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Tench (Tinca tinca) is apparently the only known member of the Cyprinidae in which ovulation is stim-
ulated following administration of a low dose of GnRH analogue (GnRHa) without a dopamine inhibitor.
This study evaluated LH release effectiveness of the most commonly used GnRHa and clarified whether
LH secretion followed by ovulation is subject to inhibitory dopaminergic control in tench. Fish were intra-
peritoneally injected with three types of GnRHa, GnRHa with dopamine inhibitor metoclopramide (com-
bined treatment), or the dopamine inhibitor metoclopramide alone. LH concentrations at five sampling
times (0, 6, 12, 24, and 33 h) together with ovulation success and fecundity index were recorded. The
combined treatment triggered an almost immediate LH release peak with a gradual decline, and resulted
in a high ovulation rate. In contrast to the combined treatment, an application of GnRHa alone at
10 lg kg�1 induced gradual increase of LH concentrations with peaks close to ovulation time, and with
high ovulation success. Significant differences in LH concentrations at 6 and 12 h and no differences in
ovulation success were found between the combined and the GnRHa alone treatments. Metoclopramide
alone induced a small increase in LH with no ovulation. The study presents clear evidence of dopaminer-
gic control of LH release in tench, with a high ovulation rate obtained after application of GnRHa alone or
in combination with dopamine inhibitor.

� 2011 Elsevier Inc. All rights reserved.
1. Introduction

The dual neuroendocrine control of luteinizing hormone (LH)
secretion and ovulation is well established within the family Cyprin-
idae [27]. The main stimulatory and inhibitory factors of LH secre-
tion from pituitary gonadotrophs are the gonadotrophin-releasing
hormone (GnRH) and the catecholamine neurotransmitter dopa-
mine (DA), respectively [42]. Gonadotrophin-releasing hormone
regulates the synthesis as well as the release of LH required for stim-
ulation of steroidogenesis with subsequent final oocyte maturation
and ovulation [25]. Two forms of GnRH, cGnRH-II and sGnRH, have
been identified in cyprinids [40], but native forms of GnRH have lim-
ited use in aquaculture due to their intense enzymatic degradation
in fish [47]. Amino acid substitutions in positions 6 and 10 of the na-
tive GnRH chain have been shown to markedly improve enzymatic
resistance of synthetic GnRH analogues (GnRHa) and facilitate their
use in fish reproductive therapies [29]. Gonadotrophin-releasing
hormone analogues vary in potency with respect to induction of
LH release and ovulation [11].
ll rights reserved.

c).
Variable degrees of dopaminergic inhibition of LH release have
been demonstrated in teleost fish irrespective of their taxonomic
position, from a suggested role of DA as a puberty gatekeeper in
juvenile eel [43], through less pronounced DA inhibition of final
steps of gametogenesis in salmonids [26], to strong inhibition of a
pre-ovulatory LH surge and ovulation in cyprinids [38]. DA inhibi-
tory tone changes over the course of the cyprinid reproductive per-
iod, with the maximum inhibition of LH secretion at the final stages
of gametogenesis [39]. In captivity, the natural pre-ovulatory de-
crease in dopaminergic inhibition is often disrupted by artificial
conditions (temperature, water chemistry, spawning substrate,
etc.), which leads to blocking of oocyte maturation and ovulation
[24]. DA has a high capacity to block LH synthesis and release
through disruption of intracellular GnRH signalling pathways [5],
down-regulation of GnRH receptors [8], and inhibition of GnRH
peptide synthesis [45] and release [46], as well as interference with
other LH-stimulatory systems, e.g. the GABAergic system [33]. The
discovery of DA inhibition meant a significant breakthrough in arti-
ficial reproduction of cyprinids, which do not undergo final oocyte
maturation (FOM) and ovulation after administration of GnRHa
alone [23,37,41]. A combined treatment with a GnRHa and a DA
D2-receptor antagonist (DI) has been developed to eliminate the
impact of DA on the reproductive axis and augment the stimulatory
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effect of the exogenous GnRHa [28,44]. Although cyprinids are con-
sidered typical of a fish group with decisively demonstrated DA
inhibition of LH release and ovulation, it appears that this does
not apply to tench (Tinca tinca). For successful hormonal induction
of FOM and ovulation in female tench, a low dose of GnRHa is suf-
ficient [10,17,32,35], contrary to what has been reported for all
other cyprinids [31].

