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PREPARATION OF POLYCLONAL ANTIBODY AND ANALYSIS OF SPATIAL EXPRESSION
OF HIRA PROTEIN IN GIBEL CARP

ZHOU Li* ,\WANG YuFeng' and QUI Jianr Fandf
(1. Hubei Key Laboratory d Genetic Regulation and Integrative Bidogy , Cdlege o Life Sdence, Central China Normal University , Wuhan  430079;
2. State Key Laboratory o Freshwater Ecdogy and Biatechnology , Ingtitute  Hydrobioogy , Chinese Academy d Sdiences, Wuhan  430072)

Abgract : Hir/ Hira (Histone regulation) genes were firg identified in yeas as negative regulators of higone gene expresson. It
has been corfirmed that HIRA is a conserved family of proteins present in various anime s and plants. The function of Hira gene
in the development ill remains unclear. It was shown that during Drosophil a fertilization ,the male pronucleus remain abrormd ly
ocondensed in eggs laid by Hira mutated females indicating that HIRA cormplex may have a role in decondensation of sperm nu-
cleus and the formation of male pronucleus dter fertilization. Gbel carp Carassius auratus gibdio is a unique triploid ecies that
has two different reproduction nodes: alogynogenetic reproduction and gorochoridic reproduction. It has a smilar pherotype of
abrormal mele pronucleus to that in Hira mutated Draosophila. In order to andyse the function of Hira gene in fish development
and in gyrnogenes's we have previoudy cloned the full - length cDNA of Hira honologs from gynogenetic gbel carp ( cagHira)

and gonochoridic oolored crucian carp ( caHira) ,regectivly ,and andyzed the spatia and tenpord transcriptiond expres:
son. An arti- CAGHIRA polyclond antibody was now prepared and subsequently used to invedigate the expresson of this protein
in dfferent tissues of gbel carp. The cDNA fragment encoding 184 amino acids (Aa 497 —680) of cagHira was cloned and in-

serted into a prokaryotic expresson vector pET-32a. Then the recombinant protein approximetely smilar to the expected sze was
induced to express and was purified. The anti- CAGHIRA polyclond anti body was prepared by immunization of mice usng this pu-

rified fuson protein. The ecific recognition of anti- CA GHIRA polyclond antibody wasfurther verified by wesern blot andys s o
the serum from pre- and pos-immunized mice. The preparation of CAGHIRA antibody will greatly facilitate further sudy of Hira
function infish development and in gynogeneds The CAGHIRA protein expresson in various ti ssues was then andyzed usng this
new prepared antibody by wegern blot. The result showed that CAGHIRA was ecificaly expressed in ovary. No obvious band
was observed in brain ,heart \liver ,9leen kidney ,muscle and tedistissues The result is cond gent with the detection by RT- PCR

and suggeds that HIRA may play an importart role in oogened's and/ or early embryogeness
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