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Storage of neural histamine and 
histaminergic neurotransmission is 
VMAT2 dependent in the zebrafish
Henri A. J. Puttonen, Svetlana Semenova, Maria Sundvik & Pertti Panula   

Monoaminergic neurotransmission is greatly dependent on the function of the vesicular monoamine 
transporter VMAT2, which is responsible for loading monoamines into secretory vesicles. The role of 
VMAT2 in histaminergic neurotransmission is poorly understood. We studied the structure and function 
of the histaminergic system in larval zebrafish following inhibition of VMAT2 function by reserpine. 
We found that reserpine treatment greatly reduced histamine immunoreactivity in neurons and an 
almost total disappearance of histamine-containing nerve fibers in the dorsal telencephalon and 
habenula, the most densely innervated targets of the hypothalamic histamine neurons. The reserpine 
treated larvae had an impaired histamine-dependent dark-induced flash response seen during the 
first second after onset of darkness, implying that function of the histaminergic network is VMAT2 
dependent. Levels of histamine and other monoamines were decreased in reserpine treated animals. 
This study provides conclusive evidence of the relevance of VMAT2 in histaminergic neurotransmission, 
further implying that the storage and release mechanism of neural histamine is comparable to that of 
other monoamines. Our results also reveal potential new insights about the roles of monoaminergic 
neurotransmitters in the regulation of locomotion increase during adaptation to darkness.

The function of most monoamine neurotransmitters is dependent on the vesicular release made possible by the 
vesicular monoamine transporter 2 (VMAT2). Serotonin and dopamine are loaded into secretory vesicles by 
VMAT2, and inhibition of VMAT2 leads to rapid depletion of these neurotransmitters through metabolism by 
the enzyme monoamine oxidase (MAO)1. Since noradrenaline is synthesized from dopamine inside secretory 
vesicles2, VMAT2 inhibition also lowers noradrenaline levels1. VMAT2 inhibition by the indole alkaloid reserpine 
was previously used as a treatment for psychotic conditions3. Depression has often been reported as a side-effect 
of reserpine treatment, which was a key factor in the development of the monoamine depletion theory of depres-
sive disorders and the reserpine treated animal model for depression, although the monoamine hypothesis has 
recently been challenged4–6. Taken together, these findings underline the significance of monoamine dependent 
neurotransmission in brain physiology.

The role of VMAT2 in histaminergic neurotransmission remains unclear. Like the other monoamines, his-
tamine has been described as a substrate for VMAT27. In gastric enterochromaffin-like (ECL) cells, histamine 
storage is controlled by reserpine8, and reserpine induces changes in vesicle morphology and subcellular distri-
bution of histamine9. However, histamine is not known to be significantly metabolized by MAO, but is rather 
metabolized by histamine N-methyltransferase (HNMT) in the brain, followed by subsequent metabolism by 
MAO10, 11. In an explant culture from fetal rat hypothalamus, most histamine-immunoreactive neurons display 
VMAT2-immunoreactivity, with some neurons showing no VMAT2-immunoreactivity12. Studies on the effect 
of reserpine on brain histamine have yielded mixed results. In the cat and mouse a decrease in brain histamine 
has been reported13, 14, while another study in mice and experiments in the rat have shown histamine levels to be 
largely unchanged10, 15. Reserpine has also been shown to inhibit L-histidine induced increase in brain histamine 
in rats and mice10, 15. The interpretation of these previous studies is complicated by the presence of extraneural 
histamine in brain mast cells, which contributes to histamine content in some brain regions16. A recent study in 
mast cell deficient mutant rats revealed histamine levels to be unchanged, while the levels of its main metabo-
lite tele-methylhistamine were decreased10. The same study also showed an increase in the activity of histidine 
decarboxylase (HDC), the rate-limiting enzyme for histamine biosynthesis. The zebrafish lacks extraneuronal 
histamine, and is thus an optimal model for the study of the neurochemistry of histamine17.
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The effects of reserpine on all monoamines, in particular the histaminergic neurons, genes associated with 
monoamine system and associated motor behaviours in the zebrafish (Danio rerio) were addressed in this study. 
We hypothesized that if neural histamine storage is VMAT2 dependent, reserpine should cause a decrease in 
brain histamine levels and histamine immunoreactivity. Also, histamine-dependent brain functions should be 
impaired.

Results
Behavioural phenotype after reserpine treatment.  Both the 20 min and 24 h reserpine treatments 
(see Fig. 1 for treatment setup) decreased the total distance moved observed during a 15 min tracking with 
lights on 24 h and 72 h after administration of reserpine (Fig. 2b, H(2) = 23.9 p < 0.0001 and e, F(2,141) = 22.07 
p < 0.0001). The effect was dependent on the treatment duration, with the strongest locomotion depression 
observed in the 24 h treated group. No recovery of the behaviour was seen during the first three days after treat-
ment. The maximum distance moved during a single bout of motion did not show any decrease, indicating that 
the motoneuron and muscular functions were intact (Fig. 2c and f). At some time points, the reserpine treated 
groups actually showed a significantly increased maximum distance moved (Fig. 2c, H(2) = 11.26 p = 0.0036 and 
f, F(2,141) = 5.719 p = 0.0041).

When the light was turned off for a 2 min dark phase, all fish reacted with an increased locomotor activity; a 
behavioural pattern that has been previously described for normal larvae18. At 24 h after administering reserpine, 
the increase in activity during the dark phase was much stronger in reserpine treated fish compared with controls 
(Fig. 2a, 2-way ANOVA interaction effect F(22,1551) = 24.91 p < 0.0001). At 72 h after treatment, the magnitude 
of the increase in locomotion activity observed was more similar across groups (Fig. 2d). After return to the light 
phase, the reserpine treated animals showed a similar hypoactivity in comparison to controls as before the dark 
phase.

Immediately after turning off the lights, the zebrafish demonstrate a dark-induced flash response, consisting 
of a sudden increase in locomotion activity during the first second of darkness by a histamine-dependent mecha-
nism18, 19. We have previously shown this dark-induced flash response to be histamine dependent, as knock-down 
of histamine synthesis and inhibition of histamine receptor H1 mediated signaling abolish this response19. This 
dark-induced flash response was analyzed at each of the three light-dark transitions during the trial. 24 h after 
administration of reserpine the first dark-induced flash response was intact in both treatment groups, although 
its magnitude was significantly reduced in the group that was treated for 24 h (Fig. 3a, Tukey’s p = 0.0108 for the 
24 h group). The second response was significantly weakened in both reserpine treated groups (Fig. 3b, Tukey’s 
p = 0.0003 and p < 0.0001 for 20 min and 24 h groups, respectively) and the third response was weakened in the 
groups treated for 24 h in comparison with non-treated control animals (Fig. 3c, Tukey’s p < 0.0001). At the 72 h 
time point, the first dark-induced flash was weakened in both reserpine treated groups when compared with 
control animals, and the second and third flash response was absent in both reserpine treated groups (Fig. 3d–f, 
Tukey’s p < 0.0001 except in 3d where p = 0.0339 for the group treated for 20 min). Although the dark-induced 
flash response was eliminated, the increased general activity during the dark phase was still present in the reser-
pine treated groups when compared with the non-treated control animals.

