g B O A Mt (BRES) Dematadeni Pathirannehalage

Indunil Nishantha Pathirana
AR H- O B £ VR 2 43 H31H

o X 4 Insulin-like peptide 3 (INSL 3) secretion in male domestic animals
and the effects of INSL3 on Leydig cells
(MBI BT D4 R R TF B3 (INSL3) 73 &
TAT 4 > e IR IE T INSL3 D2hR)

MR AERER A TH =l
Bl 4 e RR
Bl 4 R
Bl 4 JIF ER
M CE
I ntroduction

Insulin-like peptide 3 (INSL3; formerly, Leydig cell insulin-like factor or relaxin-like factor)
was first discovered in 1993. It is a member of the relaxin-insulin family of peptide hormones
owing to its structural similarities with the rest of the group members including relaxin, insulin
and insulin-like growth factors. INSL3 is highly expressed in the Leydig cells of many
mammalian species. Thus, it is considered as a specific product of testicular Leydig cells (LCs)
and a mgjor circulating hormone in males. Along with testosterone, circulating INSL3 has
emerged as a novel clinical marker of LC function in humans. However, reports regarding
INSL3 concentrations in peripheral blood are limited to humans and rodents, and INSL3
dynamics related to sexual development and aging are still unknown for domestic animal
species including bulls and male dogs. The circulating concentrations of both INSL3 and
testosterone are worth studying in male domestic animals to evaluate Leydig cell function in
Vivo.

INSL3, in concert with testosterone, play a critical role in the process of testicular descent
which is grictly hormonally regulated. Failure in testicular descent, cryptorchidism (CO), is a
common male genital anomaly. Among domestic species, dogs suffer high incidence of CO
ranging from 1.2 to 10.7%. Peripheral plasma testosterone concentrations were lower in
bilatera cryptorchid dogs than in normal dogs, according to limited information available on
naturally occurring CO. Despite its importance in the process of testicular descent, plasma
INSL 3 concentrations have not been investigated in both normal and cryptorchid dogs.

Information is lacking on the regulatory substances of INSL 3 secretion and its effect on LCs.
In men, INSL3 secretion is regulated by long-term trophic effects of luteinizing hormone (LH),




and at present, it is believed to be constitutively regulated. No in vitro evidences were found in
literature regarding the direct regul atory substances of INSL 3 secretion from LCs of any species
including humans. In rat LCs, however, testosterone-stimulated INSL3 gene expression has
been suppressed by phthalates which are readily available estrogenic environmental chemicals.
To date, effects of INSL3 on LCs have not been elucidated regardless of the localization of its
receptor (RXFP2 or LGR8) inthe LCs.

In this study, novel immunoassay systems were developed to quantify bovine and canine
INSL3. Establishment of these assays enabled us to conduct a series of in vivo and in vitro
studies on bovine and canine INSL3, and to compare those novel findings with a
well-elucidated hormone such as testosterone. In chapter 1, dynamics of plasma INSL3 and
testosterone concentrations were investigated in normal beef bulls from birth to pubertal age. In
chapter 2, the effects of age and CO on changes of plasma INSL 3 concentrations were examined
in dogs, and were compared with those of plasma testosterone concentration changes. In chapter
3, INSL3 and testosterone secretory capacity in response to various effectors of Leydig cells
was investigated in cultured testicular intertitial cells (TICs) of dogs. In chapter 4, the effects
of INSL3 on canine and mouse TICs, and on purified mouse L Cs were examined by measuring
testosterone and cCAMP as end-points.

