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ABSTRACT. The role of thyroid hormones on the transition to anestrous has been well established in ewes, but their possible
involvement in the induction of reproductive activity remains obscure. The aim of the present study was to investigate the role of
thyroid hormones in the induction of the first ovulation in relation to "ram effect” in ewes. Fourty-four ewes of the Greek Zackel
mountain type breed were used. The ewes were housed separately from the rams until day 0 (entrance of rams). Blood samples
were collected weekly for 4 weeks until 11 weeks after the ram entrance for the determination of thyroxin and progesterone levels.
Thirty-five out of 44 ewes (group A) had a silent heat, while the rest 9 ewes (group B) exhibited a delayed estrus. Thyroxin levels rose
immediately after ram entrance in animals of group A, but in group B the increase in thyroid hormone levels was evident only after
the first week. The difference in T, levels between week 0 and 1 for ewes of group A was significantly higher than that observed
for animals of group B (p<005). The pattern of progesterone release was similar between the two groups, but a two week delay in
the increase of progesterone concentration was observed in animals of group B compared to group A. It is concluded that thyroid
hormones may act at the beginning of the breeding season to cause a modification in gonadotrophin secretion leading to early
ovulation.
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IHEPIAHWH. O Bupeoetdrig adévag eivan amodederyusvor amaQaitntog Yo v EVaEn me dvolotong eptddou, evd dev €xeL
amodewyfel oandun n onuaoic Tov oty EVaEn ™S OLoTEIXIE TEQLGOOV OTO TEOPATO. ZHOTTAS TS TAEOVOAS UeEAETNS itay 1) Ote-
eUVNON TV BUEEOERMY OQUOVAV, XAODS KO TNS TEOYEOTEQGVNG O€ OYED UE TV EVOOEN THS MOONRIXS HQOOTNOLETNTOS e~
T TS «ETMOQAON TOU 0ROEVIHOU». XonowwomoOnuay 44 moopatives BAdyixng Quliic, ol omoieg eAéyyovray xatnuevd yLo
EUPAVION OTOTEOU RO’ GANY TN SLAQXELOL TOV TTELRAUATIONOV. Aglypata alpatog culiéyoviay efdopadiaia yio 4 eBdonddeg towv
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€mg 11 efdopddec petd v i00do Twv »ELHV, 0mtdTe GAa TaL LHO TAUQOVOTOCY 0I0TEO. ZTol elyaTo ouTd TEOTOLOQIoTNROV T €-
mimedo g OVEOEIVIES ®oL TS TEOYEOTEQRGVNS e adLoavosohoyLxy LEB0J0. Ot 35 amtd Tig 44 mpofatives avtédpaoay oy &i-
0000 TV %OLDV UE TLOTNAG OTOTQO KL XOQAXTNOIOTNXAY WS 0NN A, VD 0L VITOAOLTES 9 TTOU dEV OVTEDQUOOLY RO EUPAVLOOY KOl
Buotepnuéva oiotpo amotéheaay ™y opdda B. H ouyrévrpmon tg Bupo&ivng mtapovoiaoe dueon dvodo (1n efdondda) zow dia-
monnxe avEnuévn yia 4 epdouddes othv oudda A, Tov avtEdQUOE 0TV (0000 TMV XOUDV UE GLWTNAGS 0{0TEO. Zta! Lddat ™S Opddag
B 1 ovyxévipwon mg BupoEivig avEndnxe petd my o efdopdda (s ™y {00do Tov %Lov) ®ow diatnenOnxe avENUEVN Yo
g 8v0 endpeveg efdonddec. H dagpopd om ovyrévrpmon mg T, petold g efdonddog 0 xa 1 yio o Lida e onddag A fitav ota-
Tonxrag onuaviy (p<0.05), evd dev mopat1iOnxe dlogpood netaEl outav Tav THdY yio ta Coa g ouddag B. To mpdtumo
™ME UETABOAS TG OUYREVIQMONG THG TTOOYECTEQOVNS HTAV TAQGHOLO %At OTLS OU0 opddes e ™ duapopd Gt ota Loa g ouddag
B taovaotdomre rabuotéonon 8o efdouddmv oty avEnon twv emmédwy TS, ALapood TUQOVOLAOTNHE KAl OTLS YOVIUES O-
xeleg, oL omoleg yia Tig wpoParives mg opddag A €ytvay otg 4.6 = 0.3 efdopddes (X = SEM), eve) oe avtég mg opddog B otig
8.4 + 0.8 efdouddeg, perd mv €{00do TOU %ELOYV. ZVUTEQAUONATIRA, PaiveTOL OTL 1) BUEOEIVN ®aTd TV «€m{dQCON TOV %OLOT» &-
moedCer v €xnplon tov GnRH awEdvovtag vy evanotnoia tov vtoBahapurdy VEvpwvmy ot dQAon TV OLoTQOYSVOY ROl €-

