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Summary. The effects of various amounts of thyrotropin-releasing hormone (TRH)
injected subcutaneously or intravenously (alone or in combination with growth hormone-
releasing factor : GRF 1-44} on growth hormone (GH), thyroid-stimulating hormone (TSH},
thyroxine (T,) and triiodothyronine (T;) were studied in the plasma of 2-week, 2-month and
3-month old lambs.

1. After subcutaneous TRH administration, increases in plasma TSH, T, and T; levels were
equivalent, whatever the amount of TRH used (1, 2, 5 or 10 ug/kg). These responses lasted
longer after 5 and 10 pg/kg.

2. After intravenous TRH administration in 2-week old lambs, the maximal increase in
plasma TSH levels occurred after the injection of 0.25 pg/kg. However, plasma T, and T,
responses were not different, whatever the amount used. As previously, the amount of
TRH affected the duration of these responses more than the magnitude of the pituitary-
thyroid axis response.

3. Whatever the injection route, amount used or animal age, TRH alone did not increase
GH secretion in lambs. However, it slightly delayed the GH response to GRF.

4. GRF did not affect the response of TSH and T, to TRH ; however it could inhibit T,
increase.

In conclusion, in contrast to results obtained in calves by Hodate et a/. (1985), TRH did
not enhance GH secretion in lambs but, as expected, induced sharp increases in plasma
thyroid hormone levels. Its classification as a « growth factor » is therefore questionable, at
least in lambs.

Introduction.

The effects of thyrotropin-releasing hormone (TRH) on pituitary growth hor-
mone (GH) release is still unclear in ruminants. A great number of data have been
obtained in cattle. If bovine GH release from pituitary tissue in response to TRH /n
vitro is not constant {(La Bella and Vivian, 1971 ; Smith and Convey, 1975}, a
constant elevation of plasma GH levels after TRH administration has been
demonstrated in vivo in cattle (Convey et al., 1973 ; Kesner et al., 1977 ; Johke,
1978). More recently, Hodate et a/. (1985) have confirmed these results in six-
month old calves by additional data showing that simultaneous administration of
growth hormone-releasing factor (GRF-44) and TRH has a synergistic effect on
GH release.

However, studies on the influence of TRH on GH secretion in sheep are
inconclusive (Davis, 1975 ; Davis et al., 1976, 1977). The aim of the present study
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was to observe the effects of various amounts of TRH injected subcutaneously or
intravenously (alone or in combination with GRF-44) on plasma GH, thyroid-
stimulating hormone (TSH), thyroxine (T,) and triiodothyronine (T;) levels in two-
week, two-month and three-month old lambs.

Material and methods.

All the animals used in this work were Limousin X Romanov lambs. The
effects of subcutaneous TRH injections were studied in 6 three-month old animals

TABLE 1

Experimental schedule of SC TRH injections in six Limousin x Romanov lambs (three-month old).

Day of treatment Febr. 24th Febr. 26th Febr. 28th March 3rd
Amount (c:lfg'/l'sgl-)i injected 1 2 5 10
Mean Bodyweight (kg} 273 + 1.2 285 + 1.4 285 + 156 29.2 + 1.8

TABLE 2
Experimental schedule (Latin Square) of /V TRH \ug/kg) administration
in ten Limousin x Romanov lambs (two-week old).
Day of treatment
April 16th April 18th April 21st April 23rd April 25th
N¢ animals

243 253 0 0.1 0.25 0.5 1

248 259 0.1 0.25 0.5 1 0]

255 263 0.25 0.5 1 0 0.1

267 258 0.5 1 0 0.1 0.25

272 256 1 0 0.1 0.25 0.5

Mean bodyweight (kg)

448 + 0.32 4.96 + 0.31

593 + 0.35 6.45 + 0.36 6.87 + 0.39

TABLE 3

Experimental schedule of IV injections in five Limousin x Romanov lambs {two-month old).

Day of

T Jan. 22nd Jan. 24th Jan. 27th Jan. 29th Jan. 31st Febr. 4th
reatment
TRH TRH

N TRH 1 ug/kg GRF GRF 1 pg/kg .

