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Tab.1 The primers for amplifying LIM class homeobox gene in amphioxus

5 ERRE @ T.(C) BFI(5'—3")
F 13—35 + 67  (A/C)GAAC(G/C)ACAATCA(A/C)(G/T/A)GC(AIC)AA(A/G)CA
R, 136—158 - 68 C(T/G)TC(G/T)(A/G)TT(T/C)TG(A/G)AACCA(A/G) ACCTG
F* 20—37 + 59 GG AAGCTTCAATCA(A/C)(A/G/T)GC(A/C)AA(A/G)CA(A/G)GC
R " 130—150 - 56 TT GGATCCA(C/A/G) ACCTG(A/T/G)A(T/C)(GIC/A)AC
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Fig.1 The electropherogram of PCR amplification by the B2 Z=#3ER PCR & 1% bl ik E il
means of single pair of primers— single amplification and Fig.2 The electropherogram of three kinds of
single pair of primers — twice amplification i
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Tab.2 The effects of different PCR methods o
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R —_—

“f31%—%K PCR % - %5, B3 Bn T A FBLE A PCR I 7
— {31 # A% PCR x H VRN RS, =5 WEEERX PCR Y ¥

HBR L PCR % ] 74 B W PR 45 R 55 AR R T R 2B PCR
=ZHHBIEER PCR A5 x ~
A — b 5 FEY W= W &SRR,

E:EHMERERE 3K

AIAAC CTGMAACAAGCGTACCAAICAGTC CAAACCC GECC GECAT GTOA GG CACT GTCTCAGR A CAG GACTGGACATGAG GGTCATCCAGGTCTGGA CCAAMNN
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Fig.3 Electropherogram of DNA sequence amplified by the means of nested — PCR (four steps — two stages method)
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AMPLIFICATION OF LIM CLASS HOMEOBOX GENE FRAGMENT OF
AMPHIOXUS BY REVERSE TRANSCRIPTION - PRC

WANG Yong, LANG Gang — Hua', LIU Zong — Zhu, ZHANG Pei — Jun
( Experimental Marine Biology Laboratory, Institute of Oceanology, The Chinese Academy of Sciences, Qingdao, 266071)
¥ College of Marine Life Sciences, Ocean University of Qingdao, Qingdao, 266003)

Abstract LIM class homeobox gene is one of the key genes controlling embryonic development of animal.
In order to clone the entire sequence of amphioxus LIM class homeobox gene, adult amphioxus was acquired in
Shazikou sea field in Qingdao City in June 1997, and the amplification methodology of Amphioxus ( Bran-
chiostoma belcheri tsingtauense) LIM class homeobox gene fragment by PCR was studied. The amplification
by means of single pair of primers and single PCR operation failed to produce specific PCR product, and ampli-
fication by means of single pair of primers and twice PCR operations failed, too. In the study of nested — PCR,
amplification by means of general PCR approach was not satisfactory, but amplifications by means of -three
steps — two stages approach and by four steps — two stages method were successful. The sequencing data of
PCR product acquired by these two methods show a high accordance with genomic DNA sequencing data of
this gene fragment. Therefore, the PCR products, amplified by these two methods, were extremely specific.
In comparison with the PCR approaches mentioned, nested — PCR by means of the three — step and two —
stage approach and by means of the four — step and two — stage approach were the best to amplify unidentified
gene fragments with degenerated primers.
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