TOUEVOS 0TV TEORAN O TS woBuAaxloENEl0C.
AéEers evgernoiaons: OLEOEIVY, mpoPartiva, enidoon %LU

INTRODUCTION

I ‘he involvement of the thyroid in the regulation for

M seasonal reproduction has long been recognized.
Thyroid hormones have crucial role in seasonal repro-
ductive cyclicity in a number of species (Jallegeas and
Assenmacher, 1979; Follet & Nochols, 1984; Shi and
Barrel, 1992; O’Callaghan et al., 1993; Dahl et al.,
1995; Wilson and Reinert, 1995). In ewes thyroid
hormones are of physiological significance to gene-
ration of the seasonal reproductive cycle (Karch et al.,
1995). Thyroidectomy was found to block the transi-
tion from the breeding season to anoestrus by pre-
venting the seasonal increase in responsiveness to the
negative feedback action of oestradiol on episodic
GnRH secretion, thus interfering with a key neuro-
endocrine process necessary for anoestrus to develop
(Webster et al., 1991a; Moenter et al., 1991a; Ander-
son et al., 2002). Furthemore, reduced thyroxin secre-
tion, following treatment with methyl - thiouracil
(Follett and Potts, 1990; Saleh et al., 1998) or propyl-
thiouracil (Hernandez et al., 2003; Wells et al., 2003)
has been shown to extend the breeding season, albeit
marginally. Thyroxin exhibits a seasonal fluctuation,
rising gradually from a nadir just prior to the onset of
the breeding season to peak concentrations shortly
before the transition to anestrous (Dahl et al., 1994).

Although the role of thyroid hormones on the
transition to anestrous has been well established, their
possible involvement in the induction of reproductive
activity remains obscure. When intact, thyreoidecto-
mized (THx) and THx supplemented with thyroxin
(T,) groups of animals were examined, a delay in the

onset of the breeding season was observed in animals
of the THx group compared to other two groups.
Although the difference did not reach significance, the
great variability detected in these animals probably
indicates that thyroid gland may also exert an effect on
the onset of reproductive activity. These findings were
observed when animals were driven by the endogenous
rhythm that underlies the seasonal changes of
reproductive activity (Webster et al., 1991b).

Data on rats support a role of thyroid hormones in
ovulation, since it has been shown that prepubertal hypo-
thyroidism inhibits the first ovulation in eCG-primed
immature female rats and this blockage of ovulation is
mainly mediated through the inhibition of preovulatory
LH surge from the pituitary (Tamura et al., 1998).

The introduction of rams in anestrous ewes,
previously completely isolated from the rams, brings
about increases in tonic LH secretion, preovulatory
LH and FSH surge and —in many instances- ovulation.
The ewe response to the ram-effect is believed to be
mediated by pheromones, which appear to reverse the
photoperiod effects on the mode of LH secretion
(Cushwa, et al., 1992; Martin and Scaramuzzi, 1983).

Therefore the aim of the present study was to
investigate the role of thyroid hormones in the induction
of the first ovulation in relation to "ram effect" in ewes.

