sections were then coversliped and kept at 4 DC until examined. 

Colocalization of Kisspeptin and T4 

Eight 5 !lm thick sections were taken for analysis from paraffinized testis tissue blocks of 

each animal. Paraffin embedded sections were de-waxed in xylene, rehydrated through 

descending grades of alcohol and rinsed in distilled water. The sections were then washed 

in O.IM Tris-buffered saline (TBS) (PH 7.4), mounted on superfrost slides and dried over­

night. Antigen retrieval was then performed using 1 M citrate buffer (PH 6.0) and heating 

in a microwave oven (2x3 min) at 1000 W. The slides were then washed in TBS (3xlO 

min) and incubated in blocking solution containing 10% normal goat serum and 0.3% 

Triton X-IOO in 0.1 M Tris-buffered saline (TBS) for 2 h at room temperature. These 

sections were then incubated in a cocktail of primary antibodies (GQ2 for kisspeptin and 

rabbit anti T4 for T4) for 72 h at 4 DC, both antibodies were at a dilution of 1 :2000. The 

sections were then washed in TBS and incubated in cocktail of secondary antibodies 

(donkey anti-sheep Alexa 488 and goat anti-rabbit Alexa 546, both diluted 1:500) for 2 h at 

room temperature. Sections were rinsed in TBS, and then counterstained with 0.3% Sudan 

Black B to minimize autofluorescence. Following rinses in TBS and then in 0.1 M 

phosphate buffer, sections were mounted with a preparation of an anti-fade fluorescent 

. medium and DAPI. Sections were then coversliped and kept at 4 DC until examined. 
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Kisslr Immunohistochemistry 

Eight sections were taken for analysis from paraffinized testis tissue blocks of each animal. 

5 ~m thick sections were de-waxed in xylene, rehydrated through descending grades of 

alcohol and rinsed in distilled water. The sections were then washed in O.IM Tris-buffered 

saline (TBS) (PH 7.4), mounted on superfrost slides and dried over-night. Antigen retrieval 

was then performed using 1 M citrate buffer (PH 6.0) and heating in a microwave oven 

(2x3 min) at 1000 W. The slides were then washed in TBS (3xl0 min) and incubated in 

blocking solution containing 10% normal goat serum and 0.3% Triton X- IOO in 0.1 M 

Tris-buffered saline (TBS) for 2 h at room temperature. The sections were then incubated 

in primary antibody for Kisslr (Rabbit anti-AXOR12) for 72 h at 4°C at a dilution of 

1:1000. The sections were washed in TBS, incubated with secondary antibody (goat anti­

rabbit Alexa fluor 488) for 2 h at room temperature in a humid chamber, at a dilution of 

1 :500. They were then rinsed in TBS, and counterstained with 0.3% Sudan Black B to 

minimize autofluorescence. Following rinses in TBS and 0.1 M phosphate buffer, sections 

were mounted with a preparation of an anti-fade fluorescent medium and DAPI. Sections 

were then coversliped and kept at 4 °C until examined. 

Colocalization of Kissl r and Inhibin 

Eight sections were taken for analysis from paraffinized testis tissue blocks of each animal. 

Paraffin embedded 5 ~m thick sections were de-waxed in xylene, rehydrated through 

descending grades of alcohol and rinsed in distilled water. The sections were then washed 

in 0.1 M Tris-buffered saline (TBS) (PH 7.4), mounted on superfrost slides and dried over­

night. Antigen retrieval was then performed using 1 M citrate buffer (PH 6.0) and heating 

in a microwave oven (2x3 min) at 1000 W. The slides were then washed in TBS (3xlO 

min) and incubated in blocking solution containing 10% normal goat serum and 0.3% 
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Triton X-I00 in 0.1 M Tris-buffered saline (TBS) for 2 h at room temperature. The 

sections were then incubated in a cocktail of primary antibodies (GPR54 raised in rabbit 

1: 1 000 and inhibin raised in mouse 1: 1 00) for 72 h at 4 DC. The sections were then washed 

in TBS and incubated in cocktail of secondary antibodies (goat anti-rabbit Alexa 488 and 

goat anti mouse Alexa 546, both diluted 1 :500) for 2 h at room temperature. These were 

rinsed in TBS, and counterstained with 0.3% Sudan Black B to minimize autofluorescence. 

Following rinses in TBS and 0.1 M phosphate buffer, these sections were mounted with a 

preparation of an anti-fade fluorescent medium and DAPI, coversliped and kept at 4DC 

until examination. 

Microscopy 

Slides were viewed under 20x and 40x objective lenses on a Zeiss AXIO microscope with 

fluoresence lamps (Carl Zeiss, Inc, GMBH, Jena, Germany). Fluorescence images of single 

or double labeling were created using Zeiss image analysis software by using fluorescence 

filters: Alexa fluor 488, Alexa fluor 546 and texas red 546. Single label fluorescence 

images for kisspeptin and inhibin, and kisspeptin and T4 were merged to get double 

labeled images. 

Reverse transcriptase polymerase chain reaction (RT -peR) 

Tissue Collection 

. For measurement ofmRNA, by RT-PCR, approximately 100 mg of testicular tissues were 

collected from biopsied tissues of each monkey under sterile surgical conditions. These 

tissues were immediately frozen in liquid nitrogen and kept at -70 DC until used for RNA 

extraction. 
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Reverse Transcriptase Polymerase Chain Reaction (RT-PCR) 

Total RNA was extracted from testicular tissue using the TRIzol reagent (Invitrogen Life 

Sciences, Carlsbad, CA, USA) and reverse transcribed with a First Strand cDNA SYnthesis 

kit (Fermentas, Osaka, Japan). The kiss! and kisslr primers were designed to target a 

segment comprised within the cloned cDNA. Primer sequences were selected as described 

by Wahab et al (2010). The primer sequences were synthesized by Fermentas and 

ThermoFisher Scientific (Osaka, Japan) and were as follows:-

Kisslr: forward - 5'·CTCGCTGGTCATCTACGTCA-3 ', 

reverse -5' ·CGAACTTGCACATGAAATCG·3' 

Kiss1: forward ·5' ·CTGGAA TCCCTGGACCTCTC·3 ' 

reverse 5'·TTGTAGTTCGGCAGGTCCTT-3'. 

Amplification of cDNA was carried out in a reaction mixture of 50 Ill. The mixture 

consisted of 3 III of cDNA, 0.7 III Taq polymerase, 35 III RNAse free water, 2.5 III of each 

forward and reverse primer, 5 III reaction buffer and 1.3 III dNTP. PCR conditions were: 10 

min at 95 DC, 40 cycles of 30 seconds (s) at 95 DC, 1 min at 60 DC, 30 s at 72 DC using a 

thermocycler (Whatman Biometra GmBH, Goettingen, Germany). Glyceraldehyde 3 

phosphate dehydrogenase (GAPDH) was used as internal contro!' 
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Figure 1.1 Expression of kisspeptin (kp) in seminiferous tubules of the adult rhesus monkey. 
Kisspeptin (kp) immunoreactivity was observed in spermatides (Sd) and spermatocytes (Sc) (A, 
20x). Antibody omitted control showed no expression (6, 20x). A 40x maginification of a tubule is 
shown in (C). OAPI was used for cellular nuclei staining (0, 20x). 



Figure 1.2. Expression of kisspeptin (kp) (A, 20x) and germ cell marker T4 (C, 20x) in the adult rhesus 
monkey testis. Both kisspeptin and T4 were localized in and spermatids (Sd). No immunoreactivity 
w as found in antibody omitted controls (B). Dual-label cells st and out in yellow when images w ere 

merged (D, 20x). 



Figure 1.3. Expression of Kisslr in seminiferous tubules of the adult rhesus monkey. Kisslr 
immunoreactivity was observed in spermatogonia (Sg), spermatocytes (Sc) and Sertoli cells (Sr) (A, 20x). 
Antibody omitted control (B, 20x) showed no expression. Sertoli cell immunreactivity is shown in a 

separate section (C, 40x), DAPI was used for cellular nuclei staining (D, 40x). 



Figure 1.4. Expression of Kisslr (A, 20x) and Sertoli cell marker, inhibin ((, 20x) in seminiferous tubules of the 
adult rhesus monkey. Both Kisslr and inhibin were localized in Sertoli cells. No immunoreactivity was found in 

antibody omitted controls (B, 20x). Dual-label cells stand out in yellow w hen images w ere merged (D, 20x). 
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Although, Kisspeptin and Kisslr were not observed in Leydig cells but for assuring this fmding, 

they were double labeld with Leydig cells specific marker antibodiy 17pHSD. Kisspeptin and 

Kisslr expression was not found in the Leydig cells in double label. 

Kissl and Kisslr mRNA Expression in the Rhesus Monkey Testis 

RT-PCR confirmed Kissl and Kisslr expression in the adult monkey testes (Figure 1.5), with no 

signal found for the cDNA negative controls. Clear bands of the expected size (250 bp for Kissl 

and 171 bp for Kisslr) were observed. Gleyceraldehyde 3 Phosphate (GAPDH) was used as an 

internal control. 

Above data have been recently published (Appendix 1). 
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Figure 15. Expression of the mRNAs of kisspeptin and Kisslr in the adult rhesus monkey testis. RT-PCR analysis 

f rom five testes samples are presented. Amplicons of 250 bp (kisspeptin) and 171 bp (Kisslr) were obtained, 
cDNA negative controls of the respective genes showed no bands of corresponding size of positively expressing 

genes. Amplification of GAPDH served as an internal control. 
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DISCUSSION 

The present work provides an evidence for the expression of Kiss 1 and its receptor in adult 

rhesus monkey testes and localizes their production to specific cell types within the 

seminiferous tubules. The immunohistochemical analysis showed the localization of both 

Kissl and Kisslr in germ cells and Kisslr in Sertoli cells. Kissl and Kisslr expression 

were notably absent in Leydig cells. Our immunohistochemical data were confirmed in our 

RT-PCR studies where a clear detectable mRNA expression of both kissl and kisslr was 

observed in the testicular tissue. Present findings are in line with observations of an earlier 

study where kissl and Kisslr expression was demonstrated in the human testis (Kotani et 

aI., 2001). These data suggest that Kissl may act as a paracrine/autocrine factor, during 

primate spermatogenesis. Accordingly, Kissl that is produced by germ cells 

(spermatocytes) could act in an autocrine manner and/or also modulate Sertoli cells 

activity; communication between germ-germ cells is also possible. Thus, Kissl produced 

in spermatocytes and spermatids could act on Sertoli cells. 