The present in vivo study was designed to verify whether in
contrast to other cyprinid fish, dopamine is devoid of any capabil-
ity to regulate LH release in the tench. Effectiveness of three GnRHa
in inducing LH release and ovulation in tench was also evaluated.
2. Material and methods

2.1. Experimental animals

Mature female tench (924 ± 46 g body weight) were collected in
the end of May, 2010 from a local fish producer and housed at the re-
search fish facility at South Bohemia University in Vodnany. Prior to
the experiment, females with soft and distended abdomens were
catheterised to determine the stage of oocyte development. Females
with P60% of the oocytes possessing migrating germinal vesicles
were selected [9] and randomly divided into six groups (n = 10).
Each group was kept separately in a well aerated flow-through plas-
tic tank (700 L) and acclimated to conditions 21.8 ± 0.4 �C and a
16L:8D photoperiod.
2.2. Experimental design

All tested chemicals were dissolved in 0.9% NaCl solution and
administered as a single intraperitoneal injection. The following
treatments were applied after 2 days acclimatisation: (1) control
treatment with 0.9% NaCl alone (Braun Melsungen AG); (2) [D-
Ala6, Pro9, NEt]-mGnRH (10 lg kg�1, Bachem AG); (3) [D-Leu6,
Pro9, NEt]-mGnRH (10 lg kg�1, Bachem AG); (4) [D-Arg6, Pro9,
NEt]-sGnRH (10 lg kg�1, Bachem AG); (5) water soluble DA D2
receptor antagonist metoclopramide (20 mg kg�1, Sigma–Aldrich);
and (6) combined treatment [D-Ala6, Pro9, NEt]-mGnRH
(10 lg kg�1) + metoclopramide (20 mg kg�1). Serial blood samples
(400–500 lL) were collected by caudal venipuncture immediately
prior to injection (0 h) and at 6, 12, 24, and 33 h post-injection.
Plasma was separated by centrifugation and stored at �20 �C until
determination of LH levels. Females were monitored for ovulation
24 h after injection and subsequently at 3 h intervals. Ovulation
success (number of ovulated females within 48 h), latency period
(time from injection to ovulation), fecundity index ([weight of
stripped eggs/body weight before stripping] � 100), and LH con-
centrations were recorded.

Fish were anesthetized (0.03 mL L�1 clove oil) before manipula-
tion. The experiment was conducted in accord to the principles of
the Ethical Committee for the Protection of Research Animals at
the University of South Bohemia.
2.3. LH determination

Plasma samples were assayed by heterologous ELISA previously
established for common carp LH [16]. To validate the assay, serial
dilutions of tench pituitary homogenate and plasma were made to-
gether with a common carp standard. All were found to be parallel
with the sensitivity of the assay in the range 0.6–100 ng ml�1 and
the intra- and inter-assay coefficients of variance at 5% and 9%,
respectively.
2.4. Statistical analysis

For multiple comparisons among treatment groups, serum LH
data were log-transformed prior to testing with one-way ANOVA
followed by Tukey’s HSD test. A v2 test was used to compare ovu-
lation rates among the experimental groups. Significant differences
were accepted with a P value of <0.05. All values are presented as
means ± standard errors of the means (SEM).
3. Results