MATERIALS AND METHODS

Animals and experimental design

Forty-four ewes of the Vlachiko breed (Greek
Zackel mountain type) were used.
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The experiment was carried out from March 18" to
May 20" at the Institute of Animal Production in
Giannitsa (40° 47°N 22° 24’E), North Greece. Animals
were kept outdoors under the influence of natural
changes in photoperiod and temperature, fed a
balanced diet and allowed free access to water. All
animals gave birth in December and were suckling
until February. Ewes were kept separated from rams
until April 15" (ram entrance, week 0). Following ram
entrance ewes were checked for estrus, accompanied
by matings, daily. The experiment lasted until all
animals exhibited overt estrus (11 weeks after ram
entrance). Fertile estrus was retrospectively confirmed
by the lambing date.

Blood samples were collected weekly from jugular
vein during the whole experimental period. Blood
collection continued in the non-pregnant ewes until
positive pregnancy determination by serum proge-
sterone. Samples were stored until analyzed.

Hormone determinations

Thyroxine levels were determined by radio-
immunoassay, using a commercial RIA kit (Amerlex-M
T4, of Amersham, UK). The sensitivity of the assay was
2.6 ng/ml. Inter- and intra-assay coefficients of
variation were 2.6% and 3.6%, respectively.

Progesterone plasma concentrations were
measured by a coated —tube RIA kit (Coat-A-Count,
DPC, USA). The sensitivity of the method was 0.02
ng/ml and the inter- and intra-assay coefficients of
variation were 4.0% and 5.7%, respectively.

Progesterone values greater than 1ng/ml were
considered as indicative of corpus luteum function,
while after mating, progesterone concentrations greater
than 1 ng/ml were followed by at least four more
consecutive high values as indicative of pregnancy.

All data are presented as least square means *
SEM and were analysed using the SAS Statistical Pro-
gramme (SAS 2005). Data for hormone levels were
analysed using a General Linear Model (GLM) for
repeated measures. All other data were analysed using
chi-square test. Statistical significance was set at P<0.05.

RESULTS

Thirty-five out of 44 animals responded to ram
effect by exhibiting silent heat, as was indicated by the
first progesterone increase, different from the
undetectable levels, which occurred at a mean time of

0.4 = 0.1 weeks following ram entrance. These animals
were classified as group A. For the remaining nine
animals this increase occurred at a mean time of 3.9 =
0.6 weeks and were classified as group B. This difference
was found to be significant (p<0.001). Ewes of group A
exhibited overt estrus at 3.5 + 0.1 weeks (mean *
SEM). The number of animals that conceived was 33/35
and fertile estrus took place at 4.7 + 0.8 weeks following
ram entrance, as was estimated by both weekly
progesterone levels (= 1.5ng.ml) and lambing data. In
group B overt estrus was detected at 4.6 =+ 0.3 weeks and
fertile estrus at 8.4 + 0.8 weeks after ram entrance. The
number of animals that conceived was found to be 7/9.
Significant differences were detected for the time of
estrus occurrence (p<0.05) and for the time of fertile
estrus (p<0.001) between the two groups of ewes.

Mean weekly concentration of thyroxin and
progesterone levels for both groups are presented in
figures 1 and 2, respectively.

During the time from week -4 until week 0 (ram
entrance), thyroxin levels were nearly the same,
fluctuating between 90.+ 3.5 (week -4) to 79.9 = 3
(week 0) for group A. A significant increase in Ty levels
was detected between values of week 0 and those of
weeks 1, 2 and 3 following ram entrance (98.5 * 3,
102.6 =3 and 102.2 =3 ng/ml, respectively) (p<0.05).
From week four onwards thyroxin concentrations
fluctuated between 60.4 = 3.7 and 86.5 + 3 ng/ml.

In group B, during the above period, T, concen-
trations were almost the same, fluctuating between
84.8+3 and 83+3 ng/ml (X£+SEM). In contrast to
group A, the increase in thyroxin levels was evident
only after the first week and significant differences
were observed between values of week 1 and those of
weeks 2 and 3 following "ram entrance". In animals of
group A a significant difference for T, concentration
was detected between week 0 and 1 (p<0.05), while in
animals of group B no difference was observed. This
finding indicates an advanced elevation in T, levels in
ewes that have responded to ram effect. Thereafter
(week 4 to 11) thyroxin levels in group B fluctuated
from 63.1% 7.6 to 85.5+7.3 ng/ml (X+SEM) and were
not different from those of group A.