Effect of reserpine on the morphology of histamine immunoreactivity in the zebrafish 
brain.  Brains collected 72 h after start of reserpine treatment showed strongly diminished histamine fiber 
immunoreactivity in the telencephalon in comparison with controls (Fig. 4a–f). The number of histamine immu-
noreactive cells was also significantly decreased by approximately 40% at both time points after reserpine treat-
ment when compared with control values (Fig. 4g and h, F(2,35) = 13.9 p < 0.0001 and F(2,43) = 26.34 p < 0.0001, 
respectively). Interestingly, the neurons that retained immunoreactivity showed a strongly immunoreactive soma 
but almost no immunoreactive projections that were abundant in the control brains (Fig. 4a–f).

hdc mRNA colocalizes with vmat2 mRNA in the brain.  Double fluorescent in situ hybridization 
showed nearly complete coexpression of hdc and vmat2, indicating that vmat2 is indeed present in most if not all 
histaminergic neurons (Fig. 5a–c). In addition, we saw no change in the number of hdc mRNA positive neurons 
after reserpine treatment (Fig. 4i), suggesting that the decreased histamine immunoreactivity is indeed due to 
depletion of histamine and not the destruction of the histaminergic neurons. We also investigated the possibility 
of vmat1 expression in the larval zebrafish brain using sensitive chromogenic in situ hybridization. However, we 
saw no expression of vmat1 transcript in the brain, while vmat2 was strongly expressed in different brain areas 
(Fig. 5d,e).

Figure 1.  Reserpine treatment and experiment timeline. The reserpine treatment was started at 4 dpf and lasted 
either for 20 min (short treatment) or 24 h (long treatment). The treatment period is indicated by the red bar 
in the graph. Experiments were done at 24 h and 72 h after the start of the treatment, as indicated by the time 
points in the figure (arrows).
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Genes regulated by reserpine administration.  As we found that histamine was depleted from reser-
pinized fish, we asked whether such a loss of histamine would cause a compensatory increase in the tran-
scription of genes important for histaminergic neurotransmission. Interestingly, no change in the mRNA for 
histidine decarboxylase (hdc), the rate-limiting enzyme for histamine biosynthesis, was seen at three days after 
reserpine treatment compared to controls (Fig. 6a). In contrast, the expression of mRNA for tyrosine hydrox-
ylase 1 (th1, F(2,11) = 9.515 p = 0.0040), a rate-limiting enzyme for dopamine biosynthesis, was significantly 
upregulated when compared with controls (Fig. 6b), while the expression of tyrosine hydroxylase 2 (th2) was 
unchanged (Fig. 6c). In the 24 h treated group, we also observed a significant increase in the expression of dopa-
mine beta-hydroxylase (dbh) and tryptophan hydroxylase 1a (tph1a), the enzymes responsible for the synthesis of 
noradrenaline and serotonin, respectively (Fig. 6d, F(2,11) = 29.98 p < 0.0001 and e, F(2,11) = 4.552 p = 0.0363). 
Out of the main monoamine transporters, only the noradrenaline transporter (net) was significantly upregulated 
in the 24 h treated group (Fig. 6i, F(2,11) = 8.178 p = 0.0067), while other monoamine transporters were unaf-
fected (Fig. 6g–k).

Histamine and other monoamine levels are decreased in reserpinized fish.  At 24 h and 72 h after 
administration of reserpine, both reserpine treated groups showed decreased levels of histamine, although the 
effect reached statistical significance only for the group treated for 24 h (Fig. 7a, H(2) = 8.271 p = 0.0065 and e, 

Figure 2.  Behavioural profiles of reserpine treated larvae 24 h (a–c) and 72 h (d–f) after administration of 
reserpine under alternating light (2 min) and dark (2 min) periods. At all time points, the total distance moved 
was significantly decreased in reserpine treated larvae with both treatment durations manner during a 15 min 
trial (b,e). The maximum distance moved per bout during the same trial was increased in the 20 min treated 
group and mainly unaltered in the 24 h treated group (c,f). When altering between light and dark conditions 
(a,d, dark phase indicated with grey background), the reserpine treated larvae showed increased locomotion 
in the 2 min dark phase compared with controls at 24 h after administration of reserpine (a). When returning 
to the light phase, the locomotion activity decreased to the level preceding the dark phase. At 72 h after 
administration of reserpine (d), the difference between reserpine treated larvae and controls during the dark 
phase was less apparent, and the 24 h treated larvae actually move significantly less than controls at some time 
points. N = 48 in each group. Data presented as mean ± SEM. Statistical analyses were done using Kruskal-
Wallis test followed by Dunn’s post hoc test (b,c) 1-way ANOVA (e,f) or 2-way ANOVA (a,d) followed by 
Tukey’s post hoc test. *p < 0.05, **p < 0.01, ***p < 0.001, ****p < 0.0001 according to the multiple comparison 
test.
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H(2) = 12.5 p < 0.0001). Dopamine levels were significantly decreased in both reserpine treatment groups both 
24 h and 72 h after treatment (Fig. 7b, H(2) = 8.28 p = 0.0062 and f, H(2) = 9.42 p = 0.0024). Noradrenaline levels 
were significantly decreased in both reserpine treatment groups at 24 h after treatment (Fig. 7c, H(2) = 10.22 
p = 0.0006). At 72 h after treatment, noradrenaline levels were significantly decreased only in the group that 
received a 24 h reserpine treatment, with the group treated for 20 min showing non-significantly lowered levels 
(post-test p = 0.0771) (Fig. 7g, H(2) = 12.5 p < 0.0001). Serotonin levels were decreased in the group treated with 
reserpine for 24 h at both time points (Fig. 7d, H(2) = 10.21 p = 0.0007 and h, H(2) = 6.86 p = 0.0236).

Discussion
We found that histamine immunoreactivity in the brain was strongly diminished by reserpine treatment both in 
neuronal cell bodies and, more importantly, their projections in key target areas in the dorsal telencephalon and 
habenula. This intraneuronal histamine represents the neurotransmitter pool of histamine, and thus its depletion 
should functionally impair histaminergic neurotransmission. Interestingly, the immunoreactivity in cell bod-
ies was not uniformly diminished, with some cells retaining a clear cytoplasmic immunoreactivity and some 
cells showing a completely negative staining. Muroi et al. suggested the possibility of separate reserpine-sensitive 
and reserpine-resistant pools of histamine in neurons, with the reserpine-resistant pool being larger15. A relative 
sparing of immunoreactivity in some neurons could support this hypothesis to some extent, with the neurons 
showing a retained immunoreactivity being also more resistant to reserpine. Interestingly, the number of neurons 
preserved was similar in both treatment groups and all time points observed, with the number of cells showing 
clear histamine immunoreactivity decreased by about 40% following reserpine treatment. Further studies are 
needed in order to elucidate the reason for this heterogeneity. We found that all hdc mRNA positive neurons 
express vmat2 mRNA. There is evidence of vmat1 expression in the developing rat brain20. Thus, we also inves-
tigated the possibility that vmat1 might be expressed in a subset of histaminergic neurons. However, we saw no 
expression of vmat1 in the zebrafish brain at this stage using in situ hybridization. We therefore suggest that it is 
unlikely that the sparing of immunoreactivity in some histaminergic neurons would be explained by these neu-
rons coexpressing another transporter. Our study presents strong data to support the hypothesis that histamine 
storage in neurons is VMAT2-dependent.