With the exception of the control group, all groups showed sig-
nificantly increased LH concentrations 6 h post-treatment com-
pared to pre-treatment basal levels (P < 0.05). The highest mean
LH value at this sampling time was 45.42 ± 7.89 ng ml�1 recorded
for the combined treatment, which was the highest concentration
reached in this group over the course of the experimental period.
Gonadotrophin-releasing hormone analogue treatments potenti-
ated elevation of LH concentration with similar effectiveness; how-
ever the effect was significantly less pronounced than in the
combined treatment group (P < 0.05) but significantly greater than
the metoclopramide and control groups (P < 0.05). At 12, 24, and
33 h a progressive rise of all GnRHa treatments was observed, in
contrast to a moderate decline in LH concentrations in the com-
bined group, which however remained high. The highest mean
LH concentration (47.45 ± 5.07 ng ml�1) for any group over the en-
tire experimental period was measured 33 h post-injection in the
group treated with [D-Ala6, Pro9, NEthylamide]-mGnRH. Signifi-
cant differences were detected in LH concentrations between the
GnRHa groups and the combined treatment at 6 and 12 h
(P < 0.05), all GnRHa containing treatments reached significantly
higher LH levels than did the metoclopramide and control groups
(P < 0.05). Metoclopramide treatment induced a slight LH increase
differing from the control group at 6 and 12 h post injection
(P < 0.05). Mean values for LH concentrations are presented in
Fig. 1.

High ovulation success was obtained after combined (90%) and
GnRHa (60–70%) treatments, with similar latency periods and
fecundity indices, without significant differences between groups.
No ovulation was recorded in the metoclopramide and control
groups (Table 1).
4. Discussion

Hormonal induction of ovulation in tench is well-established in
aquaculture production using a low dose of GnRHa alone [18,21].
To date there has been no investigation of DA inhibition on LH
release in tench in spite of the apparent inhibitory tone in other
cyprinid species. In cyprinids GnRHa alone generally does not in-
duce an ovulatory response [1], with the exception of a minimal
ovulation rate when administered at high doses [15,22]. The sensi-
tivity of tench to hormonal treatment is similar to that of several
marine fish species in which a low dose of GnRHa stimulates ovu-
lation and which do not demonstrate dopaminergic control of LH
release [2,20,34]. In some marine fish (e.g. Atlantic croaker; Micro-
pogonias undulatus) the addition of a DA antagonist to hormonal
treatment suppresses the effects of GnRHa on LH release while
DA agonists potentiate it [7]. However, in tench the combined
treatment composed of [D-Ala6, Pro9, NEt]-mGnRH and the DA
D2-receptor antagonist metoclopramide triggered an almost
immediate LH release peak with high LH concentrations through-
out the experimental period inducing a high ovulation rate. This
clear confirmation of DA inhibition in tench is surprising; espe-
cially in the light of GnRHa effectiveness in ovulation (60–70%)
and the gradually elevated LH profile with values peaking close



Fig. 1. Plasma levels (means ± SEM) of luteinizing hormone in female tench after 0.9% NaCl (control); [D-Arg6, Pro9, NEt]-sGnRH (sGnRHa); [D-Leu6, Pro9, NEt]-mGnRH
(D-Leu); [D-Ala6, Pro9, NEt]-mGnRH (D-Ala); metoclopramide; and combined (D-Ala + Met) treatment. Different letter superscripts indicate significant differences within the
same sampling time (P < 0.05).

Table 1
Ovulatory response of tench after GnRHas, combine, metoclopramide and saline solution treatment.

Group Treatment Female body weight (g) Ovulation
ratio

Latency period
(h)

Fecundity index
(%)

1 Physiological saline solution (0.9% NaCl) 977 ± 55 0/10a

2 Metoclopramide (20 mg kg�1) 930 ± 67 0/10a

3 [D-Arg6, Pro9, NEt]-sGnRH (10 lg kg�1) 945 ± 43 6/10b 35.2 ± 2.1 6.1 ± 0.6
4 [D-Leu6, Pro9, NEt]-mGnRH (10 lg kg�1) 885 ± 38 7/10b 34.5 ± 1.8 5.3 ± 0.9
5 [D-Ala6, Pro9, NEt]-mGnRH (10 lg kg�1) 915 ± 54 7/10b 36.7 ± 1.6 6.6 ± 0.4
6 [D-Ala6, Pro9, NEt]-mGnRH (10 lg kg�1) + metoclopramide