The pattern of progesterone secretion was similar
between the two groups, but a two week delay in the
increase of progesterone concentration was observed
in animals of group B compared to group A.
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4
&
<] 7
3 7
E 2,5 .(/)
B o o sl —Group A
s
o Group B
a 15
v
1
0,5
0
4 3 -2 -1 0 1 2 3 4 5 6 7 8 9 10 11
Weeks from ram entrance
Figure 1. Weekly progesterone concentrations of groups A and B ewes.
S.H. = Silent heats.
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Figure 2. Weekly thyroxine concentrations of groups A and B ewes.
S.H. = Silent heats.

Ewdva 2. ERdonadiaieg ovyxrevipmoels Oupogivng tov mpofativov twv ouddwv A xat B.
Weeks from ram entrance = edouddeg and ™mv (0050 TwV KOLHV.
S.H. = owmmhoi olotgor, Estrus = olotpog, Entrance of rams = €{00d0g twv ®oLdv
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DISCUSSION

The entrance of rams resulted in silent heats, as was
indicated by a rise in progesterone levels in animals of
group A. It is well established that a proportion of ewes
exposed to "the ram effect” exhibit silent heat (Hawken
et al., 2007; Ungerfeld et al., 2005; Ungerfeld et al.,
2004b), accompanied by increased episodic LH pulses
(Martin, 1984, Karsch et al., 1993; Ungerfeld et al.,
2004a). Moreover, an elevated TSH concentration has
also been detected during proestrus in hamsters
(Howes et al, 1991). Peeters et al. (1989) found that
plasma T, levels in ewes were higher during estrus and
lower during the luteal phase. Also, in goats a rise in
plasma T, was observed during induced or spontaneous
estrus (Colavita and Malfatti, 1989). Taking together
the above data support the hypothesis that an increase in
LH may have enhanced TSH and thus T, release in
ewes of group that responded earlier to ram effect by
exhibiting silent heat. Data in humans and rats have
reported that hCG increases TSH and consequently T,
levels (Glinoer, et al., 1993; Glinoer, et al., 1990; Pekary,
et al.,, 1983; Kimura et al., 1990; Grun. et al., 1997).

It has been shown that in ewes thyroidectomy
blocks the transition from the breeding season to
anestrous by preventing the seasonal increase in
responsiveness to the negative feedback action of
oestradiol on episodic GnRH secretion (Karsch et al.,
1995a; Moenter et al., 1991). Furthermore, it has been
postulated that in sheep the responsiveness of the
reproductive neuroendocrine axis to thyroid hormones
is season-depended, hence, a strict time "window’ plays
a regulatory role on thyroid hormones in sheep
reproduction (Thrun et al., 1997).

A number of neurotransmitters control the GnRH
pulse generator and a number of in vivo and in vitro
studies suggest that the thyroid hormones affect the

turnover, release and receptor binding affinity of these
neurotransmitters. Therefore, changes in thyroid
hormone concentration alter the control of GnRH
secreting neurons (Harris et al, 1986), (Reymond et al.,
1987, Velasquez et al., 1997).

Thyroid hormones have been shown to influence
synaptic transition and are also involved in ovarian
steroidogenesis and follicular maturation. In humans
hypothyroidism causes reduced response of LH to
GnRH, which increases after T4 administration
(Velazquez et al., 1997). Studies in vitro reported that
thyroid hormones have a synergistic effect with FSH
and lead to an increase 3-f hydroxysteroid deydro-
genase and aromatase activities (Maruo et al., 1987).

Data on rats have shown that after thyroidectomy a
greater amount of estrogen is necessary to induce
preovulatory LH surge than in intact animals
(Freeman et al,1976).

So, the results of the present study support a
facilitatory action of thyroid hormones, which may be
exerted at the level of hypothalamus by increasing the
sensitivity of GnRH neurons to estrogen action.
Thyroid hormones may act at the beginning of the
breeding season to cause a modification in gonado-
trophin secretion.

If this modified mode of secretion is the cause or
the consequence of the cascade of physiologic events
leading to resumption of breeding season, remains to
be elucidated.
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