Our chromatographical data generally showed decreased levels of histamine, which is in agreement with the 
earlier chromatographic analyses of brain histamine after reserpine treatment in different species13, 14, 21. More 
recent studies have reported unaltered histamine levels, but even in these cases reserpine treatment significantly 

Figure 3.  Locomotion during the light-dark transitions during the alternating light conditions trial from Fig. 1 
at a 1 s resolution. Three consecutive transitions were analyzed at 24 h (a–c) and 72 h (d–f) after administration 
of reserpine. The control group shows a typical dark-induced flash response during the first second of darkness 
(time point 11). This activation was significantly decreased at all time points in the 24 h treated group. In the 
20 min treated group, the decrease was seen at the 72 h time point, with the response being largely unaltered at 
the 24 h time point. The increase in locomotion during later in the dark phase could also be seen after the dark-
flash time point, corresponding to results shown in Fig. 1. N = 48 in each group. Data presented as mean ± SEM. 
Statistical analyses were done using 2-way ANOVA followed by Tukey’s post hoc test. *p < 0.05, **p < 0.01, 
***p < 0.001, ****p < 0.0001 according to the multiple comparison test.
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lowered the levels of histamine metabolites and inhibited pharmacologically induced increases in histamine10, 15.  
We also detected greatly decreased levels of other monoamines, which were lower than those found in 
VMAT2-heterozygous fish and of the same magnitude as those found in several other reserpine treated animal 
species1, 22. The chromatographic analysis of brain histamine in rodents is complicated by the presence of hista-
mine in mast cells. The study by Maldonado & Maeyama accounted for this effect by using mutant rats lacking 
mast cells10. The zebrafish lacks mast cell histamine, showing immunoreactivity only in neurons17. An inherent 
weakness of chromatographic measurements is the inability to localize histamine to the actual neurons, and thus 
histamine levels in brain tissue samples might not accurately reflect the amount of histamine stored in neurons. 
This might to some degree explain the different results obtained in previous studies. In our study, the neural 
depletion was verified by histamine immunohistochemistry. As we measured the catecholamine and serotonin 
levels from whole larval homogenates, the observed decreases might also reflect changes in monoamine levels in 

Figure 4.  The larvae treated with 40 mg/L reserpine for 20 min (b) and 24 h (c) showed a clearly diminished 
number of histamine immunoreactive fibers in the telencephalon compared with controls (a) 72 h after 
administration of reserpine. A similar effect was seen in the hypothalamus, where larvae in the 20 min (e) and 
24 h (f) treated groups had a clearly diminished number of histamine immunoreactive cells in comparison to 
controls (d). Some cell bodies showing clear immunoreactivity were still seen in both treatment groups. The 
dense network of hypothalamic histamine fibres (as seen in d) was also not present in the reserpine treated 
fish (e,f). The staining pattern observed was similar at 24 h after administration of reserpine (data not shown). 
In order to quantify the effect on the cell population, the number of cells showing clear cytoplasmic histamine 
immunoreactivity was counted at 24 h and 72 h after administration of reserpine (g,h, respectively). At all 
time points, the number of cells was significantly decreased by 30–40%. In order to verify that the reduction 
in histamine immunoreactivity was not due to destruction of histamine neurons, we counted the number of 
hdc mRNA positive cells in brains collected 72 h after administration of reserpine (i). No difference was seen 
between reserpine treated and control brains, indicating that the histamine neurons were intact. Statistical 
analyzes were done using 1-way ANOVA (g,i), followed by Tukey’s multiple comparison tests, respectively. 
Data are presented as mean ± SEM. ***p < 0.001, ****p < 0.0001 according to the multiple comparison test, 
in comparison with the control group. Scale bar 10 µm. The brains are in a horizontal orientation, with the 
anteroposterior axis pointing upwards.
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other organs besides the brain. However, as vmat2 in zebrafish is primarily expressed in the aminergic regions of 
the brain23, 24, it is likely that the effects on monoamines seen after vmat2 inhibition by reserpine would primarily 
reflect changes in the brain. However, as vmat2 has also been described to have functional roles in the peripheral 
nervous system in many species25, it is plausible that some of the effects observed reflect changes in the peripheral 
nervous system.

The increase in locomotion we observed during the short dark phase has been previously described by Burgess 
et al. as a form of dark adaptation18. The neural circuitry that initiates this behaviour is largely unknown, although 
Burgess et al. showed that dark-induced increases in locomotion were not dependent on the function of the 
Mauthner cells known to initiate rapid escape reactions in the zebrafish18, 26. We found that reserpine treatment 
significantly increased the magnitude of the dark-induced increase in locomotion at 24 h after administration of 
reserpine, which suggests that the circuitry regulating this response is negatively regulated by brain monoamines. 
In other animal models, reserpine has been shown to induce anxiety-like behaviour27–29, although this effect has 
not been seen in all studies30. The dark-induced short-lasting hyperactivity has been suggested to represent shelter 
seeking behaviour after nightfall or a reaction to find a way back to light after sudden onset of darkness18, 31. In 
nature, such a situation could be caused by an approaching predator that casts a shade on the fish. The increased 
magnitude of this response may therefore represent a form of increased anxiety. A recent study showed that 
VMAT2-heterozygous zebrafish have increased dark-avoidance and an anxiety-like phenotype in the novel tank 
test22. Recently, a group of reticulospinal (RS) neurons located in the nucleus of medial longitudinal fasciculus 
(nMLF) were identified as key modulators of locomotion velocity32. As this area also displays innervation by 
monoamine systems33–35, it is possible that the neural mechanism behind the increased locomotion during a dark 
cue in reserpine treated fish is due to decreased modulation of the nMLF due to acute monoamine depletion. It 
is known that dopamine negatively modulates the initiation of locomotion and movement in larval zebrafish36. 
A study on the role of noradrenaline in sleep found that noradrenaline-lacking dbh knock-out zebrafish display 
a decreased arousal threshold for tapping stimuli, implying that noradrenaline negatively regulates locomotor 

Figure 5.  Expression of vmat1, vmat2 and hdc in the hypothalamus. Virtually all hdc mRNA positive neurons 
seen (green, pointed out by white arrows) also express vmat2 mRNA (red) (a–c). n = 6 brains, representative 
single optical sections from one sample are shown. Red signal is developed using TAMRA tyramide and green 
signal using DY-647P1 tyramide. We found no expression of vmat1 in the zebrafish brain (d), although vmat2 
was present in multiple brain regions (e). Scale bar 10 µm for (a–c) and 100 µm for (d–e).
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Figure 6.  Analysis of mRNA expression levels 72 h after start of reserpine treatment in larvae treated for 20 min 
and 24 h. The rate-limiting enzyme in histamine synthesis, hdc, was not upregulated in the reserpine treated 
groups (a). The rate-limiting enzyme in dopamine synthesis, th1, was significantly upregulated in the reserpine 
treated groups (b) whereas th2 showed no significant change in expression level (c). In the 24 h treated group, a 
significant increase was also seen in the transcript levels of dbh (d) and tph1a (e), the enzymes responsible for 
the synthesis of noradrenaline and serotonin, respectively. No change was seen in the expression of tph2 (f). Out 
of the monoamine transporters, only the noradrenaline transporter net was significantly upregulated in the 24 h 
treated group, while vmat2, dat, serta, and sertb remained unchanged. n = 4 for controls and n = 5 for reserpine 
treated groups. Statistical analyses were done using 1-way ANOVA followed by Tukey’s multiple comparison 
test. Data presented as mean ± SEM. *p < 0.05, **p < 0.01 and ****p < 0.0001 according to the multiple 
comparison test, in comparison to the control group.
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responses to sudden stimuli37. Further studies will be needed in order to discover the exact monoamine network 
in question.