Process of spermatogenesis in the seminiferous tubules has been found to be under the 

regulation of both, Sertoli cells and germ cells, via physical interaction and secretion of 

biological factors. It is well established that Sertoli cells act to modulate spermatogenesis 

through various factors like IGF-I, IGF-2, TGF-a, TGF ~, basic FGF, interleukins (Skinner 

et aI., 1991). In tum, the capacity of the germ cells to modulate Sertoli cell activity has also 

been postulated (Huleihel and Lunenfeld, 2004). Androgen binding protein, plasminogen 

activator, and FSH-dependent cAMP production by Sertoli cells have been shown to be 

affected by germ cells (Skinner et aI., 1992; Skinner et al.; 2009; Huleihel and Lunenfeld, 

2002). In this regard, germ cells have been shown to secrete follistatin (Ogawa et aI., 1997; 

Meinhardt et aI., 1998) and 4.l G a novel membrane skeletal protein (Terada et aI., 2010). 
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Our findings suggest that the germ cells can also communicate with Sertoli cells with 

kisspeptin signalling. While the physiological significance of Kiss 1 signalling within germ 

cells and between the germ cells and Sertoli cells remains to be determined. The recent 

observation that kisspeptin and Kisslr have been localized to mature human spermatozoa 

would strongly suggest so (pinto et ai., 2011). It has been shown that changes in sperm 

motility are induced by Kissl which is reduced in the presence of the Kissl r antagonist. 

These observations suggest that Kissl acting via Kisslr, may activate different signal 

transduction pathways leading to its modulatory role on sperm movement. 

In summary, present results based on immunohistochemical and RT-PCR data clearly 

demonstrate the presence of both Kissl and its receptor in the seminiferous tubules of the 

adult monkey testis. Expression ofKissl and Kissl r mRNA was also evident in the testis. 

The presence of Kiss! and its receptor in the testis suggests a possible direct involvement 

kisspeptin signaling in a regulatory network for testicular function The fact that Kiss land 

Kisslr are restricted to seminiferous tubules suggests a paracrine/autocrine role of Kissl 

signaling related to spermatogenesis. 
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ABSTRACT 

Kisspeptin regulates the reproductive function at the level of GnRH but, as kisspeptin 

expression has also been found in gonads, so a direct role of kisspeptin in reproductive 

function is being explored. The objective of this study was to find a dose and time related 

effect of kisspeptin on testosterone and inhibin secretion in an in vitro culture of testicular 

t issue (100 mg fragments) of adult male rhesus monkey (n=5). Kisspeptin (1 , 10,100,1000 

pM) was incubated to a culture of testicular tissues of adult male rhesus monkey and 

medium for hormone measurement was collected after 30,60 and 120 minutes. 10 IV hCG 

and 50 ng FSH were incubated to the culture for 180 min and 120 min respectively for 

checking testicular cells ability to secrete testosterone and inhibin, respectively, in vitro. 

Kisspeptin did not significantly (P<0.05) increase the testosterone levels at any dose. 

However, one way ANOVA at pooled doses indicated that the testosterone levels increased 

after 120 minutes as compared to 30 and 60 minutes of incubation. This suggests an 

independent effect of time. hCG significantly (P<0.05) increased testosterone 

concentration compared to the basal groups. Effect of in vitro kisspeptin incubation in 

testicular tissue fragments in the culture medium was also investigated for a change in 

inhibin concentration. Kisspeptin had no effect on inhibin concentration at any dose 

studied. Paired t test showed an independent effect of time as inhibin concentration 

decreased after 120 minutes of incubation. FSI-i (50 ng) treatment to testicular tissue 

fragments in culture caused a significant (P<0.05) rise in inhibin. Kisspeptin do not affect 

the testosterone and inhibin secretion from the testis of adult monkey. We therefore 

concluded that kisspeptin has no role in testicular regulation related to testosterone and 

inhibin release but kisspeptin may have other roles in testicular regulation. 
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INTRODUCTION 

Kisspeptins are derived from Kissl gene and are structurally related peptides which contain 

a common Arg-Phe-NH2 motif at their C-terminal. Kisspeptin act through G protein­

coupled receptor (Kisslr) (Lee et aI., 1999; Kotani et aI., 2001; Muir et aI., 2001; Ohtaki et 

a!., 2001). This signalling system has been identified as a vital regulatory part of the HPG 

axis. Kisspeptin affects the gonadotrophic axis via Kisslr as in Kisslr null mice, kisspeptin 

fails to stimulate LH release (Messager et a!., 2005). Kisspeptin administration to rodents 

or primates stimulates LH and FSH release and this effect is mediated at the level of GnRH 

because GnRH antagonists block the stimulation of the gonadotropin by kisspeptin 

(Gottsch et a!., 2004; Irwig et aI., 2004; Matsui et aI., 2004; Navarro et aI., 2004; 2005; 

Thompson et aI., 2004; Kinoshita et aI., 2005; Dhillo et aI., 2005; Messager et aI., 2005; 

Shahab et aI., 2005; Plant et aI., 2006). Continuous peripheral administration of kiss pep tins 

to monkeys and rodents desensitized the Kisslr (Seminara et aI., 2006; Thompson et aI., 

2006; Ramaswamy et aI., 2007). Chronic infusion of kisspeptin to adult rats leads to 

significant degeneration of the testes, germ and Sertoli cells (Thompson et aI., 2006). 

Kissl/Kisslr system is not only involved in signalling cascades at central level but has also 

been evidenced to play role in peripheral organs as well. Kisslr protein is expressed in the 

neocortex of fetal adrenals and increases aldosterone production in fetal neocortex adrenal 

cells (Nakamura et aI., 2007). Pancreatic islet endocrine cells express high levels ofKissl 

and Kisslr and Kiss1 infusion to mouse and human islets caused stimulation of glucose­

induced insulin secretion (Hauge-Evans et aI., 2006). Kissl also acts as vasoconstrictor 

(Mead et aI., 2007). Although, reproductive axis is mainly regulated by central Kissl 

signalling but evidences also suggest that Kiss 1 can affect the reproduction while acting 

through pituitary or gonads. Expression of kisspeptin in different peripheral tissues is an 
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indication of a direct effect of kisspeptin in the respective organ. Gutierrez-Pascal et al. 

(2007) treated pituitary cells with increasing kisspeptin- IO concentrations and observed a 

kisspeptin induced dose-related LH secretion. Navarro et al. (2005) also found a dose 

dependent effect of kisspeptin on LH secretion in cultured pituitary cells. Cultured ovine 

pituitary cells exhibit a two-fold increase in LH secretion after incubation with kisspeptin 

(Smith et aI., 2006). In this regard, expression of Kissl and Kisslr was reported in the adult 

rat ovary (Castellano et aI., 2006). Kisspeptin from the oviduct has been suggested to be 

involved in the prevention of ectopic (tubal) implantation (Gaytan et al., 2007). KISSl and 

KISS1R expression has also been observed in human testis (Kotani et aI., 2001: Ohtaki et 

aI., 2001). It has also been observed that kisspeptin may enhance the hCG-stimulated 

testosterone in acyline-treated adult male rhesus monkeys (Irfan et al., 2008) 

It is quite worth mentioning here that though kisspeptin has a profound effect on 

testosterone secretion through central axis but an effect of kisspeptin at testicular levels 

remains possible. However, no information is available on the effect on testis and its 

hormonal secretion. This study was therefore, designed to find if there was any role of 

kisspeptin on hormonal secretion from incubated testicular tissue of the adult male rhesus 

monkey. 
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MATERIALS AND METHODS 

Animals 

Five adult intact male rhesus monkeys (Macaca mulatta), 7-9 years old, weighing 8.3 -14.7 

kg were used in this study. Their total testicular volumes ranged from19.1 -61.4 ml. The 

animals were housed in individual cages and maintained under semi-controlled 

environmental conditions of temperature (25-28 0C) and light (06:00-18:00) in the Primate 

Facility of the Qauid-i-Azam University. Standard monkey diet supplemented with fresh 

fruits (09:00-09:30 h), boiled eggs (11:00 h) and bread (13:00-13:30 h) was provided daily. 

Water was available ad libitum. All animal experiments were approved in advance by the 

Departmental Committee for Care and Use of Laboratory Animals. 

Testicular Tissue Collection 

. The testicular tissues were collected from the monkeys through biopsy which has been 

described in detail in General Material and Methods chapter. The tissues were de­

capsulated, weighed and cut into five fragments of approximately 100 mg which were 

immediately transferred to fresh ice cold incubation medium containing 2 ml ofDulbecco's 

modified eagle's medium (DMEM PH 7.4) and 10% FBS. The tissues were then 

challenged with different kisspeptin doses. 

Testicular Tissue Incubation 

Analysis of the direct effect of kisspeptin on testosterone and inhibin secretion was carried 

out by using testicular slice incubation method which was done as previously described by 

Roulet et al. (2006) with slight modifications. Testicular slices were incubated for 1 h in 2 

ml DMEM containing 1.2 g/l sodium bicarbonate, glucose (1 mg/ml), 50 IU/ml penicillin, 

50 flg/ml streptomycin and 10% FBS in 5 ml culture tubes under 5% C02 and 95% air at 
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32°C in a CO2 incubator (Innova CO-48, Edison, New Jersey). After incubation for 1 h, 

the media was replaced with medium containing kisspeptin at five different dose rates (no 

dose, 1 pM, 10 pM, 100 pM, 1000 pM). Aliquots of 1 00 ~l medium were then taken from 

each tube after 30,60 and 120 min of incubation and stored at -20°C until assay. Then, all 

media was removed and replaced with media containing 10IU hCG (hCG; IVF-C, 

Jeonbuk-do, Korea). hCG incubation was used to evaluate the viability of the Leydig cells 

to secrete testosterone in the culture conditions. 1 00 ~l aliquots of the medium were taken 

. 3hr after hCG incubation. Again all the media was replaced with medium containing 

SOng/ml FSH (Fetal Bovine Serum, Hyclone, Cramlington, UK) and 100 JlI aliquots were 

taken after 2 h. FSH incubation was used to measure the viability of Sertoli cells to secrete 

inhibin. 