Chapter 1: Dynamicsof plasma INSL 3 and testosterone from birth to pubertal agein bulls

Concentrations of INSL3 in peripheral blood of bulls have not been previoudy reported and
relationship between bovine INSL3 and testosterone is unknown. In this study, plasma INSL3
dynamics from birth to pubertal age in beef bulls were investigated using newly developed
enzyme immunoassay (EIA), and the changes in plasma INSL3 concentrations were compared
with those in testosterone. The minimum detection limit of the INSL3 assay was 0.5 ng/ml and
the detection range was 0.5-20 ng/ml. Plasma samples were collected from beef bull calves
(n=15) at birth (0 months) and at 1, 2, and 3 months after birth. Furthermore, in beef bulls
around pubertal age (n=26; age range 3-22 months), plasma samples were collected a 1-4
month intervals. Steer plasma had INSL3 concentrations below the sensitivity of the assay.
Plasma INSL 3 concentrations increased (P<0.05) from 0 to 1, 1 to 2, and from 2 to 3 months of
age. Plasma testosterone concentrations increased (P<0.001) from 0 to 1 month, and from 1 to 2
months, but did not change from 2 to 3 months. For bulls around pubertal age, plasma INSL3
concentrations did not change from the pre-pubertal phase (3—-6 months) to the early pubertal
phase (6-12 months), but increased (P<0.05) from the early to late puberta phase (12-18
months), and from the late pubertal to post-pubertal phase (18-22 months). Plasma testosterone
concentrations increased from the pre-pubertal to early pubertal phase (P<0.001), but did not
change thereafter. These results demonstrated that plasma INSL3 concentrations increased
during the first 3 months of life and throughout the pubertal age in beef bulls. Dynamic patterns
of circulating INSL3 were similar to that of testosterone during the first 3 months of life, but
patterns subsequently diverged in bulls around pubertal ages.

Chapter 2: Agerelated plasma INSL3 and testosterone dynamics, and effects of
cryptorchidism in dogs

Age-related plasma INSL 3 dynamics in dogs were investigated across a wide age range using
a novel timeresolved fluorescence immunoassay (TRFIA), and compared with plasma
testosterone concentrations. Furthermore, hormone concentrations were compared among
cryptorchid, normal and castrated dogs to evaluate endocrine function of LC component in
retained testes. Canine plasma INSL3 was measured by using a newly developed TRFIA. The
minimum detection limit of the INSL3 assay was 0.02 ng/ml and the detection range was 0.02—
20 ng/ml. Blood samples were taken from normal male dogs from pre-pubertal age to advanced
age (4 months — 14 years, n=89) and from unilateral cryptorchid (n=31), bilateral cryptorchid
(n=7) and castrated dogs (n=3); al were small-breed dogs. Plasma INSL3 concentrations
increased (P<0.05) from pre-pubertal age (4—6 months) to pubertal age (6-12 months), and then
declined (P<0.05) from pubertal age to post-pubertal age (1-5 years), reaching a constant level.
Plasma testosterone concentrations increased (P<0.0001) drastically from pre-pubertal age to



puberta age and seemed to plateau. INSL3 and testosterone concentrations were lower
(P<0.0001 for each) in bilateral cryptorchid dogs than in normal and unilateral cryptorchid dogs.
The INSL3 (range: 0.05-0.43 ng/ml) and testosterone (range: 0.10-0.94 ng/ml) concentrations
were readily detected in bilatera cryptorchids, but not in castrated dogs (INSL3<0.02 ng/ml;
testosterone<0.04 ng/ml). The present findings showed a transient surge in plasma INSL3
concentrations at pubertal age in male dogs, but not in testosterone concentrations. Lower
plasma INSL3 and testosterone concentrations in bilateral cryptorchid dogs suggest impaired
endacrine functions of LC component in paired retained testes. Peripheral plasma INSL3 and
testosterone concentrations may be used for the diagnosis of hilateraly retained testes in male
dogs.

Chapter 3: INSL3 and testosterone secretory responses to various effectors in cultured
testicular interstitial cells of dogs

The influence of Leydig cell effectors on INSL3 secretion has not been previously
investigated using cultured TICs in any domestic species, except in rodents. No successful
regulator of INSL 3 secretion has been found even in rodents. The experiments described herein
were conducted to assess the INSL3 and testosterone secretory capacity in response to various
regulatory substancesin cultured TICs of dogs.