Although the general locomotion during the sudden dark phase was increased in the treated animals, the 
dark-induced flash response observed during the first second of darkness was progressively weakened during 
the days following reserpine treatment, and the flash response was absent in repeated light-dark transitions. In a 
previous study by our group, we showed that this flash response is strongly histamine-dependent and mediated 
by histamine receptor H1, as knockdown of histamine synthesis and pharmacological inhibition of histamine 
receptor H1 abolish this response19. The weakened flash response observed could therefore be explained by the 
reserpine induced depletion of neural histamine. Our results also suggest that the underlying neural circuitry 
regulating the general increased locomotion following sudden darkness and the flash response during the first 
second of darkness is different. Ahrens et al. discovered that certain neurons in areas of the dorsal telencephalon 
and habenula respond to the fish being in either light or darkness38. The dorsal telencephalon and habenula are 
the main targets of histamine neurons and strongly express histamine receptors19, suggesting a histaminergic 
regulation of these light and dark responding neurons either directly or through local interneurons. In a recent 
study, serotonin has also been implicated to regulate dark avoidance behaviour in zebrafish larvae. Certain tph2 
expressing serotonergic neurons show high activity in darkness and inhibition of their function reduces dark 

Figure 7.  Monoamine levels measured by HPLC at 24 h and 72 h after the start of the reserpine treatment. At 
both time points, histamine levels were significantly decreased in comparison to controls in the 24 h treated 
group (a,e). The 20 min treated group follows a similar trend, however, this observation did not reach statistical 
significance. Dopamine levels were significantly decreased at both time points in both reserpine treated groups 
(b,f). Noradrenaline levels were decreased at both time points in the group treated with reserpine for 24 h (c,g). 
In the group treated with reserpine for 20 min, noradrenaline levels were significantly decreased at 24 h after 
treatment and followed a similar trend at 72 h after treatment, although the difference at this time point was not 
statistically significant (c,g, post-test p = 0.0771 in g). Serotonin levels were significantly decreased in the 24 h 
group at both time points (d,h). Data presented as mean ± SEM. n = 4–5 per group. Statistical analyses were 
done using Kruskal-Wallis test, followed by Dunn’s multiple comparison test. *p < 0.05, **p < 0.01 according to 
the multiple comparison test, in comparison to the control group.
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avoidance behaviour in larvae39. However, our results would suggest that serotonin is not responsible for an 
increased locomotion in darkness, as serotonin levels were generally decreased in the reserpine treated larvae. 
The precise role of other monoamine systems than histamine in the regulation of the dark-induced flash response 
has yet to be determined.

After discovering that brain histamine levels are lowered by reserpine, we hypothesized that this might result 
in an upregulation of histidine decarboxylase (Hdc), the protein responsible for histamine synthesis. This idea 
is supported by earlier studies indicating that brain Hdc activity is increased in reserpinized mice10. We found, 
however, that hdc mRNA levels were completely unaltered in all reserpine treatment groups 72 h after the admin-
istration of reserpine. Interestingly, tyrosine hydroxylase 1 (th1), tryptophan hydroxylase 1a (tph1a) and dopamine 
beta-hydroxylase (dbh), the enzymes encoding the rate-limiting steps in the biosynthesis of dopamine, seroto-
nin and noradrenaline, respectively, were significantly upregulated, implying that monoamine depletion stimu-
lates synthesis of the other monoamines at the transcriptional level. This suggests that the increased Hdc activity 
observed in reserpinized mice might be due to post-translational modification of the enzyme rather than acti-
vation of hdc transcription. Again, as whole larvae were used to obtain the mRNA samples, the changes in gene 
expression observed might reflect transcriptional changes in both the peripheral and central nervous system, as 
discussed previously in the context of the HPLC results.

Taken together, our results provide strong evidence that histaminergic neurotransmission is inhibited by treat-
ment with reserpine, showing an almost total depletion of histamine fiber immunoreactivity following reserpine 
treatment. The reduction in the histamine-dependent dark-flash response suggests that this depletion is func-
tionally relevant. We thus suggest that the storage of neuronal histamine and histaminergic neurotransmission is 
VMAT2 dependent, and that histamine storage and release in neurons works through a similar vesicular mech-
anism as observed for other monoamine neurotransmitters. Our results also implicate an inhibitory role of the 
monoaminergic network in the increased locomotion occurring during dark adaptation, a mechanism requiring 
further studies using fish strains deficient of specific monoamine receptors.

Methods
Experimental animals.  Larvae of the wild-type Turku strain of zebrafish (Danio rerio) were used in all 
experiments. This strain has originally been maintained in the laboratory for over a decade and has been used in 
several earlier studies19, 35. The fish were maintained and bred according to Westerfield and as described earlier40, 41.  
4–7 dpf (days post fertilization) larvae were used for the experiments. The larvae were killed mechanically after 
immersion in ice-cold water. The study was carried out in compliance with the ARRIVE guidelines. The animal 
project permit was obtained from the Animal Experiment Board of the Regional State Administrative Agency of 
Southern Finland. All experimental protocols were approved by it.

Reserpine treatment.  The larvae were raised in E3 medium on a Petri dish as described earlier42. At 4 dpf, 
the larvae were exposed to 40 mg/L of reserpine for 20 min or 24 h. The drug concentration and treatment of short 
duration were based on a previous study43. Since reserpine has not previously been used with zebrafish larvae, a 
longer, 24 h treatment was also used in the study (Fig. 1). Reserpine (Sigma-Aldrich 83580) was dissolved in E3 
medium and the solution was agitated until no undissolved particles were visible. Larvae were assigned to the 
groups at random. At this stage, larvae cannot be identified from one another. All larvae used in each experiment 
came from the same breeding batch of fish and had a mixed parentage. After drug treatment, the larvae were 
washed three times with E3 and moved to a clean Petri dish. The control group was treated in the same way, but 
the treatment solution contained only E3. No increased mortality or developmental defects were seen after the 
treatment.

Behavioural analysis.  All behaviour trials were done using the Daniovision system (Noldus, Wageningen, 
The Netherlands). The larvae were transferred individually to a 48-well plate, each well prefilled with 1 ml 1xE3. 
The behavioural trial was conducted at 24 and 72 h after the start of reserpine treatment (Fig. 1). Different animals 
were used at each time point. The illuminance for the light phase was set at approximately 330 lux, in accordance 
with our previous work19. Before each trial, the larvae were habituated to the environment for 10 min, followed by 
a 15 min standard locomotion tracking with lights on. In order to evaluate the histamine-regulated dark-induced 
flash response described in our previous work19, the locomotion tracking was followed by 3 alternating lights on 
and lights off phases, with each phase lasting 2 min. All behavioural trials were done between 12:00 and 16:00.