Hormone Assays 

Plasma testosterone and inhibin were determined by using specific enzyme linked 

immunoabsorbent assays. Testosterone and inhibin kits were purchased from the following 

companies, respectively, Amgenix Microlisa™ (San Jose, CA, USA), Beckman Coulter 

(Brea, CA, USA). The assays were performed according to the manufacturer's instructions. 

The sensitivity of the testosterone assay was 0.05 ng/ml and intra- and inter-assay 

coefficients of variation were both < 10%. Sensitivity of the inhibin assay was 2.6 pg/ml 

and the intra- and inter-assay coefficients of variation were < 6%. 

Statistical Analysis 

Statistical comparisons for the mean levels of testosterone and inhibin were made by one 

way and two ANOVA, and paired t test. One way ANOVA was followed with Turkey's 

comparison test. All data are presented as mean (± SEM). Statistical analyses were carried 
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out using Graphpad Prism software version 6 Cwww.graphpadprism.org) (GraphPad 

Software. Inc, La Jolla, CA, USA). 

RESULTS 

In Vitro Effect of Kisspeptin Treatment on Testosterone 

Secretion from Testicular Tissue of Adult Male Rhesus Monkey 

The changes in individual and mean concentrations of testosterone (T) in the incubation 

medium from monkey testis fragments challenged with five different doses of kiss pep tin (0 

pM, 1 pM, 10 pM, 100 pM, 1000 pM) at three different time points are shown in Table 2.1 

and Figure 2.1 . Two- factor ANOV A, taking dose and time as main sources of variation 

demonstrated that there was no significant effect of kisspeptin dose, time and dose x time 

interaction on mean testosterone concentration. Kisspeptin did not significantly increase 

the testosterone levels at any dose, therefore, all the doses were pooled at every time point. 

Comparison of mean concentration of T after treatment of kisspeptin at three time points 

. (all doses pooled) and post 3 h treatment ofhCG is shown in Figure 2.2. One way ANOVA 

followed by post hoc test indicated that testosterone levels were increased at 120 min as 

compared to those at 30 and 60 minutes reflecting an independent effect oftime, on in vitro 

testosterone release. The hCG challenge to the testicular tissue significantly increased T 

. concentration when compared with the pooled levels observed at 30 and 60 minutes 

incubation. 

In Vitro Effect of Kisspeptin Treatment on Inhibin Secretion 

from Testicular Tissue of Adult Male Rhesus Monkey 

The changes in individual and mean concentrations of inhibin in the incubation medium 

released from monkey testis fragments challenged with five different doses of kiss pep tin (0 
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. pM, 1 pM, to pM, 100 pM, 1000 pM) at two different time points are shown in Table 2.2 

and Figure 2.3. Two- factor ANOVA taking dose and time as main sources of variation 

demonstrated that there was no significant effect of kisspeptin dose and dose x time 

interaction on mean inhibin concentration. However, there was a significant effect of time 

suggesting probably an independent time related decrease of inhibin release from the 

testicular tissue. No effect of kisspeptin doses was observed, therefore all doses were 

pooled at every time point and the comparison is shown in Figure 2.4. Paired t test showed 

that mean inhibin levels observed after 120 minutes of incubation was significantly (P< 

0.05) decreased compared to 60 minutes values. FSH stimulated a significant (* P< 0.05) 

increase of inhibin release from incubated testis tissue samples as compared to the levels at 

60 and 120 minutes. 
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Table 2.1. Changes in individual incubation medium concentrations of 

testosterone (nglml) observed at three time points under an in vitro treatment 

of adult rhesus monkey testis tissue with five different doses of kisspeptin 

and subsequently with hCG at one time point. 

Dose Animal Post kisspeptin Post hCG 
(PM) Time (min) Time (min) 

30 60 120 180 

1000 Ml 0.47 0.26 1.043 3.04 

M2 0.39 2.90 6.63 1.80 

M3 1.89 2.92 12.02 3.53 

M4 4.74 0.53 1.190 10.78 

M5 0.32 13.59 3.84 1.90 

100 Ml 0.74 1.053 0.34 3.76 

M2 0.41 5.11 4.42 1.84 

M3 3.08 1.76 6.65 4.04 

M4 9.64 0.17 1.79 10.85 

M5 7.08 3.11 3.71 12.17 

10 MI 0.42 0.65 0.55 1.55 

M2 0.88 0.83 4.76 3.87 

M3 4.12 1.57 3.21 10.02 

M4 2.10 0.16 0.49 6.01 

M5 3.17 0.35 1.94 4.03 

1 Ml 0.73 1.54 0.89 3.33 

M2 0.70 1.12 6.20 2.03 

M3 5.32 1.24 10.08 7.33 

M4 2.02 0.74 1.85 27.38 

M5 0.16 1.53 2.75 2.87 

0 MI 0.34 0.68 2.37 1.33 

M2 3.43 3.40 2.60 10.49 

M3 0.46 2.40 l2.45 2.66 

M4 0.32 0.28 1.08 20.36 

M5 0.74 1.198 7.93 2.87 
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Figure 2.1. Effect of treatment of different kisspeptin doses on mean T 
concentration released from in vitro kept adult monkey testicular tissue in the 
incubation medium at three time points. Two- factor ANOV A taking dose 
and time as main sources of variation demonstrated that there was no 
significant effect of kisspeptin dose, time and dose x time interaction on 
testosterone concentrations. 
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1 

30 60 120 
Time (min) 

180 (post hCG) 

Figure 2.2. Comparison of change in mean T concentrations from adult 
monkey testicular tissue fragments incubated with kisspeptin with all doses 
pooled at every time point. On way ANOVA followed by post hoc test 
indicated that observed T levels were increased ep<0.05) at 120 minutes as 
compared to those at 30 minutes and 60 minutes reflecting an independent 
effect of time on in vitro testosterone release. hCG challenge increased T 
concentration significantly (*P <0.05) compared to the basal values (30 min 
and 60min). 
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Table 2.2. Changes in individual incubation medium concentrations of 
inhibin (pglml) observed at three time points under an in vitro treatment of 
adult rhesus monkey testis tissue with five different doses of kisspeptin and 
subsequently with FSH at one time point. 

Dose Animal Post kisspeptin 

(PM) Time(min) 

60 120 

1000 Ml 101 45.2 

M2 52 11.0 

M3 59.2 29.4 

M4 52.3 24.5 

M5 78.8 13.0 

100 MI 90.3 41.2 

M2 88.3 24.1 

M3 165 97.4 

M4 327 48.4 

M5 38.2 11.5 

10 Ml 23.5 4.24 

M2 101 9.40 

M3 129 60.8 

M4 395 43.9 

M5 29.3 2.03 

1 Ml 34.0 127. 

M2 52.9 6.35 

M3 137 64.5 

M4 34.6 19.9 

M5 39.0 5.81 

0 Ml 263 43.6 

M2 91.3 174 

M3 178 78.4 

M4 73.5 43.0 

M5 13.7 2.21 

PostFSH 

Time(min) 

120 

155 

214 

302 

66.0 

98.6 

212 

340 

84.5 

81.5 

77.1 

237 

295 

316 

79.0 

56.1 

45.1 

270 

315 

65.7 

85.3 

44.1 

220.0 

334 

29.9 

88.7 
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Figure 2.3. Effect of treatment of different kisspeptin doses on mean ± SEM 
inhibin concentration (n=5) released from in vitro kept adult monkey 
testicular tissue in the incubation medium at two time points. Two- factor 

ANOV A taking dose and time as main sources of variation demonstrated that 

there was no significant effect of kispeptin dose and dose x time interaction 
on inhibin concentration. However, there was a significant (p <0.05) effect of 

time suggesting probably an independent time related decrease of inhibin 
release from the testicular tissue. 
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b 

60 120 120 (post FSH) 
Time (min) 

Figure 2.4. Changes in mean concentration of inhibin released from monkey 

testicular tissue after 60 and 120 minute of kisspeptin incubation and after 

120 minutes of FSH incubation. Values are pooled at all doses of kisspeptin 

at two time points and at FSH treatment. Paired t test analysis showed that 

mean inhibin levels were significantly ep< 0.05) decreased at 120 minutes as 

compared to that at 60 minutes. FSH significantly (b) increased inhibin as 

compared to the levels observed at 60 (bp< 0.05) and 120 minutes (p< 

0.0001). 
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DISCUSSION 

Kisspeptin and its receptor expression has been evidenced in testicular tissue (Kotani et aI., 

2001; Muir et aI., 2001., Ohtaki et aI., 2001), but surprisingly no further advances were 

made in finding a direct effect of kisspeptin on testicular tissue. Our own 

immunohistochemistry finding suggests the possibility of a direct/indirect effect of 

kisspeptin on Sertoli cells and Leydig cells in the monkey testis. The present study was 

therefore, designed to find such an effect of kisspeptin on testosterone and inhibin release 

from in vitro kept testicular tissue of the adult male rhesus monkey. Kisspeptin was 

incubated to a culture of testicular tissues of adult male rhesus monkey at different dose 

rates. The concentrations of testosterone and inhibin were determined in the culture media 

at different time points. Competence of Leydig cells and Sertoli cells in the testicular tissue 

was tested afterward with challenges of hCG and FSH, respectively. Two factor ANOV A 

revealed that kisspeptin administration did not affect the testosterone release in vitro from 

the monkey testicular tissue. The fact that lack of effect of kisspeptin on testosterone 

production in the paradigm of present study was not due to a problem in the capacity ofthe 

Leydig cells to release testosterone, was evidenced by ready release of testosterone by the 

hCG challenge. Since there was no dose effect, kisspeptin doses were pooled at every time 

point. One way ANOV A with post hoc test on the pooled data indicated that mean 

testosterone levels at 120 minutes of incubation were significantly increased as compared 

to those at 30 and 60 minutes. This likely reflected an independent effect of time on the 

release of testosterone from the testicular tissue. These results of lack of effect of 

kisspeptin on testosterone release are in accordance with our expression analysis where we 

did not find any expression ofKisslr in the Leydig cells. As kisspeptin receptor was found 

in the Sertoli cells, therefore, we expected here a paracrine role of kisspeptin between 

Sertoli cell and Leydig cells through Sertoli cells secreted factors. Absence of kisspeptin 
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effect on testosterone secretion excludes the possibility of such role, however paracrine 

interactions related to other factors can't be ruled out. Other possibility could be that 

probably the dose administered was not sufficient to effect and activate testosterone 

synthesis. Use of comparatively increased doses may be able to produce a dose effect, but 

in vitro effects of kisspeptin have been found to produce contradictory results where 

kisspeptin was administered to pituitary in vitro cultures. Although in our study, kisspeptin 

did not affect the testosterone release but Irfan et al. (2008) found, hCG stimulated effect 

of kisspeptin on testosterone release in vivo. So it is possible that hCG stimulated 

kisspeptin may cause testosterone secretion also in in vitro setting. 