Injections 4 0/kg + GRF  02ug/kg  1pg/kg + GRF Saline
0.2 ug/kg 1 ug/kg

Mean

bodyweight 17.8 + 0.9 178 + 09 192 +08 196 +08 204 + 08 214 + 0.7

(kg}
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{table 1). Increasing amounts of TRH were administered intravenously in 10 (56 <
and 5 Q) two-week old lambs (table 2), whereas TRH, GRF-44 and TRH + GRF-
44 were injected intravenously in 5 two-month old animals (table 3).

The TRH (Protireline) was provided by « Laboratoires Roche » (Neuilly-sur-
Seine, France) and the human GRF-44 was a gift of « Sanofi Recherche » {Mont-
pellier, France).

Blood was taken by venipuncture into heparinized test tubes 10 min before,
just prior to and 10, 20, 30, 45, 60, 90, 120, 180, 240 and 360 min after injection.
The plasma was separated by centrifugation and stored at — 20 °C until assay.

The thyroxine and triiodothyronine were measured by specific radioimmuno-
assay as previously described (Cabello and Levieux, 1980). Ovine GH and TSH
were also measured by RIA using a double antibody separation method ; reagents
(antisera and cold hormones) were supplied by the National Hormone and Pitui-
tary Program (NIADDK, Bethesda). The sensitivity of these assays was 0.5 ng/ml
for GH and 0.05 ng/ml for TSH ; intra-assay variation was 5 and 8 %, respecti-
vely.

Statistical comparisons were made using the paired t-test.

Results.

Subcutaneous TRH injection in three-month old lambs (fig. 1). — As
expected, plasma TSH, T, and T; levels rose significantly (P < 0.001) after s.c.
TRH injection. Neither the maximal value of these hormones nor their increase
(maximal value - basal value) was significantly affected by the amount of TRH
given.

Whereas plasma TSH levels were unchanged from 30 to 180 min post-
injection when amounts of 5 and 10 ug of TRH/kg were used, they decreased
significantly over this period when 1 and 2png of TRH/kg were injected
(P < 0.001).

The increase in plasma T, levels was significantly longer for amounts of 5 and
10 ug of TRH/kg (5.3 + 0.4 h and 5.2 + 0.5 h, respectively) than for amounts of
1 and 2 ug of TRH/kg (3.4 + 0.4 h and 3.8 + 0.2 h, respectively ; P < 0.005).

The increase in plasma T; levels was also significantly longer for amounts of
2, 5 and 10 ug of TRH/kg (2.7 + 0.3 h, 3.0 + 0.3 h and 3.2 + 0.3 h, respecti-
vely) than for 1 ug of TRH/kg (1.7 + 0.2 h ; P < 0.005).

Whatever the amount injected, TRH did not significantly increase plasma GH
levels in three-month old lambs.

Intravenous TRH injection in two-week old lambs (fig. 2). — Intravenous
saline injection did not significantly affect plasma TSH, T4, T; and GH levels.

Plasma TSH levels rose significantly after TRH injection (P < 0.001). Howe-
ver, the maximal value and increase recorded were significantty lower for 0.1 pg
of TRH/kg than for all higher amounts (P < 0.005). Moreover, at 60 min post-
injection, plasma TSH levels were positively related to the amount of TRH
injected (P < 1 %).
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FIG. 1. — Changes and increases in plasma T4, T3, TSH and GH levels after SC TRH administration
three-month old lambs (T4, T3, GH : Mean + SEM ; TSH : Algebric conversion of mean of the
log and mean of the log + SEM of the log).
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FIG. 2. — Changes and increases in plasma T4, T3, TSH and GH levels after IV TRH administration in
two-week old lambs (Mean + SEM; * P < 0.001 with controls ; " P < 0.001 with 0.1 pg
TRH/kg).
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Plasma T, and T3 levels rose significantly after TRH injection {P < 0.001).
The maximal values were recorded after 2.2 + 0.1 h and 1.2 + 0.1 h, respecti-
vely for T, and T3;. The amount of TRH used did not significantly affect the
increase in the plasma levels of these hormones. However, the differences bet-
ween T, values at 3 h post-injection or T3 values at 90 min post-injection and the
basal levels were positively related to the amount of TRH given (P < 5 %).

Whatever the amount injected, TRH did not significantly affect plasma GH
levels in two-week old lambs.

Intravenous TRH, GRF and TRH + GRF injections in two-month old lambs
{fig. 3). — Intravenous saline or GRF (0.2 and 1 pg/kg) injection did not signifi-
cantly affect plasma TSH, T, and T; levels.