Histamine immunohistochemistry.  Larvae were killed in ice-cold water and fixed overnight in freshly 
prepared 4% 1-ethyl-3-(3-dimethylaminopropyl)carbodiimide (EDAC) in 0.1 M sodium phosphate buffer (PB) 
pH 7.00 at +4 °C. After fixation, the larvae were washed briefly with 1xPBS and the brains were dissected under 
a stereo microscope. Immunohistochemistry was carried out as described earlier40. As primary antibody, a pol-
yclonal rabbit anti-histamine antibody 19 C (RRID:AB_2314639, characterized previously, ref. 44) was used at a 
dilution of 1:10 000. This antibody does not show cross reactivity with L-histidine, histidine-containing peptides 
or other neurotransmitters17, 35. As secondary antibody, a commercial Alexa 488 conjugated monoclonal goat 
anti-rabbit antibody was used at a dilution of 1:1000 (RRID:AB_2576217, ThermoFisher A11034).

RNA extraction and cDNA synthesis.  For each RNA sample, 5 larvae were pooled in a 1.5 ml micro-
centrifuge tube. Excess liquid was removed, the tubes were flash-frozen in liquid nitrogen and stored at −80 °C 
until RNA isolation. RNA was isolated using the Qiagen RNeasy Mini kit (Qiagen, Hilden, Germany), following 
the manufacturer provided protocol for animal tissues, including a DNase I treatment to remove genomic DNA. 
500–1000 ng of RNA was used for reverse transcription using the SuperScriptIII reverse transcriptase kit.
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Quantitative PCR.  All qPCR analyses were performed using the LightCycler® 480 system with the 
LightCycler® 480 SYBR Green I Master reaction mixture (Roche, Mannheim, Germany). A 1:10 dilution of 
cDNA was used as a reaction template, and the reaction mixture was prepared according to the manufactur-
er’s instructions. The following genes relevant to the function of the monoaminergic systems were analyzed: 
histidine decarboxylase (hdc), tyrosine hydroxylase 1 (th1), tyrosine hydroxylase 2 (th2), tryptophan hydroxylase 
1a (tph1a), tryptophan hydroxylase 2 (tph2), dopamine beta-hydroxylase (dbh), dopamine transporter (dat), 
noradrenaline transporter (net), serotonin transporter a (serta), serotonin transporter b (sertb) and vesicular 
monoamine transporter 2 (vmat2). The quantification was done according to the comparative C(T) method45, 
using the gene rpl13a (ribosomal protein L13a) as an internal control. This gene has been described as a stable 
internal control in the zebrafish by previous studies46, 47. Primer sequences have been described earlier for hdc, 
th1, th2, rpl13a48. Sequences of other primers were as follows: tph1a, 5′-CTGCCTGAGGAAAGCGAGAT-3′ 
a n d  5 ′ - C ATAC AT C AG C AC G C G G T T C - 3 ′ ;  t p h 2 ,  5 ′ - G G G C T G T G C A A AC A AG AT G G - 3 ′ 
and 5 ′ -CTCCTGGTAGCACGTGGT T T-3 ′ ;  dbh ,  5 ′ -TGCAACCAGTCCACAGCGCA-3 ′  and 
5 ′ - G C T G T C C G C T C G C AC C T C T G - 3 ′ ;  s e r ta ,  5 ′ - AC A AC C G AT G G A AC AC T C C C - 3 ′  a n d 
5 ′ - C A AC AC C T G C C G G AC ATA A A- 3 ′ ;  s e r tb ,  5 ′ - AG G AG AC C AG C G TAT G G G TA- 3 ′  a n d 
5 ′ - G G G AT T G TAG C T G G AC AG G G - 3 ′ ;  n e t ,  5 ′ - T G AT G G G C T T C A A AC C AG G G - 3 ′  a n d 
5 ′ - G T C AG T C G T C C G G AG G TA AC - 3 ′ ;  d at ,  5 ′ - C G T C AC C A AC G G T G G A AT C TA- 3 ′  a n d 
5 ′-TGCCGATGGCCTCAATTAGTA-3 ′ ;  vmat2 ,  5 ′-TGGAGCTCTGCAGCTTTTTGTGC-3 ′  and 
5′-AACGCCGGCTCCAGCATAGC-3′.

Histamine and monoamine measurement using high-performance liquid chromatography 
(HPLC).  For each sample, 15 zebrafish larvae were pooled and flash-frozen in liquid nitrogen. Samples were 
homogenized in approximately 10 volumes of 2% perchloric acid as described earlier (Eriksson et al. 1998). The 
HPLC analyses were done as described previously17, 42. The protein concentration of the samples was measured 
using the Pierce© BCA Protein Assay Kit, and the HPLC data was normalized per total protein concentration of 
the sample.

Cloning of a fragment of zebrafish vmat1.  In order to create a vmat1 riboprobe, a 735 bp fragment of 
the zebrafish vmat1 mRNA (NCBI accession number XM_009304250.2) was amplified from cDNA from 7dpf 
wild-type untreated zebrafish larvae using the following primers: 5′-ACAACACCACCACTTACAACACC and 
5′-GCACATCGTTTGCATCATCCAGATAG using the DyNAzyme II DNA polymerase kit (Thermo Scientific 
F-551). The PCR fragment was extracted from an 1% agarose gel using the MinElute Gel Extraction Kit (Qiagen, 
Hilden, Germany) and ligated into a pGEM®-T easy vector (Promega A1360, Fitchburg, WI, USA) and the result-
ing plasmid was transformed into DH5α bacteria. The insert was verified by sequencing. An antisense probe for 
ISH was synthesized using the DIG RNA labeling kit (Roche, Mannheim, Germany), as described earlier48.

Fluorescent and chromogenic whole mount in situ hybridization.  Larvae were fixed in 4% PFA 
(paraformaldehyde) in phosphate buffered saline (PBS), pH 7.4 overnight, followed by dissection of the brains. 
The dissected brains were stored in methanol at −20 °C until use. Fluorescent in situ hybridization was car-
ried out according to Lauter et al. with minor modifications49. For detection of the labelled antisense probes, 
anti-DIG-POD and anti-FLU-POD Fab-fragments (RRID: AB_514500 and AB_840257, Roche, Mannheim, 
Germany) were used at a concentration of 1:2000. Fluorescent detection was done using tyramide signal ampli-
fication for 15 min with a 1:250 dilution of TAMRA (5-(and-6)-Carboxytetramethylrhodamine) (ThermoFisher 
C1171) or DY-647P1 (Dyomics) conjugated tyramide synthesized as described by Lauter49. Fluorescein labelled 
hdc and digoxigenin labelled vmat2 riboprobes were used and synthesized as described earlier48.

Chromogenic in situ hybridization was done according to the Thisse lab protocol50. Digoxigenin labelled 
vmat1 and vmat2 riboprobes were used for hybridization. The probes were detected using anti-DIG-AP 
Fab-fragments (RRID: AB_514497, Roche, Mannheim, Germany) and the chromogenic color reaction was devel-
oped using NBT (nitro blue tetrazolium chloride) and BCIP (5-bromo-4-chloro-3-indolyl phosphate).

