A DR R o 2),152—167,1993
Chinese Journal of Biotechrnology

2L 5 iR O E I 7 cDNAZE
KT EPEIERESRIE

NEH K

BORAM FHEk Fw#E

ChE A EREEPIF, L3 100101

JNENH s B ELE TR B EIRNA, U & RcDNAT — &8, SHEMM LR
Bowman-Birk BB SEIIEIFEEFS], 5 AR TNEEEETRT M, LIHREDNA
MR, PTPCRYNE, BE320bptily—1 #5F=¥, *¥% EpBluescrip SK( + ) EcoRV
A B BT EIMIL, BYEREDNAFFISIFAFREINERECAR B T &
80-Maa )81 TS 28 (9 B IP HIA E  EEE A— B 4102 Taa MU AT 5 1. 1) PR R 45 A Nco LR KAl
SEVHTEYE, AEBEEREASWER NS TATGEN Tt wEI RS E & &
#EpKK233-2 gt T Ze3h B, A FEIL A S AR By v #0410 Cp THIE IR SRk 7= 4y 2T

FREEERINEITE .

KRBT L HE ORI cDNAPCRY Y, HERIFEA

ESY S E B PRSP M Rog e Ao R T
BEMEAMLZ—, HEREHSEBE
EHEOEFER R KRBT 3% 9Dk
Jp R, WEEISE TR, HUCh MY BT
SR TR~ BBA L, B
A5 % FhEE B R B A s B TR
HpstEG IR H I E, HMELERE
BB ESR A FCPTDHE AR N B
.

CpTI/# T-Bowman-Birk %l £ F# &
EEE Rl Y, fERAERER B
fEdE Oy, S YLtk FE R HAA R
(LS, BT S RN B,
WEEFERE, RAMETFREREZ LT
HERMMAEER A FEE T M ERA,
SeBCpTIEA Wit h i, H#H B FE
g9 H B E M CpTL ™ A2 # v 6.
XS ERTBTHFEATIHER,

KRk gBowman-Birk®#l EH
Bl FAEmMATGREA A &S,
BPCR i MWL G FHcDNA Y #3H3

© HERFERHMEMHARAATIKSHEST http://journals

BET iR HCpTINcDNAF B, £ 3
— B S RIG R 2 WM K Ik, A
CpTIH: HGEA IR MBEHITT 7 &l

R A A

(—y#H

1. B #F & M 0 Ecoli JM101,
JMI109 AR EHFF. pBluescriptSK (+)
FH A A 4y B B Ak 7 G R i, pKK233-2
My F1BE 2 F] 2 B AL R BT o

2. AR TRE B, 1% U0 B K
Tag DNA polymerase- 3l EELE],
Boehringer )z Biolabs /A Rl 7 Fiff
AL, EREE O KEYWBAEEM [HSig-
maZy 7l . &R S 3 I B B Pharmaciazy
o], 32 P-dCTP# 5 Amersham4y &) .

3, HYH e, Gy (Vigna ungui-
culate LMy EEKmartara], BT
o

FXF1991411 4 7 A,

im. ac. cn



23 XERLE, TEREARMHFDONAL KGTFETERS %% 153

(D) F*E
1. RNASZER: HEDR R 89 5L ©

MPETHASETREFH, TEREPE.

B, AN FRERN/ EEE B O
BB ERNA,

2, cDNA& . £ HPbharmacia-
-LKBA T HIcDNAS B RL, &l BB

3.PCRy" 4. 3(#.

P, :5'GATGATGGT-
GCTAAAGGTGT3’
P3:3’CCTACTTCTA-
CTACTCATTCs’
M kA prABLARIDNAG B (L &
18, 7y A B VS A R Uk Ak 3 B 3L
WET RRE, HN&R $50pmoel/pl,
Bl1—10p] cDNAK # #%, F 100pl
PCRER:fRF, MANFH 544 50pmol,
dNTP#% 200umol /L, DMSO 4ul, 95
A H:5minfg Ml A3u Tag DNA Polym-
erase, HHEE —ERE A, KKLIZT
7 ¥:1min, 50°CE :1min, TO0CEE {#
2min, #E1T364075 IR, B J5 AT70°CHR
R 10min, EXEEIOnIEE KA,

4, FARIAREL, difh, EAARST,
WL BERIE0T,8),

5. WA BRICER(8 ),
F4HR10 £ fiPharmacia-LKB2A Rloli-
golaballing R4, 4] ¥ & #17.

6. DNAFF4 #7: F FfBoehrin-
ger Mannheim4®IM, DNATE R 4,
B HCpTI BT w /& 3 M13mp18+,
£ B B 4EDNA, F] FJABIZ: w®]370A%
DNANT (¥ B e bnic HEE#TFE 5 40
By, JiEBRM S ARIEERT.

7. CpTLEYLRE: MG # 1%
F&s50ug/ul Api2x YTH; 5% 3k $37°C
P syt &, § #0.5mlE50mlE Ap

© HERFERHEDA AT S4ESE http://journals. im. ac. cn

B 2x YT o, ZE 3 % 8 m IPTGE
1mmol/L, #&EksshfE, W & 3
¥ T5mlig Eg: # i (50mmol/L Tris-
~-HCl1 pH9,5, 1mmol/L DTT)#,## =
AR BELEFEUVE LEREM
(NH,) .SO, JL3E, 3 T5mld e Hri,
#f50mmol/L Tris-HCL pH9,5 #17, 3
JHPEGE: ! k48,

326bp-

H 1 PCREH4H
Fig.1 Analysis of the PCR products by
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A, CpTI ¢cDNA amplified products,
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Fig,2 Agarose gel analysis of the cloned
cDNA fragment in pBluelLs
A.pBlueLs + Ncol; B, pBlueL; + Neol + PstI
C.pBluela + Sall + BamHI; D, Sppl + EcoRI1
E.pBRiz2 + Hinil;F. pBlueL; + EcoRI
G, pBlucLs + Pstl; H, pBlueL; + EcoRV
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3 pBlueLs 3% RE s CpTI cDNABLE £ 5
Fig.3 The nucleotide sequence of CpTI ¢cDNA insert in pBlueLs
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Fig.5 The Iuhibitation of trypsin by the
"extract of JMio09/pKK-CpTIL7
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cDNA Cloning and Expression of Cowpea Trypsin

Inhibitor in Escherichia coli

Liu Chunming Zhu Zben Zhou Zhaolan Sun Baolin Li Xianghui
(Institute of Genetics,Academia Sinica,Beijing 100101)

Total RNA was isolated from cowpea cotyledons as they were appr-
oaching maturity,Single stranded eDNA was synthesized by the reverse
transcriptase, A 320bp fragment was amplified and cloned by polymerase
chains reaction, DNA sequence analysis indicated that tbe cloned frag-
ment containing the entire coding sequence for 80aa CpTI mature protein
and a 5/ coding sequence for 27as. leader, The leader sequence was par-
tially deleted and the remaining CpTI ¢DNA fragment was cloned ‘into
E ,coli expression vector pKK233-2 to study ifs expression,The trypsin
inbhibitor activity was detected in the extracts of transformed bacteria,
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