After TRH administration plasma TSH levels rose significantly (P < 0.001).
Neither the maximal value nor the increase was influenced by simultaneous GRF
injection (0.2 and 1 pg/kg).

As in the preceding experiment, maximal plasma T, levels were recorded
2.3 + 0.1 h after TRH administration. The addition of GRF (0.2 and 1 ug/kg) in
the injection medium did not significantly affect the increase in thyroxinemia
observed.

After TRH administration plasma T levels rose significantly (P < 0.001) until
1.3 + 0.1 h post-injection. This increase, significantly inhibited by the addition of
GRF in the injection medium (0.2 ug/kg; P < 0.001; 1ug/kg; P < 0.05), did
not differ from that recorded after saline or GRF alone was administered.

As in the other experiments, TRH injection did not significantly affect plasma
GH levels in two-month old lambs. As expected, GRF-44 administration sharply
increased plasma GH levels {P < 0.001) in a dose-dependent manner ; the addi-
tion of TRH did not influence the maximal value or the increase recorded. Howe-
ver, the profiles of the GH levels were slightly different with GRF alone or GRF +
TRH, as follows :

— maximal values were observed significantly later after GRF + TRH than after
GRF injection alone (0.2 ug/kg of GRF : 16 + 2 min vs 10 + 0 min, P < 0.001 ;
1 ug/kg of GRF : 20 + 0 min vs 10 + 0 min, P < 0.001) ;

— therefore, plasma GH levels were significantly lower at 10 min post-injection
{P < 0.05) and higher at 20 and 45 min post-injection (P < 0.05) with 1 ug of
GRF/kg + TRH than with 1 ng of GRF/kg. At 30 min post-injection, plasma GH
levels were also higher with 0.2ug of GRF/kg + TRH than with 0.2 ug of
GRF/kg (P < 0.05).

FIG. 3. — Changes and increases in plasma T4, T3, TSH and GH levels after IV TRH, TRH + GRF or
GRF administration in two-month old lambs (T4, T3, GH : Mean + SEM ; TSH : Algebric conver-
sion of the mean of the log and mean of the log + SEM of the log ; ** P < 0.001 with controls ;
“ P < 0.05 with TRH : " P < 0.001 with TRH}.

Saline : e [__|; GRF (0.2 ug/kg) : V——V [III} ; GRF (1 ug/kg) : ¥——V
{(11g/kg) e----e (MM : TRH (1 ug/kg) + GRF (0.2 ng/kg) : v----VNN ; TRH (1 pg/kg) + GRF
(tug/kg) : V- WX
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Discussion.

To our knowledge, very few data have been reported about the response of
plasma TSH, T4 and T3 to various amounts of TRH in lambs.

From our results it appears that when TRH was injected subcutaneously the
increases in plasma TSH, T, and T3 levels were equivalent, whatever the amount
used. Therefore, it can be assumed that 1 ug of TRH/kg already induced maximal
pituitary and thyroid responses. Higher amounts of TRH increased only the dura-
tion of TSH, T, and T3 responses, probably because TRH persisted longer in the
blood.

When TRH was injected intravenously, the increases in plasma TSH, T, and
T, levels were equivalent for amounts of 0.25, 0.5 and 1 ug/kg ; Slebodzinski and
Wallace (1977) reported the same phenomenon in cattle with 1, 2.5 and 5ug of
TRH/kg. As 0.1 pg of TRH/kg induced a significantly lower TSH response, it
appears that 0.25 ug/kg would be the minimal amount of TRH associated with a
maximal pituitary-thyroid axis response. T, and T3 increases were maximal with
0.1 ug of TRH/kg, despite a lower TSH response, suggesting that a maximal
thyroid response does not need maximal pituitary TSH release. As in subcuta-
neous injections, the relationships observed between plasma TSH levels at 60 min
post-injection, plasma T3 levels at 90 min post-injection or plasma T, levels at 3 h
post-injection and the amounts of TRH given strongly suggest that the quantity of
TRH injected affects the duration of pituitary-thyroid axis response more than the
amplitude of that response.