3.1. INSL3 and testosterone secretory responses to human chorionic gonadotropin in
cultured interstitial cellsfrom scrotal and retained testes

Differences in secretory capacity of INSL3 and testosterone between intergtitial cells of
scrota and retained testes are plausible. Thus, levels of INSL3 and testosterone secretions in
response to various doses of human chorionic gonadotropin (hCG) in cultured interstitial cells
were compared between retained and scrotal testes in small-breed dogs. The testicular tissues
were dispersed in Dulbecco’'s Modified Eagle Medium with Ham's nutrient mixture containing
2000 PU/ml dispase Il and 10% fetal bovine serum. Fifty-thousand cells were plated with
differing concentrations (010 IU/ml) of hCG for 18 h in multiwell-plates. INSL3 and
testosterone in the same spent medium were measured by enzyme-immunoassays (EIA). A new
EIA with areliable detection range of 0.025-5 ng/ml was developed in order to measure canine
INSL3 in culture medium.

In the cells of scrotal testis, INSL3 secretion was stimulated (P<0.01) at the highest hCG
concentration (10 1U/ml) relative to unstimulated controls, but remained unchanged at lower
hCG concentration (0.1 IU/ml). In contrast, testosterone was clearly stimulated by 0.01 [U/ml
hCG or higher concentrations (0.1, 1 and 10 IU/ml) in a dose-dependent manner (P<0.01). In
the cells of scrotal testes, percent stimulation of INSL3 was 6.8-times and 12.3-times less than
that of testosterone at 0.1 and 10 IU/ml hCG, respectively. These results suggest that
physiological concentrations of LH may acutely stimulate testosterone release, but not the
INSL 3 release, in scrotal testes of dogs.

In the cells of retained testes, the incremental rate of INSL3 at 10 IU/ml hCG was lower
(P<0.05) than that of scrotal testes. The incremental rate of testosterone secretion was lower
(P<0.05) at 0.1, 1 and 10 IU/ml hCG in the cdlls of retained testes than that of scrotd testes. In
dogs, LH-induced secretory INSL3 and testosterone responses may be lower in the interstitial
cells of retained testes than of scrotal testes.

3.2. Effects of estradiol-17f, monobutyl phthalate and mono-(2-ethylhexyl) phthalate on
the secretion of INSL 3 and testosterone by cultured testicular inter gitial cells

Effects of estradiol-17f3, monobutyl phthalate (MBP) and mono-(2-ethylhexyl) phthalate
(MEHP) on INSL3 and testosterone secretions in canine TICs were also examined. TICs were
isolated from scrotal and retained testes of small-breed dogs through enzymatic dispersion of
the testicular tissues. Suspension cultures were treated with estradiol-17p (0, 10, and 100 ng/ml),
MBP (0, 0.8, and 8 mM) or MEHP (0, 0.2, and 0.8 mM) for 18 h, in the presence or absence of
0.1 IU/ml hCG. INSL3 (basal) and testosterone (both basa and hCG-induced) concentrations
were measured in spent medium. Effects of estradiol-173, MBP, and MEHP on INSL3 and



testosterone secretions were not affected (P>0.15) by cell source (scrotal versus retained testis);
therefore, data were combined, and analyzed as percentage relative to the control. In TICs, basal
INSL 3 secretion was inhibited (P<0.01) by 8 mM MBP and 0.8 mM MEHP. Basal testosterone
secretion was increased (P<0.01) by 100 ng/ml estradiol-17p. Among phthalates, 0.2 and 0.8
mM MEHP stimulated (P<0.01) basa testosterone secretion. However, hCG-induced
testosterone secretion was inhibited (P<0.01) by 8 mM MBP, and tended to be inhibited
(P=0.056) by 0.8 mM MEHP. Therefore, it was inferred that certain phthalate monoesters and
estradiol-17p had direct effects on secretions of INSL3 and testosterone in canine TICs, with no
significant difference between scrotal and retained testes.