Effect of in vitro kisspeptin administration to testicular tissue fragments was also 

investigated on inhibin release in the present study. Two factor ANOVA demonstrated that 

kisspeptin administration also did not affect the inhibin release in vitro from the monkey 

testicular tissue. FSH challenge stimulated inhibin release from the Sertoli cells in the 

testicular tissue which proved that lack of effect of kisspeptin on inhibin production was 

not due to a problem in capacity of the Sertoli cells to release inhibin. Since there was no 

dose effect, kisspeptin doses were pooled at every time point. Paired t test on the pooled 

data indicated that mean inhibin levels at 120 minutes of incubation were significantly 

decreased as compared to that at 60 minutes. This likely reflected an independent effect of 

time on the release of inhibin from the testicular tissue. Moreover, we did not use 

kisspeptin doses higher than 1000 pM and it is possible that higher kisspeptin doses are 

more effective in causing inhibin biosynthesis in Sertoli cells. Our data are somehow 

supported by a study by Thompson and colleagues (2004) who could not find a dose 

. dependent effect of kisspeptin on LH secretion by rat pituitary fragment after 4 h 

incubation (Thompson et aI., 2004). 
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In summary our results show that kisspeptin has no dose dependent effect on testosterone 

and inhibin secretion. Thus our data suggest that although Kisslr is present in the testis of 

adult monkey but more probably it is involved in other kisspeptin actions which may not 

be directly related to testosterone and inhibin secretion. However, we cannot rule out that 

there are other testicular functions of kisspeptin which may not be relevant to testosterone 

and inhibin production but are directly or indirectly related to spermatogenesis. 
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ABSTRACT 

Kisspeptin is expressed at the gonadal level and has been implicated in mediating the 

gonadal functions, as has been demonstrated in ovarion tissue. Kisspeptin expression in 

testicular tissue has also been demonstrated but functional importance of kisspeptin in the 

testis remains to be elucidated. Considerable expression of kisspeptin in the testis raises the 

possibility of release of kisspeptin from the testicular cells. Therefore, in the present study, 

we hypothesized that if kisspeptin is expressed by specific cells of the adult monkey testis 

then there must be some levels of kisspeptin present in different testicular fluids or 

compartments. It was expected that levels of kisspeptin should be highest in the testis 

homogenate and there should be a decreasing concentration gradient of kisspeptin from 

testis homogenate to peripheral venous blood. To test the hypothesis, testicular vein blood, 

spermatic vein blood and peripheral venous blood were collected from five adult rhesus 

monkeys. Testis homogenate was also prepared from the biopsied testicular tissue. 

Kisspeptin concentration was then measured in the plasma from these blood samples and 

homogenate using specific enzyme linked immunoabsorbent assay. Additionally, 

kisspeptin release was also measured from the testis fragments in vitro, in order to compare 

the in vitro levels of kisspeptin with in vivo levels from testis. We found fairly detectable 

levels (0.29-18 ng/ml) of kisspeptin in testicular venous blood, spermatic vein, peripheral 

blood, testis homogenate and testicular incubation medium, but no significant variation 

was found among them. The kisspeptin levels were found to be highest in spermatic vein 

and peripheral blood and low in testicular vein blood. The expected pattern of kisspeptin 

levels was not found in the testis fluids. It is concluded that kisspeptin is expressed in the 

monkey testis but its concentration does not show a specific pattern in different testicular 

fluids. Nevertheless, it is an important source of kiss pep tin in peripheral circulation but its 

physiological significance is not known. 
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INTRODUCTION 

Mammalian testicular development and its functional maintenance are mainly controlled 

by the pituitary gonadotrophins and testosterone. Many studies have now demonstrated the 

presence of many neuropeptides and their receptors in the testis, suggesting that these 

peptides are involved in the local regulation of testicular germ cell development and 

function. Testis is a complex organ which is functionally divided into the gamete and 

endocrine segments, where spermatogenesis and steroid hormone biosynthesis take place, 

respectively (Sharpe, 1994; de Kretser et aI., 1998). The spermatogenic compartment is 

formed by the seminiferous epithelium, which is composed of Sertoli cells and various 

stages of germ cells. Sertoli cells create a blood testis barrier by maintaining the tight 

junctions between them which provide the seminiferous tubule an immunologically safe 

environment that is separated from the peripheral circulation. The endocrine compartment 

consists of interstitial cells (Leydig cells), the site of testosterone biosynthesis; 

macrophages, which are closely associated with Leydig cells and the lymphatic tissue area 

that surrounds this endocrine segment. The Leydig, peritubular, and Sertoli cells provide 

the necessary support for germ cell development and steroidogenesis (Damian, 1990). 

Testosterone functions as a male hormone but also regulates the maintenance of 

spermatogenesis (Sharpe, 1994; de Kretser et aI., 1998). Its actions are aided by a variety 

of peptide hormones and growth factors. Many of these are locally produced by the testis 

and are involved in paracrine and autocrine processes (Damian, 1990). Many 

neuropeptides are expressed within testis including GnRH, eRH, vasoactive intestinal 

polypeptide (VIP), oxytocin, arginine vasopressin, TRH, somatostatin, opioid peptides and 

neuropeptide Y (NPY) (Li and Arimura, 2003). Spermatogenesis and steroidogenesis are 

dependent on normal stimulation by the pituitary gonadotrophins, FSH, and LH, whose 

release is stimulated by GnRH (Matsumoto et aI., 1986). The pituitary gonadotrophins also 
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affect the expression of testicular neuropeptides via paracrine factors produced by Sertoli 

and Leydig cells (Li and Arimura, 2003). 

Kisspeptin neuropeptides and their receptor, Kisslr, are now well established in the central 

regulation of reproductive axis (Roseweir and Millar, 2009). Gonadal and testicular 

expression of Kiss! and Kisslr has been reported (Kotani et aI., 2001). Our 

immunohistochemistry and RT-PCR data indicate considerable expression of kisspeptin in 

the adult monkey testis. Foregoing observations suggest a paracrine role of kisspeptin in 

the monkey testis. Accordingly, it can be postulated that kisspeptin may also be released 

from the monkey testis cells and can be detected in different testicular fluids and 

homogenates. 

The present study was based on the particular idea that if kisspeptin is expressed by 

testicular cells then its concentration would be greater in the testicular tissue and a 

concentration gradient will most probably be present between testicular tissue, testicular 

vein, spermatic vein and peripheral blood circulation. Kisspeptin release was also 

measured from testicular tissues incubated in media to compare in vitro levels of kiss pep tin 

with in vivo levels from testis. We expected to get a higher concentration of kiss pep tin in 

the testis homogenate and then a decreasing trend in testicular, spermatic and peripheral 

veins. 
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MATERIALS AND METHODS 

Animals 

A total number of five adult intact male rhesus monkeys (Macaca mu!atla), 7-9 years old, 

weighing 8.3 -14.7 kg was used in this study. Their testicular volumes were 19.1 -61.4 ml. 

The animals were housed in individual cages and maintained under semi-controlled 

environmental conditions at temperature (2S±3 0c) and light (06:00-18:00) in the Primate 

Facility of the Qauid-i-Azam University, Islamabad. Standard monkey diet supplemented 

with fresh fruits (09:00-09:30 h), boiled eggs (11:00 h) and bread (13:00-13:30 h) was 

provided daily. Water was available ad libitum. All animal experiments were approved in 

advance by the Departmental Committee for Care and Use of Laboratory Animals. 

Collection of Testicular Vein, Spermatic Vein and Peripheral 

Blood from Adult Rhesus Monkey 

The method for testicular vein (TV) and spermatic vein (SV) blood collection was adopted 

from that described by Waites et al. (1974). The animals were anesthetized with 

intramuscular injection of 10 mg/kg BW ketamine hydrochloride. Each testis was exposed 

and exteriorized aseptically through a 2-3 cm incision in the anterior aspect of the scrotum. 

For the collection of TV and SV blood, heparin coated Iml insulin syringe fitted with 27 

gauge needle was used. The needle was inserted in the testicular vein on the surface of the 

testis, and 1 ml blood was slowly collected from vein (Figure 1). The differentiation of the 

testicular vein from the artery was based on the fact that the veins run towards the proximal 

part of testis and fonn branches there, while artery runs around distal part of testis. 

Spermatic vein blood samples (1 ml) were also collected from one of the veins at the 

proximal end of the spermatic cord into heparinized tubes (Figure 1). Peripheral blood 

samples (PV) (2 ml) were collected from the saphenous vein in heparinized 3 ml syringes 
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from these monkeys. All the blood samples were taken during the time from 11 :00 to 11 :20 

h. The samples were placed in tubes kept on ice. The blood samples were immediately 

centrifuged at 3000 rpm to extract plasma that was stored at -20 CO until assay was done 

for kisspeptin. 

Testicular Tissue Collection and Homogenate Preparation 

For the preparation of testis homogenate, 100 mg of testis was collected from five intact 

adult rhesus monkeys through biopsy of left testis. The animals were anesthetized with 

intramuscular injection of 10 mg/kg BW ketamine hydrochloride. An incision was given in 

the anterior side of scrotum with a sharp scalpel blade. The testes were exteriorized from 

the scrotum. For testicular biopsy, a 2-3 cm incision was given in the tunica albugenia and 

vaginalis, at the proximal side of the testis, avoiding veins. A total of 100 mg of testicular 

tissue was taken carefully from the testis of each monkey. Tissue was weighed and 

immediately preserved in liquid nitrogen and then saved at -70°C. Afterwards, tunica 

vaginalis, peritonium and skin each were sutured separately. A preparation of penecillin 

and streptomycin was sprinkled on the wound to avoid infection. A single shot of long­

acting antibiotic was given after surgery. Stitches were removed after 2 weeks. 

