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30 s; S5, 30s; 72T, 1 min) 3L 30 4
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1.2.5 HWEBXFE: LAE5RMIUR cDNA 7
m B Sal | N YIRE8EL B S % Bf T4 DNA %
BREAE R DNABSEE L Sal 1 #3%, B
A Not I WYIRERE U], 18 cDNA B —3 A
Not I ¥i%, 5 %% Sal I ¥i%; RES
Sephacryl S-500HR 8,4 B4l fk; @t T4
DNA ##8¥ cDNA %4 Not ] -Sal 1 B8
VI3 4& pSPORT I £, REH AE. coli DH
Sa i, FH Vogeli B 5B L R T X £ H
FE.

2 BRI

2.1 RS RNA RI3RE

—E TR B RNA 2 5 RS 4 % iz e 3k
K5 28 S RNA:18 SRNA>2:1 (E 1),
iE3E T Fri RNA M2 B

1 2

—28 S RNA
H1 ERNAFESN
0 B 8 ik
I: 5pg & RNA; 2:

20 pg &2 RNA.

—18 S RNA

2.2 poly(A)*-RNA Bi%&h{t

EARBEA B RNA Soligo-(dT) F 4 X
FEBFEL, KA NEEERRERA,
poly(A)*-RNA #5 5 & RNA# 1%, S5HE
B RNA # A7 &5 L {5 A 7. B2 & % poly
(A)*-RNA Frfftix B L RIEEL (BIER
Fl), Freitbipoly(A)”" -RNA RES B EH

# DNA ZEEH X EMNREY.

2.3 c¢DNA BIE R

2.3.1 T—RHSE DNAMESRE: UEKXKH
R ERER T AR SBNEES, BAR
4+ RNase H {9 ¥k, X DNAM SR P S
B poly(A) ' -RNA K%, KK -DNA
EEE. RINMEAEELBEFHRERS
A& RNase H #9354, DR TREMRIES —K
4% cDNA BB £ HI B 7=

2.3.2 DNA B _HMESH: /M FTEP
BREUB-RERH L ERIFIDWEMR DNA F

B2 cDNABEER (1%) Bk
BHEREE
1: cDNASF _&%; 2. HEXT
B (WHind ).

“HE, BER S1 BB YER FREERT,
(EE AT 53 DNA BB EM KRk,
EAXRANR—HAUROLBHTIE, £
RNase H #4} 7K ### poly(A) " -RNA JE BLiF £
RNA 3|4, ME. coli DNA BESRI AR
cDNASE &%, T E.coli DNA E#M R 2 kb



1996; 23 (2) EPHLFSEHMIEHR R

Prog. Biochem. Biophys. + 171 -

LA B cDNA 8o RUR (26, B/ T4
DNARESEERN T DNA HMHEERS.
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Construction of a Wistar Rat Brain c¢cDNA
Zhao Chong, Zhou
Ren'’, Guo Shanyi*’, Zhang Jingyu ( Institute

Library. Song Xuewen,

of Endocrinology, Tianjin Medical University,
Tianjin 300070, China;!’ General Hospital ;
2 Prevention and Control Center of Metabolic
Disease, Tianjin Medical University, Tianjin
300070, China).

Abstract A cDNA library of Wistar rat brain
was constructed with a highly effcient and sim-
plified method. The template poly (A) " -RNA
was extracted from Wistar rat brain. The first
strand of cDNA was synthesized by SuperScript

RNase H~ reverse transcriptase with the oligo
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(dT),s primer which contains Not [ site. After
the poly (A)"-RNA was removed with E. coli
RNase H, the second strand was synthesized by
means of E. coli DNA polymerase 1, E. coli
DNA ligase and T4 DNA polymerase. Then
Sal I adapter was added and the cDNA digested
with Not I . Half of the cDNA was inserted into
plasmid pSPORT 1 and transformed E. coli
DH Sa. The other half was stored at —20T . It
was shown that the ¢cDNA length ranged from

100 to 10 000 bp. Using this cDNA library as a
template, four genes have been amplified suc-

cessfully. They are glutamic acid decarboxylase
( GAD, 1800 bp ), enolase

(NSE, 1340 bp), T3 receptor (1230 bp) and
cholecystokinin (CCK, 345 bp). The method
for storage of the ¢cDNA library which can be

neuron-specific

kept for a longer period was also developed.
Wistar rat brain, c¢DNA library,

PCR, molecular cloning.
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