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Fg 5 Doube fluorescence labding of GOL and corticd granue in eggs o gbd carp
(A) ;(B) 100 03 (O 100 FITC coll :(D)

(A) isthe gained result with white light , (B) isthe result of immunofl uorescence locdization of cortical granule under 100 x microsoope and (C) isthe result
of immunofl uorescence localization of GOL under 100 x microsoope. (D) Overlgp of GOL and cortica granule labeling
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POLYCLONAL ANTIBODY PREPARATION AND IMM UNOH. UORESENCE L OCAL IZATION
OF GIBE. CARP OOCY TESPECIFIC LECTIN

WANG Hong Ying'? ,ZHOU Li* and QUI Jian Fang
(1. Sate Key Laboratory d Freshwater Ecdogy and Biotechndogy , Wuhan Center for Developmental Biodlogy , Indtitute d Hydrobidogy ,
Chinese Academy d Sdences, Wuhan  430072;2. Graduate Schod d the Chinese Academy d Sdences, Bejing  100049)

Abgract :Lectins were defined as proteins that recognize ecific carbohydrate sructures and agd utinate cells by binding to cell
surface g ycoproteins and dyocooon ugetes. Many kinds of different lectins have been purified from fish eggs. Lectins may have a
variety of biologicd function infish eggs,such as block of polyspermy ,regulation of carbohydrates metabolism participation in the
formetion of fertilization envelope dter binding with gycoproteins ,artibacteria efect and opsonization of pathogens. Therdfore ,
lectins are inportant conponents in oocytes and play important roles. Gortical granules were as a kind of secretory vesicles that
unique to oocyte. They are syntheszed and accumulated during oogenes's trandocated to the cdl surface before fertilization and
exocytosed dter fertilization. Qorticad granule contents have diverse cormponents ,such as proteases and lectins ,and play important
roles in egg fertilization and early embryogeness.
Gbd carp oocyte- ecific lectin (GOL) had been previoudy screened from

subtractive hybridization cDNA libraries in fully-groan oocytes between gbe carp ( Carassus auratus gebdio) and color
crucian carp ( Carassius auratus) . In this sudy ,A pair of primers (5 - GGGAATTCCATATGAACTGTAACGIGGTGRAAGS i
cduding Nde  stesand gart codon ATG,5 - TAGTTACAGCATCCTCAGCCGAGTGACACCAGT-3 includng BamH  stes and
gop codon TGA) were used to anplify the cDNA fragment encoding for 21 —214 amino acids (193 aa) and the anplified product
was subcloned betweenthe Nde  and BamH  stesdf pET-15b vector. The recombinant vector was digeged with Nco  and
BamH .And then the digesed fragment was blunted ,added A by Tag polymerase ,ligated into AinRoint T expresson vector
(Promega) . An about 40 kDa fusion protein was expressed in BL21 (DE3) . The fudon protein was purified treated and used to
prepare polyclond antibody by immunizing white rabbit. Furthernore ,cortica granules were labded by Lens culinaris aggutinin
biotin and Cy3-gtrepavidin fluorescence for co-location andyss with GOL . Double i mmunofl uoresence locdization indicated that
the GCOL locdized in oocytes and fluorescence of GOL was overlgoped with that of corticd granules The data suggesed that the
lectin shoud be a conrponent of cortical granules in fish oocytes. As the mgjor conponents in vertebtate cortica granules ,one of
the mgjor functions o the conponentsin cortical granule isto condruct or nodify the exiging cocyte extraceluar metrix to serve
barriersto block additiona gperminto oocyte. Hence ,in the future ,it wasworth to sudy whether (B102 involved in the formetion
of egg envelopment to block polyspermy.

Key wor ds: Carassius auratus gebdio;Qocyte;Lectin;Cortica granules