The testis homogenate preparation was done as previously described by Laurenzana et al. 

(2002). For homogenate preparation, the testicular tissue was thawed and homogenized in 

100 ~l of 50 mM phosphate buffer (PH 7.4) using a pestle morter. Aliquots of the 

homogenates were stored at - 80°C until kisspeptin assay was applied. For the 

measurement of kisspeptin in vitro culture medium from testicular fragments, medium was 

collected after 30 minutes of incubation of testicular tissue in that medium. 

Testicular Tissue Incubation 

Analysis of the direct effect of kisspeptin on testosterone and inhibin secretion was carried 

out by using the testicular slice incubation method which was done as previously described 
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by Roulet et al. (2006) with slight modifications. Testicular tissues biopsied from adult 

rhesus monkeys were de-capsulated, weighed and cut into five fragments of approximately 

100 mg which were immediately transferred to fresh ice cold Dulbecco's modified Eagle's 

medium (DMEM) with PH 7.4. Testicular slices were incubated for 1 h in 2 ml DMEM in 

5 ml culture tubes under 5% CO2 and 95% air at 32°C in a CO2 incubator. After 

incubation for 1 h, the media was replaced with medium containing kisspeptin at five 

different dose rates (no dose, Ipm, lOpm, 100pm, 1000pm). Aliquots of 100 III were then 

taken from each tube after 30, 60 and 120 min of incubation and stored at -20°C until 

assay. Then, all media was removed and replaced with media containing 100U HCG. 100 

III aliquots of the medium were taken after 3 h. Again all the media was replaced with 

medium containing 100 ng/ml FSH and 100 III aliquots were taken after 2 h. 

Statistical Analysis 

Statistical comparisons for the mean plasma levels of kisspeptin were made by ANOV A, 

and paired t test. All data are presented as mean (± SEM). Results were considered 

statistically significant at P < 0.05. Statistical analyses were carried out using Graphpad 

Prism software version 6 (www.graphpadprism.org) (GraphPad Software. Inc, La Jolla, 

CA, USA). 

RESULTS 

Individual and mean concentration of kisspeptin like immunoreactivity (ir) in plasma from 

peripheral (saphenous vein) blood plasma, testicular vein and spermatic vein blood and 

testicular homogenate are shown in Table 3.1 and Figure 3.1. Measurable levels of 

kisspeptin like ir were found in all of the testicular fluids and peripheral plasma and the 

levels were all detectable over the range of standards used in the assay. Kisspeptin levels 

released in the medium of in vitro testicular fragments were also measured (Table 3.1 and 

Figure 3.1) and a statistically significant (P < 0.05) difference of kisspeptin like ir was 
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noted between in vitro and other fluids. The kisspeptin like ir was much less in in vitro 

sample as compared to in vivo testicular fluids (0.29 ± 0.08 vs. 12.20 ± 3.48 to 18.90 ± 

4.21 ng/ml). The mean kisspeptin like ir in the testicular fluids and homogenate ranged 

from 12 to 18 ng/mt. The levels were quite comparable to the peripheral kisspeptin like ir. 

However, kisspeptin concentration was not significantly different between testicular 

venous plasma, spermatic vein plasma, testicular homogenate and peripheral plasma. 

DISCUSSION 

We previously described the Kiss 1 protein and mRNA expression in the testicular tissue of 

rhesus monkey and therefore we hypothesized that if kisspeptin is being produced by the 

testis then kisspeptin levels would show a concentration gradient in different testicular 

fluids . We found quite fair and detectable levels of kisspeptin like ir in testicular 

homogenate preparation, testicular venous blood and testicular spermatic vein blood, but 

we did not find any statistically significant variations among these levels. We expected a 

decreasing trend of kisspeptin concentration from testicular homogenate to peripheral 

blood but such a pattern was absent. Kisspeptin like ir was noted to be higher in spermatic 

vein and next high in the peripheral blood, while, in the testis homogenate it was observed 

to be less than the peripheral blood. One reason for this might be the fidelity of the assay 

which we used for kisspeptin concentration measurement as this assay shows 100% cross 

reactivity with RFRPI in addition to kisspeptins. However, assay validity for kisspeptin 

was evident by in range values of our samples with the positive quality control samples. 

kisspeptin levels in our samples were fairly in the range of positive controls for kisspeptin 
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Table 3.1. Comparison of individual and mean concentration of kisspeptin in vitro 

testicular incubation medium, peripheral blood plasma, spermatic vein plasma, testis vein 

plasma and homogenate of testicular tissue of adult rhesus monkey (n=5) under normal 

physiological conditions. 

Animal Kisspeptin levels (ng/ml) 

Medium Peripheral Spermatic Testis Homogenate 
vein vein vein 

Ml 0.43 17.30 28.79 15.62 13.64 

M2 0.51 5.80 14.43 . 17.79 20 

M3 0.068 24.15 5.54 3.47 14.9 

M4 0.29 10.85 26.59 19.93 5.24 

M5 0.l8 23.79 19.15 4.20 16.34 

Mean 0.29±0.08 16.38±3.5 18.90±4.21 12.20±3.48 14.04±2.44 
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Figure 3.1. Comparison of kisspeptin like immunoreactivity in in vitro testicular 

incubation medium, peripheral blood plasma (PV), spennatic vein plasma (SV), testicular 

vein plasma (TV) and homogenate (Hmg) of testicular tissue of adult intact male rhesus 

monkey (n=5) under normal physiological conditions. One way ANOVA followed by post 

hoc test indicated that there was no significant variation of kisspeptin levels among the 

testicular fluids. However, kisspeptin levels in testicular fluids were significantly (P< 0.05) 

higher than that observed in in vitro testicular incubation medium. 
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which ranged from 0.4-0.6 nglml which indicated that specifically kisspeptin was 

measured. Interestingly, highest levels of kisspeptin like ir were observed in the spermatic 

vein. High kisspeptin levels in the spermatic vein blood may indicate some epididymal 

source. In the peripheral blood, kisspeptin levels were observed to be lower than the 

spermatic vein but higher than testicular vein and homogenate. The possible reason for this 

variance may be due to the fact that kisspeptin was added in the peripheral blood from 

different other peripheral tissues as well as from central axis. Although, kisspeptin levels 

were detectable in the homogenate and testicular vein but comparatively reduced 

kisspeptin levels may arise due to the effect of many other factors that may regulate the 

expression of kisspeptin in the testicular tissue. In the male, INSL3 is a major product of 

the testicular Leydig cells, it was also analyzed in different testicular fluid compartments 

and its concentration was shown to be the highest in the interstitial fluid and notable 

concentrations were found in the rete testis flu id. Further, a significant variation of its level 

was found in interstitial fluid and rete testis fluid (Anand-Ivell et aI., 2009). In the case of 

kisspeptin, this variation was not observed. It is thus clear that the levels of different 

testicular factors are different in testicular compartments, and the trend in their levels is 

independent of each other, but certainly their variation between different testicular 

compartment or testicular fluids is effected by some other causes. Thus, variation of 

kisspeptin may be affected by the androgens or some other testicular factors. These may 

also affect the expression of kisspeptin in the testicular cells. What are these factors , it 

certainly needs further investigation. In the present study, the release of kisspeptin like ir 

was also noted from the in vitro incubated testicular tissue but no kisspeptin release was 

observed which substantiated the fact that in vivo other factors are also involved in 

regulating the release of kisspeptin from the testis. In summary, our data indicate that 

kisspeptin is present in testicular tissue of monkey but concentration difference is not 
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present between different testicular tissues. Nevertheless, this testicular kisspeptin is an 

important source of kiss pep tin in peripheral circulation but its significance is not known. 
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GENERAL DISCUSSION 

In the present research work we studied the role for Kissl -Kisslr signall ing in testicular 

tissue of the adult male rhesus monkey by using three different approaches. Firstly we 

investigated the localization of the Kissl and Kisslr proteins in the testicular tissue of the 

adult male rhesus monkey by using immunohistochemistry. Kissl and Kisslr mRNA 

expression was also investigated in the testis by using RT-PCR. In second part of this study 

we co-localized kisspeptin and Kiss!r with Sertoli cell specific marker inhibin and with 

germ cells specific marker T4 (TPXl). Thirdly, we assessed a direct effect of kiss pep tin on 

testosterone and inhibin release from testicular tissue fragments in vitro. Lastly, we sought 

to fmd the levels of kisspeptin in different testicular fluids and testicular homogenate in 

order to assess a pattern in testicular release of kisspeptin in monkeys. 

Our results indicated that Kissl and Kiss!r proteins were localized to the testicular tissue 

of the adult male rhesus monkey as shown by immunohistochemical data. Further, using 

double label immunohistochemistry, Kissl and Kisslr proteins were localized to specific 

cell types within the seminiferous tubules. The double immunohistochemical analysis 

showed localization of both Kiss! and Kisslr in the germ cells and Kisslr in Sertoli cells. 

By double labelling Kissl with l7PHSD and Kisslr with 17PHSD, Kiss! and Kisslr 

expressions were notably absent in Leydig cells. Our immunohistochemical data were 

confirmed in our RT-PCR studies where a clear detectable mRNA expression of both 

Kiss 1 and Kiss 1 r was observed in the testicular tissue. These findings are in consistent with 

the reports which demonstrated the Kissl and Kisslr expression in the human testis 

(Kotani et aI., 2001). Our data suggest an autocrine/paracrine role for Kissl in testicular 

tissue, with respect to testicular and spermatogenic function of the primate testis. Available 

evidences indicate that hypothalamus and pituitary are mainly involved in controlling the 
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spermatogenesis and steroidogenesis through LH and FSH (Leutjens et aI., 2005). 

Nevertheless, an organized interaction among testicular cells and compartments has also 

been found to be involved in regulating the testicular functions. This local interaction may 

involve some physical support or some hormonal communication between the germ cells 

and Sertoli cells and between germ cells and germ cells (Weinbauer and Wessels, 1999; 

Weinbauer et aI., 2010). It is reasonable to conclude that kisspeptin is produced by germ 

cells (spermatocytes/spermatids) and could act in paracrine manner on the Sertoli cells to 

modulate their functioning. It is also the possibility that germ cells may communicate with 

other germ cells through kisspeptin. Thus, kisspeptin produced in spermatocytes and 

spermatids could act on Sertoli cells and other types of germ cells in the adult monkey 

testis. 

