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Summary. Stimulation of the mammary gland during hand or mechanical milking or
during nursing is followed by an abrupt surge of prolactin in lactating ewe. This rapid
increase of prolactinaemia is due to a secretion reflex originating in the teat nerve endings
since dernervation of the mammary gland suppresses the surge induced by milking or
nursing.

Although intravenous injection of TRH can mimic the prolactin surge observed during
milking, the possible role of this hypothalamic factor in prolactin secretion during mammary
stimulation is not demonstrated.

The role of prolactin in promoting milk production during lactation is one of the
best established functions in female mammalians (Cowie and Tindall, 1971 ; Dena-
mur, 1971). In this paper we present the results of our investigations on the nature and
the regulation of prolactin release after stimulation of lactating ewe mammary gland.
Most recent experiments on prolactin regulation during nursing have been performed
on the polytocous female rat (Terkel et al., 1973 ; Kordon et al., 1973 ; Mena et al.,
1976). We propose that the ewe might be a model for females having one or two young
at each parturition.

Materials and methods.

Hormonal determination.

Ovine prolactin was measured with a specific double antibody radioimmunoassay
(Kann, 1971). Ovine prolactin supplied by the NIH (PS7 24 IU/mg) was used for label-
ling and as standard preparation. Sensitivity of the assay allowed the detection of
0.2 ng/nl of ovine prolactin.
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TSH was measured with a double antibody radioimmunoassay (Freychet et al.,
1969). Ovine TSH (30 IU/mg) purified by Y. A. Fontaine was used as radioactive tracer
and as standard preparation. Sensitivity of the assay was 9 !t IU/ml.

Animals.

All animals used in experiments reported here were of the french « Préalpes du
Sud ;> breed in their first or second lactation period. Sheep were trained to be handled
so as to avoid effects of eventual stress, and several blood samples were collected and
discarded prior the experimental period to accustom animals to venipuncture.

Surgical techniques.

Mammary denervation has been described by Denamur and Martinet (1959). It

involved the excision and then the reattachment of the mammary gland of pregnant
ewes. Bilateral denervations were performed in 2 stages : the first operation was
carried out on one side on the 100th day of pregnancy, the second on the other side
2 weeks later. When denervation was done during lactation, we severed the first Ll to

L4 lumbar nerves, the perineal nerve and the lumbar sympathetic system of early
lactating ewes either unilaterally or bilaterally.

Thyroidectomy was performed by a classical approach (Theriez, 1962) with spe-
cial attention to the ablation of the isthmus which is barely visible in sheep.

Results.

Pattern of plasma prolactin after teat stimulation of lactating ewes.

Typical patterns of prolactin discharge after different stimuli applied to the udder
of a lactating ewe are represented on figure 1. All prolactin values after nursing were
obtained at 9 a.m., the lamb having been separated from the ewe 2 h before

experimentation. Nursing lasted 4-5 min and the lamb was taken away thereafter
in order to prevent other stimulations during further blood sampling, 5, 10, 15, 25,
45, 60, 90 and 120 min later. After weaning (55th day) blood samples were obtained at
similar times after hand milking (duration 2 min).

A brisk and transient increase in the concentration of prolactin is observed after

application of the suckling or milking stimulus to the teats as has been already descri-
bed (Fell et al., 1972 ; McNeilly, 1972 ; Kann et a/., 1973).

Prolactin reached an acme in 5-10 min and a rapid decrease was observed imme-
diately after. It was apparently in agreement with the half-life of prolactin (20 min) in
lactating ewe as measured by disappearance of prolactin in plasma after hypophysec-
tomy (Kann and Denamur, unpublished results).

Similar patterns have been described in the goat and the cow (Johke, 1969 ;
Bryant et al.,1970 ; Schams, 1972). The fact that prolactin values, unlike those in lacta-
ting rat, decreased very quickly after having reached a transient peak, was probably
the consequence of a brief stimulus as suggested by Grosvenor and Withworth (1974).
For instance, a short stimulus induced by hand milking (2 min) resulted in a earlier
prolactin peak (fig. 1) than when induced by suckling (lasting 4 to 6 min).



Evolution of prolactin surges induced by teat stimulation at different stages of lactation
period.

As evidence, the prolactin discharge observed after the mammary gland stimula-
tion declined as lactation period lengthened (fig. 1). Prolactin increments obtained by
measuring the area beneath prolactin response during 30 min after hand milking of
two lactating ewes are presented on figure 2. As the time after parturition passed, the
amount of prolactin released progressively rose to a maximum value during the second
decade of milking period and then dropped quickly. After 3 months of lactation there



was no more release of prolactin during milking. The evolution of prolactin levels
when ewes were freely nursing their lambs throughout lactation is shown on figure 3 :
high values of hyperprolactinaemia in these cases were due to the fact that immobili-
zation of the ewes for blood sampling, was always followed by energic lamb suckling.

Nevertheless, as lactation continued, it was clear that mean values of prolactin levels
dropped in the same way as during hand milking. Similar patterns have been observed
in the ewe by MacNeilly (1972), in the cow by Koprowski and Tucker (1973) and in
the goat by Hart (1972).



In preliminary studies we were not able to correlate either basal prolactin values
or prolactin peaks to normal milk yields. Nevertheless animals with very poor milk
yields were often found to have normal basal prolactin values (whatever the season
i.e. 20-50 ng/mi) but to have weak or absent responses to the suckling or milking sti-
mulus, even during the early postpartum.

Ascending pathway for prolactin release after teat stimulation.

