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INTRODUCTION
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| ransient receptor Potential (TRF) ion channels form a superpamilg of non-selective cation channels that are found in almost all
livimg organisms. TRF channels are involved in sensing mechanica]/]:)hgsical and chemical stimuli. ]nterestingly mutations 1n a
number of different TRF channels have been linked to a variety of diseases as well as neuronal diseases and neurodegenerative
disorders. TRF\/‘% is a (_a?" entry channel that belongs to the vanilloid 5ub~1cami3, which is activated in response to ditferent
Phgsical and chemical stimuli, and it is thought to P189 different roles inc]u&iﬂg the regulation of bodg osmolaritg,
mechanosensation, temperature sensing, vascular regu]ation. / ebratish TRF\/‘% s 72% identical to the human.
In the present studg we have analgzed the cxPrcssion of TRFV4 in the cye of zebrafish during dcvclopmcnt

METHODS

Sixtg zebratish ([ Danio rerio) with ages ranging from » Aays Post#ertilization (&PQ to 100 &Pmc (3, 7,10, 20,40, 100; ten animals per age group)J
bred under standard conditions, were obtained from C]SS ((_enter of ]ixPerimental ]chthgiopathologg of Sici]g}. The fish were anesthetized
with | ricaine methanesulfonate and sacrificed Ey Aécapitation. T he heads were fixed in Pouin’s fixative for 24 h, and then Processeé for Paragin

embe&ding. Three Freshlg isolated heads from 10 dl:nc fish were used for Western blot.
RESULTS

T he results demonstrate cxPrcssion of TRFV4 in amacrine cells in the inner and outer nuclear lagers of the retina of zebrafish

at all ages samplcd and tcmporarg exPrcssion in the internal Plcxif:orm |ayer.
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f:igurc - (@) The aﬂtibodg Figurc 2.~ Scattered | RPV4 f:igurc 3~ | he expression of
recognizes a uniquc Protcin with an Positive somas were found | RPV4 increased in both the
estimated molecularweight of about 96 a]igneo‘ in the ]NL and a few ]NL and C)NLJ but more cells
k[ Da, which is consistent with | RI'V4  cells in the ONIL expressed cxprcsseol TRFEV4 in the INL

(b) ]mmunohistochcmistrg using anti- | RP\/4 than in the ONI!. TRPV4-
TRIPV4 antibodies in the olmcactorg possitive cells were distributed
rosetta of a 40 APF old zebrafish. Formingmonolagers.

Scale bar: 15 LLm.
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r:igurc 5 and 6.- Th@ number of TRF\/‘hpositiv& amacrine cells remained constant comPareé with 20 dpﬁ
old animals, however, the TRF\/‘hpositive cells were distributed irregularlg rather than Forming a monolager
in the INI and (ONI . 40 P{:d \We also observed a Progressive decrease in the levels of expression of
TRPEV4 in the strata of the [Pl (. 100 PFA: TRPV4 was detected at low levels in the two strata of the
(ON sublager but not in the O sublagerTRF\P% was completelg absent from the |7l in 100 di:)]c

rebrafish CONCLUSIONS

Figurc 4~ | he expressio
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TRF\/‘% in the retina Peaks at
50 &Pic, when the number of cells
that EXPress TRF\/‘% Was

similar in the ]NL and ONL
TRF\/‘% was found to be

expressc& in 3 strata of the ”DL

2 in the inne

i inthe O
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r ON sublager and

|F: sub]ager

In these studies we demonstrated for the first time cxpression of TIFRV4 in amacrine cells in the retina of zebrafish at different stages of
dcvelopmcnt. We chose to Perporm these studies in zebrafish because it is the current model bcing used to stu&y human congenital ocular and

visual disorders. [t is Possiblc to sPcculatc that TFR\/‘P may rcgulatc the activity of amacrine cells through modulation of calcium influx in

response to external stimuli
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