Available evidences have shown that both Sertoli cell and germ cells regulate the process 

of spermatogenesis in the seminiferous tubules. Sertoli cells provide a physical support to 

the developing germ cells as they produce blood testis barrier between them and in 

addition they produce several factors which have been found to be involved in regulating 

the spennatogenesis. Some of these factors which are produced by Sertoli cells include 

IGF-I, IGF-2, TGF-n, TGF p, basic FGF, interleukins (Skinner et aI., 1991). Moreover, 

germ cells are also capable to modulate Sertoli cell activity (Huleihel and Lunenfeld, 

2004). Androgen binding protein, plasminogen activator, and FSH-dependent cAMP 

production by Sertoli cells have been shown to be affected by germ cells (Skinner et aI., 

1992; Huleihel and Lunenfeld, 2002; Skinner et aI., 2009). In continuation with this notion, 

our findings do provide a clear evidence that kisspeptin is another new factor through 

which germ cells can communicate with Sertoli cells. What could be the physiological 

significance of Kissl-Kisslr signalling within germ cells and between germ cells and 

Sertoli cells, this requires further investigation. Parenthetically, a functional involvement 
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of KISSI-KISSIR signalling in affecting the human spermatozoa motility has recently 

been indicated by Pinto et al. (2011). 

In summary, present results based on double label immunohistochemical and RT-PCR data 

clearly demonstrated the presence of both Kiss! and its receptor in the seminiferous 

tubules of the adult monkey testis. Both Kissl and Kisslr were present in the germ cells 

while Kisslr was also present on the Sertoli cells. Kissl and Kisslr mRNA expression was 

also found in the testis. Both kisspeptin and its receptor are restricted to the seminiferous 

tubule which suggests that kisspeptin is possibly involved in the regulatory network of 

spermatogenesis. 

The fact that kisspeptin and Kiss!r expressions are present in testicular tissue is evident 

from our data and findings of others (Kotani et aI., 200 I; Muir et aI., 200 I; Ohtaki et aI., 

2001). Next, we tried to assess a direct action of kisspeptin on testicular functioning by 

using an in vitro direct effect of kisspeptin on testicular tissue. Therefore, in a second 

study, we tried to decipher a direct effect of kisspeptin on testicular functioning through 

the measurement of testosterone and inhibin levels in a culture of testicular tissue of adult 

male rhesus monkey. Although, we did not find any expression of KissIr in the Leydig 

cells but we still examined the possibility of an indirect effect of kisspeptin on testosterone 

because we hypothesized that kisspeptin may affect testosterone synthesis through some 

Sertoli cell produced factors which may affect the Leydig cell functioning. Kisspeptin was 

challenged to in vitro testicular tissue obtained from adult monkeys, at four different doses. 

However, kisspeptin exposure did not significantly increase the testosterone concentration 

at any dose while, heG stimulation clearly elicited testosterone release indicating that our 

in vitro testicular tissue was competent. This result is in accordance with the result of our 

first experiment where we did not find any expression of Kiss If protein in the Leydig cells 
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which are steroidogenic cells in the testis. Our finding rules out any indirect effect of 

kisspeptin mediated by Sertoli cell or germ cell on Leydig cells testosterone release in the 

monkey testis. A dose related effect of kiss pep tin was absent in the testicular tissue culture, 

however, an independent effect of time was found. It is possible that some Sertoli cell 

released factor may have affected the testosterone synthesis in Leydig cells which caused 

the testosterone release after some time of incubation. Alternatively a more probable 

reason for the absence of dose effect may be that the dose administered was not very 

sufficient to affect and activate the testosterone synthesis. Use of comparatively increased 

doses may be able to produce a dose effect. It is pertinent to mention here, however, that in 

vitro effects of kisspeptin have been found to produce contradictory results where 

kisspeptin was administered to pituitary in vitro cultures. We conclude that kisspeptin at 

least within the doses used in the current study, does not affect the release of testosterone 

from the Leydig cells in the adult monkey testis. 

However, interestingly, our results of lack of direct kisspeptin effect on monkey Leydig 

cells, are contrasted with different kisspeptin effect on the female gonads. Kissl and Kisslr 

mRNAs were detected in adult rat, human and marmoset ovaries and kisspeptin-IO 

significantly increased the progesterone secretion in granulosa cells (Gaytan et aI., 2009). 

Since Kisslr expression was evident on Sertoli cells in our immunohistochemistry studies, 

we also studied the effect of in vitro challenge of kisspeptin on inhibin secretion in the 

present study. We found that there was no dose effect of kisspeptin on inhibin release. 

Nevertheless, a significant inhibitory effect of time on the inhibin release was noticed 

suggesting an independent effect of time. FSH treatment to testicular tissue fragments in 

the culture caused a significant rise in inhibin, suggesting that the Sertoli cells were 

competent in our in vitro system. The most plausible reason for a lack of effect of 
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kisspeptin may be that kisspeptin in Sertoli cell have no role in inhibin biosynthesis or 

release. However, any other paracrine role of kisspeptin cannot be ruled out in Sertoli cells. 

It is also possible that kisspeptin only affects the stimulated inhibin release as suggested by 

the evidence that Kiss 1 did not increase FSH release directly at the pituitary level, although 

it moderately enhanced GnRH-stimulated FSH secretion in vitro (Navarro et aI., 2005). 

More recently, kisspeptin has been shown to enhance the heG stimulated testosterone in 

adult rhesus monkeys (Irfan et aI., 2008) 

In summary, we did not find an effect of kisspeptin on testosterone and inhibin release 

from in vitro testicular tissue of adult male monkeys in the present study. Considering our 

immunohistochemistry and in vitro data, it can be concluded that although, Sertoli cells in 

monkey do express Kisslr but this receptor activation is not relevant to endocrine function 

in terms of an indirect testosterone and direct inhibin release but may have a testicular 

action related to spermatogenesis. 

We demonstrated the kisspeptin expression in the testicular tissue of rhesus monkey, 

therefore, we hypothesized that if kisspeptin is expressed within the testicular tissue then it 

should be released from the testis and there should be a gradient of kisspeptin levels in 

testis and testicular fluids. To assess the testicular release of kisspeptin in adult monkeys, 

we assayed levels of kisspeptin in various testicular fluids in the last part of our studies. 

We found well detectable levels of kisspeptin in testicular homogenate preparation, 

testicular venous blood and testicular spermatic vein blood. The assay validity was evident 

by the in range values of quality control samples. However, we did not find any significant 

variations among these levels. Kisspeptin levels were high in spermatic vein and peripheral 

blood. This suggests the possible kisspeptin expression in the epididymis and its release 

from the epididymis. Increased kisspeptin levels within the peripheral blood are most 
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probably due to the addition of kisspeptin from other peripheral tissues as well as from 

central axis. We speculate that comparatively reduced kisspeptin levels within testis 

homogenate are due to many testicular factors which act in a paracrine way to regulate the 

kisspeptin expression. We tend to conclude that monkey testis does not systematically 

release kisspeptin in the general circulation. 

In summary, we found the expression of Kiss 1 and Kisslr in the adult male rhesus monkey 

testis particularly in Sertoli cells and germ cells. We did not note an effect of an in vitro 

kisspeptin challenge on testosterone and inhibin secretions and we were unable to find a 

concentration gradient of kisspeptin among different testicular fluids. Taking together, our 

data suggest a paracrine role of kisspeptin relevant to spermatogenesis in adult monkey 

testis which needs to be characterized in further studies. Kisspeptin may not be involved in 

hormonal regulation but it is quite possible that it is a part of regulatory network involved 

in primate spermatogenesis. 

Kisspeptin is a neuropeptide and it is well established to be involved in modulating 

testicular functions through central regulation. Our observations in the present research 

work provide an idea of an important role of kisspeptin as a direct regulator of functions of 

the primate testis. The presence of kisspeptin receptor in testicular tissue also raises the 

possibility of kisspeptin being a player of paracrine interaction in testis. Kissl expression 

was observed in spermatocytes and spermatids and Kisslr was observed in spermatocytes 

and Sertoli cells. This specific expression pattern of kisspeptin in tubular compartment 

suggests its role in spermatogenesis. Kisspeptin and its receptor expression were not 

observed in the Leydig cells. Lack of kisspeptin secretory activity of Leydig cells and 

Sertoli cells from in vitro testicular tissues suggests that it has no endocrine role. In 
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summery our results have broadened the understanding of kisspptin physiology relevant to 

reproductive system. 

General Conclusions and Future Perspectives 

In conclusion, our observations suggested that both kisspeptin and kisspeptin receptor are 

expressed within the testicular tissue of non-human primates. Kisspeptin has no endocrine 

effect on the testis but its paracrine effect cannot be ruled out. It is likely that a paracrine 

kisspeptin signalling mediates Sertoli cell - germ cell interaction in the monkey testis. 

Further, although, kisspeptin is present in the testis but it is not released in concentration 

gradient. Relatively high peripheral kisspeptin levels in adult monkeys are likely to be 

furnished by the testis among other tissues. Our data indicate the diversity of kisspeptin 

effect on HPG ax is. 

Complete elucidation of role of kisspeptin in the testis is needed to' be explored in future 

studies. To find any other paracrine role of kisspeptin, it is needed to find the effect of 

kisspeptin on other testicular factors also, like INSL3 and Gnlli. Because many testicular 

factors are expressed at specific spermatogenic stage, so it would be interesting to find the 

stage specific expression of kisspeptin to decipher a broad spermatogenic role. Expression 

of kiss pep tin in the reproductive tissue makes an important segment ofHPG axis circuitry. 

Elucidating the role of kissspeptin at this level would be helpful in resolving many issues 

related to HPG axis abnormalities and infertility in higher primates. 
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:~~:~t~~~ti:B~tk~i6~;;dtKis~p~pfiri;~ ~ ;,'K1ss1 : ge~e 'piod~~tsUm~lates' GnRH neurons In the hYPOlhaiamus, but so~e rece~t studies have 
'. ·<:;"\:1·~:alsq~~tJ.gii¢sied~::ili~ecJ effect 'olr gonads. Wealniedto localise Kiss and Klssl receptor (Klsslr) In adult rhesus monkey testis. 