As one could suspect, sensitive receptors from the teat are theorigin of the efferent
arc of a neuroendocrine reflex during milking or suckling : bilateral denervation of
the lactating ewe mammary gland results in a complete disappearance of prolactin
release when teats are stimulated either by machine- or hand-milking or by suckling
(fig. 4).

The unilateral section of the efferent nerves issuing from the mammary gland
demonstrated that the spinal reflex, resulting in a prolactin surge after teat stimulation
was ipsilateral (fig. 5). Hemisection or total section of the dorsal mesullar sensitive
tracts gave similar results to the partial or total udder denervation when performed at
the 12th dorsal nerve level. If section of medullar posterior sensitive tracts was per-
formed at the 5th lumbar nerve level, the reflex (i.e. prolactin secretion after milking



or suckling) was unaltered and this could be considered as a « sham operation ».
Exteroceptive stimuli such as seeing the milker, hearing the milk pails or the milking
machine running, etc... were not successful in inducing a prolactin reflex in lactating
ewes as described for the nursing rat by Grosvenor and Mena (1967).

Is thyrotrophin-releasing hormone physiologically related to prolactin milking reflex
of lactating ewe ?

The inhibitory influence played by the hypothalamus on prolactin secretion has
been recognized since Pasteels (1961) and Talwalker et al. (1963) and Prolactin Inhibi-
ting Factor (PIF) has been localised in the hypothalamus of rat, sheep, cattle, pig and
human, but has not been chemically isolated. On the other hand, persistent reports
gave support to the fact that hypothalamic extracts contained a Prolactin Releasing
Factor (PRF) (Florindo and Nicoll, 1969 ; Amenomori and Meites, 1970). In 1971,
Tashjian et al. reported that Thyrotrophin Releasing Hormone (TRH) could stimulate
prolactin secretion from rat pituitary cells in culture and this was confirmed by ultra-
structural studies of Gourdji et al. showing changes with secretory activity in cells. TRH
could also be active in vivo : in 1973 we reported that, as in many other species, TRH



could stimulate prolactin a very short time after an intrajugular administration (Kann
et al., 1973).

Low doses of TRH were able to stimulate a prolactin release and 3 !tg of TRH indu-
ced a prolactin surge which mimicked the suckling reflex in normal or spayed lactating
ewes. In some cases where this prolactin reflex was very poor, TRH was as potent
as in normal animals to induce a prolactin response. This indicated that in ewes with
low prolactin reflex after milking, sensitivity of the mammary gland nerve endings was
affected more than hypothalamic deficiency. Action of TRH on prolactin resulted from
a direct action at the pituitary level since TRH was able to induce prolactin elevation
in animals with pituitary stalk section (fig. 6). After milking or suckling we were not
able to show any modification of TSH in contrast to what was observed after TRH
administration (Kann et al., 1973). This indicated that if TRH was involved in prolactin
release during the milking reflex, it was more effective on prolactin than on TSH.

According to Silverman and Knigge (1972) an increase in endogenous TRH
release could be expeted after thyroidectomy and ought to modify prolactin secretion
if TRH was a physiological mediator of prolactin secretion : we noted an important
increase in TSH one month after thyroidectomy of ewes but no change either in basal
prolactin values (fig. 7) or in prolactin release after teat stimulation by milking (fig. 8).

Since increase of TRH release by the hypothalamus after thyroidectomy remained
uncertain we checked the assumption that TRH could be a PRF with another experi-
mental protocol : in 4 lactating ewes we measured at 48 h intervals prolactin incre-



ments resulting from hand-milking stimulation at 6.30 a.m., 9.30 a.m., 2 p.m., 4 p.m.
and 6 p.m. (experiment A). During the interval days, ewes were milked twice daily at
6.30 a.m. and p.m.





gland stimulation resulted in surges of prolactin which were smalier but similar to one
another.

On the other hand, administration of TRH three times a day (experiment B)
resulted in progressively depressed responses. This indicates probably a saturation
of hypophysial prolactin cell receptors with TRH. If the prolactin surge observed after
that stimulation at 6.30 p.m. (after 3 TRH stimulations) was only due to an endogenous
enhancement of TRH, it ought to be less important than the prolactin increment obser-
ved at 4 p.m. after the last TRH injection. As can be observed on figure 9 it was on the

contrary more important or equivalent. Therefore, we were not able in this experiment
as in others, to connect the prolactin reflex after milking stimulus to any enhancement
in TRH release. In hypothalamic extracts, PRF activity and TRH activity were located
in different fractions after gel chromatography (Valverde et al., 1972). Moreover
the fact that dopamine antagonists such as 2 Br « ergocryptin (i.e. PIF releasers) could
completely impair the prolactin response either to mammary gland stimulation or to
TRH exogenous administration (Schams, 1972b ; Kann, 1976) confirmed a major
control of prolactin release through inhibitory actions.
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Résumé. Après stimulation de la glande mammaire lors de la traite manuelle, mécanique
ou lors de la tétée, on observe une brutale décharge de prolactine chez la brebis en lacta-
tion. Cette augmentation rapide de la prolactinémie est due à une sécrétion réflexe ayant
son origine dans les terminaisons nerveuses du trayon, puisque la dénervation de la glande
mammaire supprime la décharge induite par la traite ou la tétée.

Bien que l’administration intraveineuse de TRH soit capable de mimer la décharge de
prolactine observée lors de la traite, il ne nous a pas été possible de démontrer un éventuel
rôle de ce facteur hypothalamique pour permettre la sécrétion de prolactine lors de la
stimulation mammaire.
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