Microscopy and imaging.  All fluorescent images were acquired using a Leica SP2 AOBS confocal micro-
scope (Leica, Wetzlar, Germany) using a 488 nm argon laser, a 561 nm diode laser and a 633 nm helium/neon 
laser for fluorophore excitation. The emission ranges were selected at 500–550 nm, 570–622 nm and 650–750 nm, 
respectively. Cross-talk between the channels was excluded by sequential scanning and controlling that no 
bleed-through occurred using single fluorophore samples. The whole brain was visualized for cell counting using 
a HC PL APO 20x/0.70 CS objective, and close-up images were taken using a HC PL APO 40x/0.75 CS objective. 
Image stacks were analyzed and cells counted using Fiji software51 and cell counting was performed blinded to 
the sample group.

Chromogenic samples were imaged using a Leica DM IRB inverted microscope. All samples were imaged 
using the same exposure settings. Scalebars were added to the images using Fiji software.

Statistical analyses.  Numerical data was analyzed using one-way ANOVA followed by Tukey’s post-hoc 
test in Graph Pad Prism 7 software (Graph Pad Software, San Diego, CA, USA). The time-nested behaviour data 
was analyzed using two-way ANOVA followed by Tukey’s post-hoc test. In situations where variance between 
groups was significantly different as assessed by Bartlett’s test, the non-parametric Kruskal-Wallis test was used 
instead of one-way ANOVA. Kruskal-Wallis test and Dunn’s post hoc test with Benjamini-Hochberg correction52 
of multiple comparisons were computed using R version 3.3.3 (R Development Core Team, Vienna, Austria). 
Sample sizes used were estimated in accordance with our previous studies19, 48, and each n represents an inde-
pendent experimental unit. The confidence interval was set at 95%.
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Data availability statement.  The datasets generated during and/or analysed during the current study are 
available from the corresponding author on reasonable request.

References
	 1.	 Leao, A. H., Sarmento-Silva, A. J., Santos, J. R., Ribeiro, A. M. & Silva, R. H. Molecular, Neurochemical, and Behavioral Hallmarks 

of Reserpine as a Model for Parkinson’s Disease: New Perspectives to a Long-Standing Model. Brain Pathol 25, 377–390, doi:10.1111/
bpa.12253 (2015).

	 2.	 Rush, R. A. & Geffen, L. B. Dopamine beta-hydroxylase in health and disease. Crit Rev Clin Lab Sci 12, 241–277, 
doi:10.3109/10408368009108731 (1980).

	 3.	 Nur, S. & Adams, C. E. Chlorpromazine versus reserpine for schizophrenia. Cochrane Database Syst Rev 4, CD012122, 
doi:10.1002/14651858.CD012122.pub2 (2016).

	 4.	 Harris, T. H. Depression induced by Rauwolfia compounds. Am J Psychiatry 113, 950–950, doi:10.1176/ajp.113.10.950 (1957).
	 5.	 Baumeister, A. A., Hawkins, M. F. & Uzelac, S. M. The myth of reserpine-induced depression: role in the historical development of 

the monoamine hypothesis. J Hist Neurosci 12, 207–220, doi:10.1076/jhin.12.2.207.15535 (2003).
	 6.	 Chaudhury, D., Liu, H. & Han, M. H. Neuronal correlates of depression. Cell Mol Life Sci 72, 4825–4848, doi:10.1007/s00018-015-

2044-6 (2015).
	 7.	 Merickel, A. & Edwards, R. H. Transport of histamine by vesicular monoamine transporter-2. Neuropharmacology 34, 1543–1547, 

doi:10.1016/0028-3908(95)00148-Y (1995).
	 8.	 Hakanson, R., Liedberg, G., Rehfeld, J. F., Sundler, F. & Ericson, L. E. Effect of reserpine on serum gastrin concentration and on 

mucosal amines and amino acid decarboxylase activities in rat stomach. J Pharmacol Exp Ther 189, 603–615 (1974).
	 9.	 Zhao, C. M., Chen, D., Lintunen, M., Panula, P. & Hakanson, R. Effects of reserpine on ECL-cell ultrastructure and histamine 

compartmentalization in the rat stomach. Cell Tissue Res 295, 131–140, doi:10.1007/s004410051219 (1999).
	10.	 Maldonado, M. & Maeyama, K. The metabolism of histamine in rat hypothalamus and cortex after reserpine treatment. Neurochem 

Int 85–86, 31–39, doi:10.1016/j.neuint.2015.04.005 (2015).
	11.	 Oishi, R., Nishibori, M. & Saeki, K. Regional distribution of histamine and tele-methylhistamine in the rat, mouse and guinea-pig 

brain. Brain research 280, 172–175, doi:10.1016/0006-8993(83)91188-5 (1983).
	12.	 Kukko-Lukjanov, T. K. & Panula, P. Subcellular distribution of histamine, GABA and galanin in tuberomamillary neurons in vitro. 

Journal of chemical neuroanatomy 25, 279–292, doi:10.1016/S0891-0618(03)00043-7 (2003).
	13.	 Adam, H. M. & Hye, H. K. Concentration of histamine in different parts of brain and hypophysis of cat and its modification by 

drugs. Br J Pharmacol Chemother 28, 137–152, doi:10.1111/(ISSN)1476-5381a (1966).
	14.	 Taylor, K. M. & Snyder, S. H. Dynamics of the regulation of histamine levels in mouse brain. Journal of neurochemistry 19, 341–354, 

doi:10.1111/jnc.1972.19.issue-2 (1972).
	15.	 Muroi, N., Oishi, R. & Saeki, K. Effect of reserpine on histamine metabolism in the mouse brain. J Pharmacol Exp Ther 256, 967–972 

(1991).
	16.	 Sugimoto, K. et al. Brain histaminergic system in mast cell-deficient (Ws/Ws) rats: histamine content, histidine decarboxylase activity, 

and effects of (S) alpha-fluoromethylhistidine. Journal of neurochemistry 65, 791–797, doi:10.1046/j.1471-4159.1995.65020791.x (1995).
	17.	 Eriksson, K. S., Peitsaro, N., Karlstedt, K., Kaslin, J. & Panula, P. Development of the histaminergic neurons and expression of 

histidine decarboxylase mRNA in the zebrafish brain in the absence of all peripheral histaminergic systems. The European journal 
of neuroscience 10, 3799–3812, doi:10.1046/j.1460-9568.1998.00394.x (1998).

	18.	 Burgess, H. A. & Granato, M. Modulation of locomotor activity in larval zebrafish during light adaptation. J Exp Biol 210, 
2526–2539, doi:10.1242/jeb.003939 (2007).

	19.	 Sundvik, M. et al. The histaminergic system regulates wakefulness and orexin/hypocretin neuron development via histamine 
receptor H1 in zebrafish. FASEB journal: official publication of the Federation of American Societies for Experimental Biology 25, 
4338–4347, doi:10.1096/fj.11-188268 (2011).

