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Direct cloning of the newest angiogenesis inhibitor, arresten
HE Aibin , et al
(Department of Biochemistry , Cellege of Basic Medicine , Chongqging Medical University)

[Abstract) Objective: To clone and express the new angiogenesis inhibitor, arresten. Methods : The total RNA was extracted from the
normal human liver,and then was reversely transcribed mRNA to ¢DNA and arresten cDNA was amplified by nestle— PCR. After be-
ing treated by T4 DNA polymerase, the arresten ¢DNA was linked with the linear vector pTYBI digested by Ndel and EcoRI. And
then the complete ER2566 was transfected by recombinant vector, the recombination was screened and the expression of the interest
protein was induced by IPTG. Results : The arresten was cloned by one — step cloning method with PCR product treated by T4 DNA

polymerase. Conclusion : This method can be used to clone the interest gene more easily and quickly than T — A clone and others.
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arresten, canstatin, tumstatin'2 ~*' , George F| I K MAEYERAFA(EE). F/%H EEETG8;EX - Tag B8,
HERERIAR arresten ¥ 229 MR EER, & T4 DNA Polymerase, ANTP # B Takara 23 7] ; TADNA #% 1%
9 26kD B Z R, BEHP &I BR &8 bk N R 40 ML B9 B B fi , protein marker ) B Promega; DNA marker § B MBI.
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1.2.2 RT—PCR¥ 3 (F arresten cODNA)BIK B3 #) 4 :

P1:AGG CCC CGA TGG GTT GC

P2:CTA TAA GGC ACT TTA CGG TTT TC

%L T BUS RNA 4p, olig(dT) 18ul, DEPC 4b ¥ £l 7K
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E§4% s il 5pd, 10mmol /L dNTP 2ud, RNAsin 2ul, M ~ MLV
WA SR 1 p1(2000U0), ZIEHE S min J5, 42T £ 60
min, 70C #18 10 min, SZEI 8 F K% -

PCR Y18 KB Al7K 15. Spd , 2B 9K 2. 504, 10mnol /L. dNTP
0. 5, 10pmol /L #9514 PL,P2 £ 2pl ,EX — Tag B 0. S, 38 5 57
=8 2 (AR ;95T B HE Smin; fE3F &£ 14:95T 455.63C
45s.72C 455330 ™MEH G, 72CHRE 7min.
1.2.3  arresten Y 15180 .

P3: TACATG TCTGTT GATCAC GGCTTC

P4:AATTC GGCTTC TTATGT TCTTCT CATA

AR o A R Bt PCR F=W1# 8 1000 £ )5, BURG &8
W Ly KRB, A K 164, 2B PR 2. Spl, MeCL 1. Sl
dANTP(2. Smmol /L) 2, 3181 % 1pd, EX — Taq 0. 5.1, PCR 3"
Si- I 3 o i
1.2.4 PCR&EHHLIES  RAIESYE PCR 74 34pl,
2mmol/L dGTP 5. Opl, T4 Buffer5. 0pul,0. 1% BSA 5. Oul, T4
DNA Polymerase 1. Oul, i8%1,25C R A 15min f7, 7 BI & F
75C 10min, K% T4 DNA Polymerase. &AL .
1.2.5 #E#ES¥L 6ud L—HEI™Y, 3ul & Ndel,
EcoRI B J5 BRI pTYBI, DNA £ 32 EF 28 /il 1,0, DNA %
1/ 0. Spl, 16T #% #5138 s Hananhan % il & B2 S K
B ER256617; BUEIEY Sul, iR ER2566 50u1 Tk EiR
& 0K 30min, 44T 45s HF, HIKE Smin, 1 SOC K r &
200p1,37T 250r/min #cFHHEFF 1h, B 100 3 LA F .
1.2.6 4r5IPkEL 24 AT fE LA MRIKIEFREHIE R 6
~8h, B2 100pd , A E A5 1004, 1R 2 B FUZ % , 10000r/min
BI.0 10min, £ B Spd HLIK 3L SDS WA 12 BUTRL, 0. 8% B

SRR K, LB B AN, SR B E 40 kL s A Spermidine {24

AL B 2 vk R UG ROBL, Al Xbal 1 EcoR1 XUEGH] 45 %€ «
1.2.7 arresten AT RE 7 37C, 100ml LA FE5 57 F
E L B ER2566 % LA B ODgofH N 0.6 ~0.8 B IR
BH 30T, A IPTG Z4¥KE 0. Smmol/L, F FFiE 3h.
5h,Sh, 53 BB —E B3 TR, B 10min, 8RR, #E1T
12%SDS — PAGE fik
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30°C % 'F Sh,arresten TF K E FRIL B IR K, 1T
12%SDS —~ PAGE Hik, HBI&HE 26kD A4, 5
TR T E S TR KD —F

3 3 it

3.1 1 arresten cDNA FH T8 PCR, EH A
H RNASTRUCTRUES3. 5 3k 4 Hr iR (F 55 K
NM-001845) , X3 B B E: A K vm 7] GETE AL 1R & 2%
FIZRkg5h , ms iR k SR 71, M,
T Y A0S arresten BRHI K A B, LIBTF T
B REH,

3.2 REMREFECSHYRA, EHANA-T
BIETIE, BT Taq BEEAR L DNA KA BT TE PCR
PRI SRAER 37 A I — 4~ A, BrLL PCR P71 &
BSR ML FIEm T REAE 2, th s &SN
EE BTHRESGEEEFAH. 5 —MEAEPCRY
BRSNS YA R EE S B YR S
o7 BAT) B B AR 42, (EL R PR ) P9 U BB YT PCR 7=
YA SHHHEE , B EE M. REEEAELMY
ook, ABFEFIE T4 DNA BREEE 3 58] 5’
WIS TEYE , 4L TR PCR =4, 586 Y) 3=k R &
B,

TER MR ZE T INTP 8f, T4 DNA B 5B 7T
SrRIILAMITEYE , GEE L2 )\ DNA & 3 s H £
5’ HETE R N R PR AR AT =0
it FLE7E DNA BE S xR BRRELIF T, &
IR PR S mE N & S ey,
B U1 5 R IF 57 A0 LB U] 64 JORL R o R S L X, 1 4%
MERES , R R BRI LR 7 5 09, Bh H
—H T, iR g kb, HE /R T4DNA B 58,
TEEEMERE T - AEEK. AR, ar-
resten ¥ 38 J5 P2 A
5 TACATGTCTGT - GAATTA 3’

3’ AATGTAC-AGACA-CTTAA 5’

TR NAR R R FTE dGTP BY, 4243 T4DNA F
FEEAJE, MIE B 7 RE S Ndel, EcoRI B =4
HEEAHERGRER T, I F:

5’ TACATGTCTGT-G 3’

3’ GTACAGACA-CTTAA 5’

3.3 FAFIA 7RIS, B EERE
%5 4kDa B intein B &R i5, A EHRES chitin
ULTROSE . A5 RRBILVT REAH, dikl
FAEAFEMA DTT BT LU H 8 5F A 89 & B i
YI'F intein, B B EH .

3.4 arresten AIVEUKIE ol SE8YAE KRR S, IV A
IR o2 55K N canstatin, [V B AR o3 854 tum-
statin, XV [ B AR %5 4 endostatin. arresten B FafE
MEAMCRM TIER W EEESFEPH KR
FiF AR — .
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