·)·:·';;·.~R~ifi.eni3! p'roc~~ill:es: Expression of Klssl arid Klssl rwasdetecied In testlculartlssue of rhesus monkey using Immunohistochemistry 
•. >:/:aM~viltSel@rJ$crfiltflsePCR'(RT-PCR). Duallinmunohlstochemlstrywas usedto colocall~e Klssl With genn cell mar1<erT4 and Klss1 r 

.' ..... . ... ;; ;:;;wliii .lnijib,ln~ (Se~qlc~lIm~r1<er) usll\g ~peclfic .anti~odies forall;:fmmul)ohlslochemlstry ofte~Us was conducted.on formaldehyde fixed ':;\. » .• &{;;~ tissue~ 4smO;~Y.!hlcKse9~6ns; ~slng gene speclQriprimers, RT-I'CR was carried Quito find expreSSion of Klss1 and Kiss 1 r IliR NAs In testis. 
; . "'.: .).':' ,'Resull$:<' Klssl Hnillilinor!l'actlvlly ' Was' localised : to 'spennatocytes . and · spennalkls .and · Klssl r was observed In spermatocytes 

.' ". ': ····.;:;,: to~.(l~.:;,~~tt911Jctins ;·.J;lQ~b'e;'~bel Jmmunohistochemistry~l)~'oca'ized Klssl and T41n spennatlds and Klsslr and Inhibln 
'. ::':·1,:·~c~::5~w;;r1~!N~~r.e.~ f?H~:c~ll~e~}Jh>;S.¢gODG~"S;": f\J~PCij ~! S~owed mIlNA .~press'on : of Kfssl a~dKfsslr Io.adull rhesus monkey testis. 

;;·.c.i :X';:;,~i}J,~?,~~rU~[90~;:;;tpr~_~er)t} results - lndlcate ·· for ,· tha .... flrstUme . the presence 01 Klssl and .' KIss1r In adult primate 
~,:,.·;~;.~;c;.!J:(fte~.tI~t .·~I~e~a,. su99~sL a . posslble autocrlne/paracrlne role of klsspepUn In non-human primate testis. Kissl ­
:'·';:·":::.) ~I.s·SI,r ;~ In :,o:· teSUs .·· suggesis possible direCt Involvement In the regulatory nelwor1< Involved In spermatogenesis. 
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1. Introduction 
Klsspeptins (Kiss1) are encoded by the K/SS1 gene and 
act through GPR54 (now termed Kiss1 r) [reviewed in 
1 J. The gene was originally discovered as a metastasis­
suppressor in 1996 [2] and the ' gene product is a 
145-amino acid peptide, from which is cleaved a 
54-amino acid protein known as kisspeptin-54 [3], Kiss1 r 
was initially described in the rat in 1999 [4] and shortly 
thereafter, the human homolog of GPR54 (KISS1 R) 
was identified [5]. Kiss1 are products of the KISS1 gene 
and are RF-amide (Arg-Phe-NH2) peptides that were 
described in 2001 as ligands for Kiss1 r [5-7]. 

Kiss1 neurons are found in the arcuate nucleus and 
the anteroventral preoptic nucleus in the brain [8,9] and 
the Kiss1 peptides playa significant role in initiating 

q) Springer 

puberty and reproductive function. Two research groups 
working independently in 2003 described a pivotal role 
of Kiss1 -Kissr signaling in reproduction specifically that 
mutations in KISS 1 R were aSSOCiated with the idiopathic 
hypothalamic hypogonadism and impaired pubertal 
maturation found in their patients [10,11]. Studies in a 
wide range of species now show that Kiss1 stimulates 
gonadotropin secretion [reviewed In 12]. Kisspeplin-10 
is the shortest form of Kiss1 and elicits secretion of 
GnRH as measured in the CSF of sheep [13] and in 
hypophysial portal blood [14). Consistent with its role 
within the brain, the Kiss1r is expressed by GnRH 
neurons [13,15,16). 

Peripheral expression of Kiss1 and Kiss1r has also 
been observed in several tissues. The human placenta 
expresses K/SS1 and K/SS1R and lower levels of 
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expression have been reported in the human testis and 
small intestine [5]. KISS1 R gene expression has also 
been noted in the pancreas, pituitary gland and spinal 
cord [7]. 

Castellano et al. [17] reported expression of Kiss1 
and Kiss1r in the rat ovary throughout the estrous 
cycle. Moderate expression of KISS1r expression has 
also been demonstrated in the human testis [5,6]. The 
presence of KISS1 and its receptor have been recently 
demonstrated in mature human spermatozoa and small 
but significant changes in sperm motility were induced 
by KISS1 and reduced in the presence of the KISS1 
receptor antagonist p234 [18]. Thus, it was proposed 
that KISS1, acting via KISS1r could activate signal 
transduction pathways to modulate sperm movement 
[18]. Further, during a study of continuous intravenous 
administration of human metastin 45-54 on HPT axis 
in male monkeys, it was observed that for a given LH 
concentration, testosterone levels were invariably 
higher in response to metastin infusion (19). Foregoing 
evidence raises a possibility that there is some intra­
testicular action of kisspeptin which is responsible for 
amplified testosterone production. The present study 
was, therefore, designed to examine Kiss1 and Kiss1r 
protein and mRNA to particular cell types in the testes of 
rhesus monkeys in order to understand a possible direct 
testicular action of Kiss1 -Kiss1r signaling. 

2. Experimental Procedures 

2.1 Animals 
Eleven adult intact male rhesus monkeys (Macaca 
mulatta), 7-9 years old, weighing 8.3-14.7 kg were 
housed in individual cages and maintained under 
controlled environmental conditions in the Primate 
Facility ofthe Qauid-i-Azam University. The experiments 
were carried out during March and April. Standard 
monkey diet supplemented with fresh fruits, boiled eggs 
and water was provided daily. All animal experiments 
were approved . in advance by the Departmental 
Committee for Care and Use of Laboratory Animals. 

2.2 Tissue collection 
For immunocytochemical studies, 6 adult rhesus 
monkeys were administered a lethal dose of ketamine 
hydrochloride (KeUer, Astarapin, Germany) at a dose 
of 10 mgJkg (Lm.) followed by a 25-30 mg/ml BW 
intravenous injection. Testicular tissues (100 mg) were 
obtained from one testis of each animal. For measures of 
RNA, by RT-PCR, tissues were collected from a further 
5 rhesus monkeys by unilateral biopsy under sterile 
surgical conditions following anesthesia with ketamine 

hydrochloride (15 mgJkg). These tissues 1000 mg were 
snap frozen in liquid nitrogen and kept at -70·C until 
used for RNA extraction. 

2.3 Tissue fixation and processing 
For immunocytochemistry, testicular tissues were 
immersion-fixed in formaldehyde-alcohol-acetic 
acid fixative (60 ml absolute alcohol (Sigma-Aldrich 
Laborchemikalien GmbH, Steinheim, Germany), 30 ml 
of formaldehyde (Merck, Darmstadt, Germany) and 
10 ml of glacial acetic acid (Merck) for 4-5 hours. The 
tissues were then passed through graded alcohols 
and placed in cedar wood oil (Serva Electophoresis 
GmBH, Heidelberg, Germany) until they appeared clear. 
Tissues were then washed twice (10 min) with benzol 
(Sigma-Aldrich), placed in benzollparaplast (Fluka AG 
Buchs, Switzerland) (1: 1) for 20 min and then washed 
3 times (3x12 h) in Paraplast (Sakura, Tokyo, Japan) 
at 60·C to keep it in a liquid state. Finally, the tissues 
were embedded in paraffin and sectioned at 5 11m on 
a Shandon Finesse 325 microtome (Thermo Electron 
Cooperation, Waltham, MA, USA). 

2.4 Fluorescence immunocytochemistry 
2.4.1 Antibodies 
We used a kisspeptin antibody raised in sheep against 
synthetic human kisspeptin-54 (GQ2) kindly provided by 
Prof Dr. Stephen Bloom (Imperial College, London, UK), 
at a dilution of 1 :2000). Rabbit anti-AXOR 12 (Kiss1 r) 
(Phoenix Pharmaceuticals, Brisbane, Australia) was 
used ata dilution of 1 :1000 to localize the Kiss1 r. Donkey 
anti-sheep Alexa Fluor 488 and goat anti-rabbit Alexa 
Fluor 488 (Life Technologies, Melbourne, Australia) 
were used as secondary antibodies at a dilution 1 :500 
for detection of immunostaining. 

For identification of Sertoli cell, Leydig cells and 
sperm following antibodies and dilutions were used: 
mouse monoclonal anti human inhibin alpha(R1) 
(Sertoli cell marker, diluted 1: 1 00; Serotec, Melbourne, 
Australia) Goat anti-17p-HSD3 (c--14) (Leydig cell 
marker, diluted 1:100; Santa Cruz Biotechnologies, 
Victoria, Australia). Rabbit anti T4 was used as a sperm 
marker antibody (diluted 1 :200) and was provided 
by Moira O'Bryan (Monash Institute of Reproduction 
and . Development, Monash Medical Centre, Clayton, 
Australia). The following fluorescent labeled secondary 
antibodies (Molecular Probes Inc Eugene, Oregon, 
USA) were used: Goat anti-mouse Alexa 546 (diluted 
1 :500) for detection of inhibin staining, streptavidin 
texas red (diluted 1:1000) for 1713HSD3 staining and 
goat anti-rabbit Alexa 546 (diluted 1 :500) forT4 staining. 
Cell nuclei were stained with a DAPI nuclear stain 
(Life Technologies, Melbourne, Australia). Omission 

---



of primary antibody served as a negative control in all 
experiments. 

2.4.2 Immunohistochemistry procedure 
Paraffin sections were dewaxed in xylene, rehydrated 
through descending grades of alcohol and rinsed in 
distilled water. The sections were then washed in 
0.1 M Tris-buffered saline (TBS) (pH 7.4), mounted on 
Superfrost slides and dried over-night. Antigen retrieval 
was then perfonned using citrate buffer (pH 6.0) and 
heating in a microwave oven (2x3 min). The slides were 
then washed in TBS (3x10 min) and incubated in 10% 
normal goat serum/0.3% Triton X-100 in TBS for 2 h at 
room temperature. Sections were incubated in primary 
antibodies (and in a cocktail of primary antibodies in 
case of double fluorescence) prepared in TBS containing 
10% nonnal goat serumI0.3% Triton X-100 atAOC for 
72 h. Sections were then washed in TBS and incubated 
with relevant secondary antibodies in phosphate buffer 
(PB) for 2 hand counterstained (3 min) with 0.3% Sudan 
Black B (dissolved in 70% ethyl alcohol).The sections 
were then mounted with a preparation of an anti-fade 
fluorescent medium (DAKO, Carpentaria, CA, USA) and 
DAPI (4',6-Diamindino-2-Phenylindole, Hydrochloride). 
Sections were then coverslipped and kept at 4°C until 
examined. 