When 1 ug of TRH/kg was given, the duration of T, and T; response was
shorter in two-week or two-month old lambs than that previously reported in 24-
hour old animals (T, : 23h vs 4h; T3: 1.3 h vs 2 h) (Wrutniak and Cabello,
1985). This suggests that the utilization of TRH, TSH and/or T; and T3 would be
more important in the older lambs.

In agreement with the results of Hodate et a/. (1985) obtained in calves, no
TSH release was observed after GRF administration. The magnitudes of TSH
increase after simultaneous injections of GRF and TRH were not different from
those obtained by TRH injection alone.

Moreover, the present results suggest that GRF administration inhibits T; res-
ponse to TRH without affecting T, response. Whether this effect was direct or
mediated by the increase in plasma GH levels, there are several possible explana-
tions :

— overall thyroid secretion would be reduced by GRF administration. However,
this does not agree with the fact that T, increase was unchanged ;

— GRF would inhibit cell 5’-deiodination and therefore T, conversion to T or it
would increase celiular Ty uptake. However, GRF did not decrease basal T
levels ;

— preferential T; secretion induced by TSH stimulation (Greer et a/., 1968) would
be abolished by GRF administration. Work is in progress to verify this effect in a
greater number of animals.

This study provides evidence that whatever the injection route, amount
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injected or animal age, TRH alone does not increase GH secretion in lambs.
These results contrast with those obtained in calves by Hodate et a/. (1985) and
suggest a strong species difference. As underlined by these workers, GH release
in response to TRH in cattle is probably a phenomenon unique in ruminants : in
addition to action on the pituitary {La Bella and Vivian, 1971 ; Smith and Convey,
1975), TRH may also act on the hypothalamus, in cattle /in vivo, to stimulate the
release of endogenous GRF and/or to inhibit the secretion of somatostatin.

Moreover, in contrast with the results jn vivo in calves (Hodate et a/., 1985)
or in vitro in chickens (Leung and Taylor, 1983), the simultaneous administration
of GRF and TRH does not have a synergistic effect on GH release in lambs.
Although unclear, the delayed GH response to GRF, after simultaneous TRH
administration, probably has minimal physiological implications.

In the absence of its influence on GH release, the only evident effect of TRH
is {as expected) a sharp rise in plasma TSH and thyroid hormone levels, which is
not anabolic. Therefore, the use of TRH to increase body growth in lambs, as
proposed by Davis et a/. (1976), is not justified at this time.
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Montpellier, 28-30 mai 1986.
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Résumé. /nfluence de I'administration de TRH et de GRF sur la sécrétion de GH, TSH,
T4 et T3 chez I'agneau.

Les effets de l'injection SC ou IV de doses différentes de TRH (seule ou avec du GRF
1-44) sur les taux plasmatiques de GH, TSH, T4 et T3 ont été étudiés chez des agneaux
agés de 2 semaines, de 2 mois et de 3 mois.

1) Par voie sous-cutanée, la réponse maximale de la TSH, de la T4 et de la T3 n’est pas dif-
férente selon la dose utilisée (1, 2, 5 et 10 ug/kg). Cependant, cette réponse est prolongée
pour les doses de 5 et 10 pug/kg.

2) Par voie intra-veineuse, a I'dge de 2 semaines, I'élévation maximale de la TSH plasmati-
que est observée dés la dose de 0,25 ug/kg. Cependant, la réponse des hormones thyroi-
diennes n'est pas influencée par la dose utilisée (0,1, 0,25, 0,5 et 1 ug/kg). Comme précé-
demment, la durée de la réponse de la TSH, de la T4 et de la T3 est prolongée par |'aug-
mentation des doses de TRH.

3) Quel que soit I'4ge des animaux, les doses et la voie d’administration utilisées, la TRH
seule n‘augmente pas la sécrétion de GH chez I’Agneau. Cependant, elle retarde légére-
ment la réponse de la GH au GRF.

4) Le GRF ne modifie pas la réponse de la TSH et de la T4 a la TRH ; cependant, il pourrait
inhiber I'augmentation de la T3.

En conclusion, contrairement aux résultats obtenus chez le Veau (Hodate et a/., 1985),
la TRH ne modifie pas la sécrétion de GH chez I’Agneau mais induit des augmentations
importantes des taux plasmatiques d’'hormones thyroidiennes. Ces arguments ne sont pas
en faveur de I'utilisation de la TRH comme facteur de croissance dans |'espéce ovine.
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