	20.	 Hansson, S. R., Hoffman, B. J. & Mezey, E. Ontogeny of vesicular monoamine transporter mRNAs VMAT1 and VMAT2. I. The 
developing rat central nervous system. Brain Res Dev Brain Res 110, 135–158, doi:10.1016/S0165-3806(98)00104-7 (1998).

	21.	 White, T. Histamine and methylhistamine in cat brain and other tissues. Br J Pharmacol Chemother 26, 494–501, doi:10.1111/
(ISSN)1476-5381a (1966).

	22.	 Wang, Y. et al. Vesicular monoamine transporter 2 (Vmat2) knockdown elicits anxiety-like behavior in zebrafish. Biochem Biophys 
Res Commun 470, 792–797, doi:10.1016/j.bbrc.2016.01.079 (2016).

	23.	 Wen, L. et al. Visualization of monoaminergic neurons and neurotoxicity of MPTP in live transgenic zebrafish. Developmental 
biology 314, 84–92, doi:10.1016/j.ydbio.2007.11.012 (2008).

	24.	 Yamamoto, K., Ruuskanen, J. O., Wullimann, M. F. & Vernier, P. Two tyrosine hydroxylase genes in vertebrates New dopaminergic 
territories revealed in the zebrafish brain. Mol Cell Neurosci 43, 394–402, doi:10.1016/j.mcn.2010.01.006 (2010).

	25.	 Schafer, M. K., Weihe, E. & Eiden, L. E. Localization and expression of VMAT2 aross mammalian species: a translational guide for 
its visualization and targeting in health and disease. Adv Pharmacol 68, 319–334, doi:10.1016/B978-0-12-411512-5.00015-4 (2013).

	26.	 Korn, H. & Faber, D. S. The Mauthner cell half a century later: a neurobiological model for decision-making? Neuron 47, 13–28, 
doi:10.1016/j.neuron.2005.05.019 (2005).

	27.	 LaBuda, C. J. & Fuchs, P. N. Catecholamine depletion by reserpine blocks the anxiolytic actions of ethanol in the rat. Alcohol 26, 
55–59, doi:10.1016/S0741-8329(01)00193-8 (2002).

	28.	 Bisong, S. A., Brown, R. & Osim, E. E. Comparative effects of Rauwolfia vomitoria and chlorpromazine on locomotor behaviour and 
anxiety in mice. J Ethnopharmacol 132, 334–339, doi:10.1016/j.jep.2010.08.045 (2010).

	29.	 Haggendal, J. & Lindqvist, M. Behavior and monoamine levels during long-term administration of reserpine to rabbits. Acta Physiol 
Scand 57, 431–436, doi:10.1111/j.1748-1716.1963.tb02605.x (1963).

	30.	 Angrini, M., Leslie, J. C. & Shephard, R. A. Effects of propranolol, buspirone, pCPA, reserpine, and chlordiazepoxide on open-field 
behavior. Pharmacol Biochem Behav 59, 387–397, doi:10.1016/S0091-3057(97)00457-7 (1998).

	31.	 Sundvik, M. & Panula, P. Interactions of the orexin/hypocretin neurones and the histaminergic system. Acta Physiol (Oxf) 213, 
321–333, doi:10.1111/apha.12432 (2015).

	32.	 Severi, K. E. et al. Neural control and modulation of swimming speed in the larval zebrafish. Neuron 83, 692–707, doi:10.1016/j.
neuron.2014.06.032 (2014).

	33.	 Tay, T. L., Ronneberger, O., Ryu, S., Nitschke, R. & Driever, W. Comprehensive catecholaminergic projectome analysis reveals single-
neuron integration of zebrafish ascending and descending dopaminergic systems. Nature communications 2, 171, doi:10.1038/
ncomms1171 (2011).

	34.	 McLean, D. L. & Fetcho, J. R. Relationship of tyrosine hydroxylase and serotonin immunoreactivity to sensorimotor circuitry in 
larval zebrafish. The Journal of comparative neurology 480, 57–71, doi:10.1002/cne.20281 (2004).

	35.	 Kaslin, J. & Panula, P. Comparative anatomy of the histaminergic and other aminergic systems in zebrafish (Danio rerio). The Journal 
of comparative neurology 440, 342–377, doi:10.1002/(ISSN)1096-9861 (2001).

	36.	 Thirumalai, V. & Cline, H. T. Endogenous dopamine suppresses initiation of swimming in prefeeding zebrafish larvae. J Neurophysiol 
100, 1635–1648, doi:10.1152/jn.90568.2008 (2008).

http://dx.doi.org/10.1111/bpa.12253
http://dx.doi.org/10.1111/bpa.12253
http://dx.doi.org/10.3109/10408368009108731
http://dx.doi.org/10.1002/14651858.CD012122.pub2
http://dx.doi.org/10.1176/ajp.113.10.950
http://dx.doi.org/10.1076/jhin.12.2.207.15535
http://dx.doi.org/10.1007/s00018-015-2044-6
http://dx.doi.org/10.1007/s00018-015-2044-6
http://dx.doi.org/10.1016/0028-3908(95)00148-Y
http://dx.doi.org/10.1007/s004410051219
http://dx.doi.org/10.1016/j.neuint.2015.04.005
http://dx.doi.org/10.1016/0006-8993(83)91188-5
http://dx.doi.org/10.1016/S0891-0618(03)00043-7
http://dx.doi.org/10.1111/(ISSN)1476-5381a
http://dx.doi.org/10.1111/jnc.1972.19.issue-2
http://dx.doi.org/10.1046/j.1471-4159.1995.65020791.x
http://dx.doi.org/10.1046/j.1460-9568.1998.00394.x
http://dx.doi.org/10.1242/jeb.003939
http://dx.doi.org/10.1096/fj.11-188268
http://dx.doi.org/10.1016/S0165-3806(98)00104-7
http://dx.doi.org/10.1111/(ISSN)1476-5381a
http://dx.doi.org/10.1111/(ISSN)1476-5381a
http://dx.doi.org/10.1016/j.bbrc.2016.01.079
http://dx.doi.org/10.1016/j.ydbio.2007.11.012
http://dx.doi.org/10.1016/j.mcn.2010.01.006
http://dx.doi.org/10.1016/B978-0-12-411512-5.00015-4
http://dx.doi.org/10.1016/j.neuron.2005.05.019
http://dx.doi.org/10.1016/S0741-8329(01)00193-8
http://dx.doi.org/10.1016/j.jep.2010.08.045
http://dx.doi.org/10.1111/j.1748-1716.1963.tb02605.x
http://dx.doi.org/10.1016/S0091-3057(97)00457-7
http://dx.doi.org/10.1111/apha.12432
http://dx.doi.org/10.1016/j.neuron.2014.06.032
http://dx.doi.org/10.1016/j.neuron.2014.06.032
http://dx.doi.org/10.1038/ncomms1171
http://dx.doi.org/10.1038/ncomms1171
http://dx.doi.org/10.1002/cne.20281
http://dx.doi.org/10.1002/(ISSN)1096-9861
http://dx.doi.org/10.1152/jn.90568.2008


www.nature.com/scientificreports/

1 2Scientific Reports | 7: 3060  | DOI:10.1038/s41598-017-02981-w

	37.	 Singh, C., Oikonomou, G. & Prober, D. A. Norepinephrine is required to promote wakefulness and for hypocretin-induced arousal 
in zebrafish. Elife 4, e07000, doi:10.7554/eLife.07000 (2015).

