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Abstract

Gluramate is one of the important retinal neurofransmiiters. Treatment with glutamate resulted in abnormal eye
growth. Using SDS-PAGE analysis of the retinal protein, p42 kDa protein was the first protein which disappeared at week
threc after 10 [lmoleseye glutamate treaiment. It is suggested that p42 kDa protein is the glutamate -sensitive protein and
might be involved in the controlling of eye growth. In this study, specific antibodies against p42 kDa retinal protein were
raised.  Protein band from SDS-PAGE, identified as p42 kDa, was used as an antigen. Mice were injected with 3 g
antigen for 4 times at two weeks interval. Three days after the fourth injection, serum titers were determined by ELISA technigue.
The highest serum titer was found to be 1:1,000 dilution, approximately. Western blotting analysis showed that the antibodies,
raised in this study, could specifically bind to p42 kDa protein. Using immunoprecipitation method, the antibodics were also
found to react with native forms of p42 kDa protein.
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2.1 psanalusaunisaurzasln
analusdunnisduuaslnaig 0.2 M Tris-

HCI, pH 8.0 #ail 0.02 M EDTA Tudanidiuséun
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0.05-0.1 N3uAa buffer 500 UI TaounaIs hand
P . v & 4 o] .
homogenizer 1 4 C uaalun 10,000g » 4 C g0
ufuasazars muSalusausiuainisuag
M ova «
Bradford (1976) Msazmenladu “crude extract
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W crude extract NNEHNINLEN 2 xsolubilizing
buffer (20 mM Tris pH 6.8, 409 glycerol, 2%
sodium dodecy! sulphate, 10% B—mercaptocthanol
(8% 0.004% bromophenol bluc) NOVULHNRI 9%
separating sodium dodecy! sulphate polyacry-
lamide gel eletrophoresis (SDS-PAGE) aaaMy
dndngaani 150 Thad Wuna 45 Wi (Laemmli,
1970) uddaueIl 0.1% coomassie brillient blue
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(Harlow, 1988)

2.3 Enzyme linked Immunosorbent Assay

(ELISA)

aeuUavaInIsusy Crowther (1995) na1n
laata G’fdﬁv Coat 96-well polystyrene plate My
crude extract MNFHNTINM 1 g Ravguiigumgii
4'C @AY WLAIUN (incubate) 97t blocking solution
Usenauea 5% skim milk 4 TBST buffer (10 mM
Tris pH 8, 150 mM NaCl) figanail 37°C (i
natathadas 1 Flm miududedsuduom
1 'B"’ﬂm wﬁqmnﬁﬁuﬁm conjugated anti-mouse

o o
Ig alkaline phosphatase YilRpINW 1:1,000 Tu TBST
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butfer Raamndl 37°C Wuna 1§72l uidudn
1 mgsm! di-sodium 4-nitrophenylphosphate
hexahydrate U substrate buffer (100 mM Tris pH
9.5, 50 mM MgCl, 100 mM NaC1) 1l
mmsganduuad 405 nluas

2.4 Waestern blotting

aauUaINTBUDY Vacssen, et.al. (1981)
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wouTusiueneds sDS-PAGE antiudheldsiui
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skim mitk T TBST buffer) faan udningod3ud
pompiesdiunmasaias 1 alue imiaban
udlu alkaline phosphatase conjugated anti~mouse
lg (1:1,000 Tu TBST buffer) faliflgumpiivas
funmatanios 1 $2lm udninhbidadaa
Alkaline Phosphatase Conjugate Substrate Kit®
(Bio-Rad Laboratories, USA)

2.5 Immunoprecipitation
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ﬁlaﬂﬂmwaaum p42 838 Western blatting

MM W5 0) - wa-De s

3. HaN1S9DY

3.1 NsevnvdaulawaiuarmINTuITUa,
wauAua@ ludin

waannialsdu pa2 Wl lunytiudng
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Wsdu pa2 Tulisduataninudulasunulinug
wouluseudu  satiuSenanlahusuiivadiugs
l@iifamnusumzaalusiu pa2 uansniimlowad
AlFNNIE Western blotting Simganmlaipadi
1891033 ELISA uaaeh uaudvadnndaldannso
Jufiu pa2 Mdsanmassumalaanh pa2 ﬁ‘ag’lu
aMWsssNma mildissnnmsanadaulanid
Western blotting Wy Wsduasidnaniw s53umd
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