(20 mg kg�1)
897 ± 45 9/10b 34.9 ± 2.4 6.8 ± 1.1

Female body weight, latency period, and fecundity index are expressed as means ± SEM. Different letter superscripts indicate significant differences (P < 0.05).
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to ovulation. These data are consistent with our earlier results
showing that as little as 1 lg kg�1 of mGnRHa induced gradual ele-
vation of LH with 63% of females ovulating [32]. Few studies have
compared effects of GnRHa with DA antagonist versus GnRHa
alone treatments in tench, although Pinillos et al. [30] reported
an enhanced effect of GnRHa alone on secretion of 17,20b-dihy-
droxy-4-pregnen-3-one, 17,20a-dihydroxy-4-pregnen-3-one, and
testosterone and ovulation success compared to a combined treat-
ment. Although in the present study approximately 70% of females
ovulated after GnRHa alone treatment (10 lg kg�1) which is the
mean ovulation rate obtained after combined treatment by Kujawa
et al. [19], our and other studies have more commonly reported
ovulation rates of 80% or more with GnRHa treatment [17,32].
The relatively lower LH mean concentrations in compare with
our previous study [32] were detected in the current trial, although
LH concentrations in some ovulated females exceeded detection
limits of the assay (>100 ng ml�1). The combined and GnRHa treat-
ments were both associated with high ovulation rates, but GnRHa
treatment led to a gradual LH release, while an instant LH surge
was seen following the combined treatment. Peter et al. [27] sug-
gested that the ovulatory response in goldfish (Carassius auratus)
is dependent on both the magnitude of the LH concentration and
the rate of increase in circulating LH levels. Immediate LH surge
after the combined treatment was more effective in inducing ovu-
lation than GnRHa-stimulated gradual increase despite compara-
ble LH concentrations [4,37]. In tench we cannot confirm this, as
an application of GnRHa alone induced completion of germinal
vesicle migration and ovulation in the majority of females after a
gradual increase of LH levels. Continuously elevated LH levels
and high ovulation rates induced by a combined treatment have
been detected also in common carp [9,22,23] and grass carp [12].

The most widely used GnRHas in tench artificial reproduction
were tested for induction of pre-ovulatory LH surge and ovulation.
However no difference in the effectiveness of [D-Arg6, Pro9, NEt]-
sGnRH compared to [D-Ala6, Pro9, NEt]-mGnRH or [D-Leu6, Pro9,
NEt]-mGnRH were detected. A difference was found in LH release
kinetic stimulated by sGnRHa and by mGnRHas. Salmon GnRHa in-
duced LH release peaking 24 h post-treatment in contrast to
mGnRHa induced LH release peaking 33 h post-treatment. A possi-
ble explanation for earlier LH peaking after sGnRHa treatment in
compare to mGnRHas treatments could be the hypophysiotropic
function of native sGnRH in goldfish based on sGnRH high abun-
dance in the pituitary [40]. Superiority of [D-Ala6, Pro9, NEt]-
mGnRH previously shown in sea bass (Dicentrarchus labrax) [11],
was not confirmed for the tench. All tested GnRHa induced similar
LH concentrations and ovulation success and can be equally rec-
ommended for hormonal therapies in tench.

The great diversity of the family Cyprinidae has attracted scien-
tific attention and resulted in many comprehensive phylogenetic
studies [3,13,36]. However, despite considerable effort using mor-
phological characters and molecular methods, the systematic posi-
tion of the genus Tinca is still unclear [14]. Chen and Mayden [6]
proposed that Tinca is a member of the terminal clade of cyprinids,
the monophyly of which is highly supported. In conclusion, it
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seems that tench may be representative of ancient cyprinids with
several primitive family features conserved including neuroendo-
crine regulation of LH.

This study represents the first report of dopaminergic control of
LH release in tench, which showed no difference in ovulation rates
after administration of GnRHa alone and in combination with a DA
inhibitor.
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