	38.	 Ahrens, M. B., Huang, K. H., Narayan, S., Mensh, B. D. & Engert, F. Two-photon calcium imaging during fictive navigation in virtual 
environments. Frontiers in neural circuits 7, 104, doi:10.3389/fncir.2013.00104 (2013).

	39.	 Cheng, R. K., Krishnan, S. & Jesuthasan, S. Activation and inhibition of tph2 serotonergic neurons operate in tandem to influence 
larval zebrafish preference for light over darkness. Sci Rep 6, 20788, doi:10.1038/srep20788 (2016).

	40.	 Sallinen, V. et al. MPTP and MPP+ target specific aminergic cell populations in larval zebrafish. Journal of neurochemistry 108, 
719–731, doi:10.1111/j.1471-4159.2008.05793.x (2009).

	41.	 Westerfield, M. The zebrafish book. A guide for the laboratory use of zebrafish (Danio rerio) 4th ed. edn (University of Oregon Press, 
2000).

	42.	 Puttonen, H. A., Sundvik, M., Rozov, S., Chen, Y. C. & Panula, P. Acute ethanol treatment upregulates th1, th2, and hdc in larval 
zebrafish in stable networks. Frontiers in neural circuits 7, 102, doi:10.3389/fncir.2013.00102 (2013).

	43.	 Kyzar, E. et al. Behavioral effects of bidirectional modulators of brain monoamines reserpine and d-amphetamine in zebrafish. Brain 
research 1527, 108–116, doi:10.1016/j.brainres.2013.06.033 (2013).

	44.	 Panula, P., Airaksinen, M. S., Pirvola, U. & Kotilainen, E. A histamine-containing neuronal system in human brain. Neuroscience 34, 
127–132, doi:10.1016/0306-4522(90)90307-P (1990).

	45.	 Schmittgen, T. D. & Livak, K. J. Analyzing real-time PCR data by the comparative C(T) method. Nature protocols 3, 1101–1108, 
doi:10.1038/nprot.2008.73 (2008).

	46.	 Xu, H. et al. Genome-wide identification of suitable zebrafish Danio rerio reference genes for normalization of gene expression data 
by RT-qPCR. J Fish Biol 88, 2095–2110, doi:10.1111/jfb.12915 (2016).

	47.	 Tang, R., Dodd, A., Lai, D., McNabb, W. C. & Love, D. R. Validation of zebrafish (Danio rerio) reference genes for quantitative real-
time RT-PCR normalization. Acta Biochim Biophys Sin (Shanghai) 39, 384–390, doi:10.1111/abbs.2007.39.issue-5 (2007).

	48.	 Chen, Y. C. et al. A novel developmental role for dopaminergic signaling to specify hypothalamic neurotransmitter identity. J Biol 
Chem 291, 21880–21892, doi:10.1074/jbc.M115.697466 (2016).

	49.	 Lauter, G., Soll, I. & Hauptmann, G. Sensitive whole-mount fluorescent in situ hybridization in zebrafish using enhanced tyramide 
signal amplification. Methods in molecular biology 1082, 175–185, doi:10.1007/978-1-62703-655-9_12 (2014).

	50.	 Thisse, C. & Thisse, B. High-resolution in situ hybridization to whole-mount zebrafish embryos. Nature protocols 3, 59–69, 
doi:10.1038/nprot.2007.514 (2008).

	51.	 Schindelin, J. et al. Fiji: an open-source platform for biological-image analysis. Nat Methods 9, 676–682, doi:10.1038/nmeth.2019 
(2012).

	52.	 Benjamini, Y. & Hochberg, Y. Controlling the false discovery rate: a practical and powerful approach to multiple testing. Journal of 
the royal statistical society. Series B (Methodological) 289–300 (1995).

Acknowledgements
This study was supported by the Sigrid Juselius Foundation, Magnus Ehrnrooth’s Foundation and Finska 
Läkaresällskapet. We thank Katharina Ven (BSc), Henri Koivula (BSc) and Riikka Pesonen for technical help.

Author Contributions
H.P., M.S. and P.P. conceived and designed the study. H.P. and S.S. performed the experiments. H.P., M.S. and P.P. 
wrote the manuscript. All authors have read and approved the final version of the manuscript.

Additional Information
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

http://dx.doi.org/10.7554/eLife.07000
http://dx.doi.org/10.3389/fncir.2013.00104
http://dx.doi.org/10.1038/srep20788
http://dx.doi.org/10.1111/j.1471-4159.2008.05793.x
http://dx.doi.org/10.3389/fncir.2013.00102
http://dx.doi.org/10.1016/j.brainres.2013.06.033
http://dx.doi.org/10.1016/0306-4522(90)90307-P
http://dx.doi.org/10.1038/nprot.2008.73
http://dx.doi.org/10.1111/jfb.12915
http://dx.doi.org/10.1111/abbs.2007.39.issue-5
http://dx.doi.org/10.1074/jbc.M115.697466
http://dx.doi.org/10.1007/978-1-62703-655-9_12
http://dx.doi.org/10.1038/nprot.2007.514
http://dx.doi.org/10.1038/nmeth.2019
http://creativecommons.org/licenses/by/4.0/

	Storage of neural histamine and histaminergic neurotransmission is VMAT2 dependent in the zebrafish

	Results

	Behavioural phenotype after reserpine treatment. 
	Effect of reserpine on the morphology of histamine immunoreactivity in the zebrafish brain. 
	hdc mRNA colocalizes with vmat2 mRNA in the brain. 
	Genes regulated by reserpine administration. 
	Histamine and other monoamine levels are decreased in reserpinized fish. 

	Discussion

	Methods

	Experimental animals. 
	Reserpine treatment. 
	Behavioural analysis. 
	Histamine immunohistochemistry. 
	RNA extraction and cDNA synthesis. 
	Quantitative PCR. 
	Histamine and monoamine measurement using high-performance liquid chromatography (HPLC). 
	Cloning of a fragment of zebrafish vmat1. 
	Fluorescent and chromogenic whole mount in situ hybridization. 
	Microscopy and imaging. 
	Statistical analyses. 
	Data availability statement. 

	Acknowledgements

	Figure 1 Reserpine treatment and experiment timeline.
	Figure 2 Behavioural profiles of reserpine treated larvae 24 h (a–c) and 72 h (d–f) after administration of reserpine under alternating light (2 min) and dark (2 min) periods.
	Figure 3 Locomotion during the light-dark transitions during the alternating light conditions trial from Fig.
	Figure 4 The larvae treated with 40 mg/L reserpine for 20 min (b) and 24 h (c) showed a clearly diminished number of histamine immunoreactive fibers in the telencephalon compared with controls (a) 72 h after administration of reserpine.
	Figure 5 Expression of vmat1, vmat2 and hdc in the hypothalamus.
	Figure 6 Analysis of mRNA expression levels 72 h after start of reserpine treatment in larvae treated for 20 min and 24 h.
	Figure 7 Monoamine levels measured by HPLC at 24 h and 72 h after the start of the reserpine treatment.