2.5 Microscopy 
Slides were viewed under 20x and 40x objective lenses 
on a Zeiss AX10 microscope with fluorescence lamps 
(Carl Zeiss, Inc, GMBH, Jena, Germany). Digital images 
of single or triple labeling were created using Zeiss 
image analysis software. 

2.6 Reverse transcriptase polymerase chain 
reaction (RT-PCR) 

Total RNA was extracted from testicular tissue using the 
TRlzol reagent (Invitrogen Life Sciences, Carlsbad, CA, 
USA) and reverse transcribed with a First StrandcDNA 
Synthesis kit (Fermentas, Osaka, Japan). The primer 
sequencesweresynthesisedbyFennentasThermoFisher 
Scientific, Osaka, Japan, and were as follows: 
Kiss1 r: forward 5'-CTCGCTGGTCATCTACGTCA-3', 
reverse , 5'-CGMCTTGCACATGAAATCG-3'; Kiss 1: 
forward 5'-CTGGMTCCCTGGACCTCTC-3', reverse 
5'-TTGTAGTTCGGCAGGTCCTT-3'. 

Amplification of cDNA was carried out in a reaction 
mixture of 50 IJI. The mixture consisted of 3 IJI of cDNA, 
0.7 IJI Taq polymerase, 30 IJI RNAse free water, 2.5 IJI 
of each forward and reverse primer, 5 IJI reaction buffer 
and 1.31J1 dNTP. PCR conditions were: 10 min at 95°C, 
40 cycles of 30 s at 95°C, 1 min at 60°C, 30 s at noc 
using a thennocycler (Whatman Biometra, GmBH, 
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Goettingen, Germany). Glyceraldehyde 3 phosphate 
dehydrogenase (GAPDH) was used as an internal 
control. 

3. Results and Discussion 

The present work provides evidence for the expression 
. of Kiss1 and its receptor In adult rhesus monkey testes. 
It clearly demonstrates the immunoreactive localization 
of Kiss 1 and Kiss 1 r in the adult rhesus monkey testis. 
Both immunoreactivities were observed in the specific 
types of cells within seminiferous tubules (Figures 1A, 
3A) (Figures 1A, 2A, 3A, 4A). The immunocytochemical 
analysiS showed localization of both Kiss1 and Kiss1r 
in germ cells. Kiss1 expression was evident in round 
spermatocytes and spermatids (Figure 3A). Kiss1 
localization within the spermatids was verified with 
the T4 marker antibody (Figure 40). Kiss1 and Kiss1r 

, expression were notably absent in Leydig cells. Kiss 1 r 
protein was localised to spermatocytes and Sertoll 
cells (Figure 1A). Co-localization of Kiss1 r with inhibin 
confirmed the Kiss1r in the Sertoli cell (Figure 20). Our 
immunocytochemical data were confirmed in our RT­
PCR studies where a clear detectable mRNA expression 
of both Kiss1 and Kiss1rwas observed in the testicular 
tissue and no signal was found for the cDNA negative 

. controls (Figure 5). Clear bands of the expected size 
(250 bp for Kiss1 and 171 bp for Kiss1r) were observed. 

The findings of the present study are in line with 
observations of an earlier study where Kiss1 and Kiss1 r 
expression was demonstrated in the human testis [6]. 
These data suggest that kiss1 may act as a paracrinel 
autocrine factor, during primate spermatogenesis. 
Accordingly, Kiss1 that is produced by germ cells 
(spermatocytes) could act in an autocrine manner andl 
or also modulate Sertoli cells activity; communication 
between germ-germ cells is also possible. Thus, Kiss1 
produced in spermatocytes and spermatids could act on 
Sertoli cells. 

Processes of spermatogenesis in the seminiferous 
tubules have been found to be under the regulation 
of both Sertoli cells and germ cells, both by physical 
interaction and by secretion of biological factors. It 
is well established that Sertoli cells act to modulate 
spermatogenesis through various factors such as IGF-I, 

'IGF-2, TG F-<l , TGF 13, basic FGF, interleukins [20]. Sertoli 
cells also secrete some glycoproteins such as androgen­
binding protein (ABP), transferrin, ceruloplasmin, inhibin, 
glial cell line-derived neurotrophic factor (GDNF), stem 
cell factor (SCF) and its ligand c-kit. Vasoactive peptides 
and tachykinins have also been localized in Sertoli cells 
[21]. In turn, the capacity of the germ cell~~!o. modulate 
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Fig ure 1 . Expression of Kissl r In seminiferous tubules of the adult rhesus monkey. Kissl r Immunoreactivity was observed in spermatogorua (Sg), 
spermatocytes (Sc) and Sertoll cells (Sr) (A, 2Ox). Antibody omitted control (B, 20><) showed no expression. Sertoll cell immunreactivily 
is shown in a separate section (C, 4Ox), OAPI was used for cellular nuclei staining (0, 40x) . 

Figure 2. expression of Kisslr (A, 2Ox) and Sertoli cell marker, inhibin (C, 2Ox) in seminiferous tubules of the adult rhesus monkey. Both Klsslr 
and inhibin were localized In Sertoi cells. No Immunoreactivity was found in antibody omitted controls (B, 20x). Dual-label cells stand 
out in yellow when Images were merged (0, 2Ox). :~." 
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Figure 3. Expression of kisspeptin (kp) in seminiferous tubules of the adult rhesus monkey. Klsspeptin (kp) Immunoreactivity was observed in 
spermatocytes (Sc) end spermatides (Sd) (A, 2Ox). Antibody omitled control showed no expression (8, 2Ox). A 40x maglnification of a 
tubule Is shown in (C). DAPI was used for cellular nuclei staining (D, 2Ox). 

Figure 4. Expression of kisspeplin (kp) (A, 2Ox) and germ cell marker T4 (C, 2Ox) in the adult rhesus monkey testis. 80th klsspeptin and 14 were 
localized In spermatocytes (sc) and spermatids (Sd) . No ImmunoreacUvily was found in antibody omitted controls (8): Dual·label cells 
stand out In yellow when Images were merged (D, 2Ox). . ' .. 
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Serto li cell activity has also been postulated [22]. 
Androgen binding protein, plasminogen activator, and 
FSH-dependent cAMP production by Sertoli cells have 
been shown to be affected by germ cells [23-25]. In this 
regard, germ cells have been shown to secrete follistatin 
[26,27] and 4.1G, a novel membrane skeletal protein 
[28]. Our findings suggest that germ cells can also 
communicate with Sertoli cells with kisspeptin signalling. 
While the physiological significance of Kiss1 Signalling 
within germ cells and between germ cells and Sertoli 
cells remains to be determined, recent observation that 
kisspeptin and Kiss1 r have been localized to mature 
human spermatozoa would strongly suggest so [18]. 
It has been shown that changes in sperm motility are 
induced by Kiss1 which is reduced in the presence of 
the Kiss1r antagonist. These observation suggests that 
Kiss1, acting via Kiss1r, could activate different signal 
transduction pathways leading to its modulatory role on 
sperm movement. In summary, present results based 
on immunohistochemical and RT-PCR data clearly 
demonstrate presence of both Kiss1 and its receptor 
in the seminiferous tubules of the adult monkey testis. 
Expression of Kiss1 and Kiss1rmRNA was also evident 
in the testis. 

4. Conclusions 

Both Kiss1 and its receptor are expressed in the 
seminiferous tubules of adult rhesus monkey testis. The 
expression profile of Kiss1 and its receptor in the testis 
suggests possible direct involvement in a regulatory 
network involved to regulate spermatogenesis. The 
fact that Kiss1 and Kiss1r are restricted to seminiferous 
tubules suggests a paracrine/autocrine role of · Kiss1 
signaling. Specific actions of Kiss1 signalling in germ 
cell-germ cell and germ cell-Sertoli cell interactions 
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By the end of the Proterozoic Eon eukaryotes, cells that have a nucleus, appeared and were 
the ancestors of a ll modern living things. One of the first extinctions occurred in the 
Proterozoic Eon, when oxygen accumulated in the atmosphere and caused those bacteria that 
required the atmospheric conditions of the Archean Eon to die . The Proterozoic Eon also 
experienced two ice ages, ,?"hen polar ice became at least a ki lometer deep and covered a area 
extending to the equator. I 

The Phanerozoic Eon 

The Phanerozoic Eon began 540 Million Years Ago and continues into the Present. The 
Rocks deposited during the Phanerozoic Eon contain evidence offossilized hard body. 

Eras 

The Eras are the next largest interval units into which the Geologic Time is divided and 
represented on the chart. Eras encompass major intervals of Time and are defined based on 
the fossi l life-forms found in the rock layers, and the Law of Superposition. 

The Hadean, Archean, and Proterozoic Eons do n'ot have recognized Eras. 

There are three Geologic Eras current ly identified. The Paleozoic Era, the Mesozoic Era, and 
the Cenozoic Era. . 

Each of the names of the Eras reflects the relative stage in the development of life. Paleozoic 
means old life, Mesozoic means middle life, and Cenozoic 
means new life. 

T he Paleozoic Era 

. The Paleozoic Era is the oldest of the three Eras and dates 
from 540 Million to 248 Million Years Ago. During the 
Paleozoic Era ll1ulticelled living things acquired hard body 
parts, bones, vertebral columns, mandibles, and teeth. 
Common In tnePaleozoi'C~Era-were- trilobites,crinoids,,----­

brachiopods, fish, insects, amphibians, and early reptiles. 

The Mesozoic Era 

The Mesozoic Era extended from 248 Million to 65 Million Years Ago. The Mesozoic Era 
was important for the fossil remains of the dinosaurs and other reptiles that li ved. However, 
the Mesozoic Era landscape was also occupied by insects, early mammals, plants such as 
conifers and ferns, fish, apd finally flowering plants and early birds. 
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