Chapter 4: Effects of INSL3 on canine and mouse testicular interstitial cells, and on
purified mouse Leydig cells

In vitro effects of INSL3 on canine and mouse TICs were examined taking testosterone as
an end-point. To test whether these effects are exerted directly on LCs, a series of experiments
was conducted using purified mouse LCs, aiming both testosterone and cAMP measurements.
Purified LCs were abtained from mouse TICs after centrifugation on a 3-step discontinuous
gradients (specific gravities: 1.05, 1.06 and 1.08) of Percoll. The TICs or LCs were plated in the
presence or absence of INSL3 from different species (mouse, human, canine or bovine; 0—-100
ng/mL) for 18 h in multiwell-plates (96 wells). The effects of bovine INSL3 (100 ng/ml) on
testosterone secretion by LCs were tested in the presence or absence of SQ 22536 (1 uM), an
adenylate cyclase inhibitor, or INSL3 antagonist (bovine and human; 100 ng/ml). Canine and
mouse TICs were plated in densities of 200,000 and 25,000 cells per well, respectively. For LCs,
different cell densities (2,500, 5,000, 10,000 or 20,000 cells per well) were tested. Testosterone
and cAMP in spent medium was measured by EIA. In canine TICs, INSL3 stimulated
(P<0.0001) the testosterone secretion compared with unstimulated control; canine and bovine
INSL3 (100 ng/ml) showed a more than twofold stimulation. In mouse TICs, maximum
stimulation (more than twofold) of testosterone secretion was observed with 100 ng/ml bovine
INSL3 (P<0.0001). In purified mouse LCs, INSL3 stimulated (P<0.05) testosterone secretion,
and the maximum stimulation (nearly twofold) was observed with 100 ng/ml bovine INSL3 at
the lowest LC density (2,500 cdlls per well). Bovine INSL3 (100 ng/ml) stimulated (P<0.0001)
CAMP production from primary Leydig cells maximally at 1 h, and remained significantly
elevated even at 18 h. SQ 22536, the specific adenylate cyclase inhibitor reduced (P<0.0001)
the bovine INSL3-stimulated testosterone secretion from LCs. The addition of INSL3
antagonists (both bovine and human) into culture medium markedly reduced (P<0.0001) the
stimulatory effect of bovine INSL3 on testosterone secretion by LCs. Taken together, the
observed stimulatory effects of INSL3 on testosterone secretion from TICs and LCs is exerted
viathe activation of CAMP, and this would suggest a new autocrine function of INSL3 in males.

Conclusions

1. Immunoassay systems were developed to quantify plasma INSL3 in cattle and dogs.
According to the data obtained, it isinferred that testis-derived INSL 3 is the major source of
circulating INSL3 in bulls and male dogs.

2. In normal bulls, plasma INSL3 concentrations were continuously increased from birth to
pubertal age and this pattern differed from that of testosterone around pubertal ages.

3. Innorma male dogs, plasma INSL3 concentrations showed atransient surge at pubertal age,
but testosterone did not.

4. Lower plasma INSL3 concentrations in bilateral cryptorchid than normal dogs suggest
impaired endocrine functions of Leydig cell component in paired retained testes.
Furthermore, the higher INSL3 concentrations in bilateral cryptorchid than castrated dogs
indicate the diagnostic value for INSL3 to predict the presence of retained testes.

5. Physiological concentrations of LH do not acutely stimulate INSL3 release in canine
testicular intertitial cells whereas testosterone response was dramatically increased.

6. LH-induced INSL3 and testosterone secretory responses are lower in the interstitial cells of
retained testes than that of scrotal testesin dogs.



7. Phthalate, an environmental xenoestrogen inhibit INSL3 secretion from canine testicular
interstitial cells.

8. INSL3 stimulates testosterone secretion from mouse Leydig cells through the activation of
CAMP pathway.

9. The present studies provide new information on secretion of INSL3 in comparison to
testosterone in bulls and male dogs, and also the effect of INSL3 in Leydig cells.
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