pBM16AToposmart5e AT & o %
%
PSR

CL071-01 CL071-02

a B (20%) (20ikx3)
pBM16AVector (20ng/pul ) 20ul 20u1x3
10xToposmart 20ul 20uIx3
Control Insert LacZa Sul Sul
M13F Primer (1§ F 7 Ji A60ul ddH,0) 0.10D 0.10Dx3
MI13R Primer({ FH 7 i1 A 60ul ddH-0) 0.10D 0.10Dx3

TRAESRAE: 20°CORTE, AROH—F
P 4AE:

pBM16AToposmart b, [ 15 571 25 Fll FH 5 18 9% 5% B 90 3 57 44 B I(Topoisomerase 1) f 1]
P I B R UK e BOR B B A . AMUE A T e B B Pfu. sPfu. KOD. Xerox.
PhusionflQ5%% = i L DNA SE-& W™ 18 (7 R M PCR™ 4, AT 7EpE HiTag. Taq plus.
TthATklenTaq 5 DNA R & B 18 1)1 AR FIPCRI= 4. R & H 1 pBM16AZK R 26 1
BBk, AT L 51 MI13FAIM 1 3R BEAT T & PCR 4 5 P 7o %
FE R R
(1) EHE R 5 748
(2) AT AR5 PCR =04 A EIM PCR 4.
(3) HRATHIHIE TS, FEE, LHEANTE.
(4) VIBERT WSS Smal A1 Ecok V BEYINT &, &4 REEYI%E.
(5) BHBEAEFRHFERIM.

BRIEDR:

LEERRL % &, fE—4> 0.2ml PCR & KU

D% A

DNA Ji B 0.5-8yl MFERFE, BRRESCER L, EFBRES
pBM16A Vector 1ul TEE K.

10xToposmart 1ul ER: BPRAREEMBRMET kK
K ZE AR 10ul e,

Bl: 010-52609502/52609508 7 x 12/\GH IR Mk : 15727355150 T
EERBM: BHLHB8011/biomed168@163.com ARTIBRL M
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2. R IR BUE R

FI|T (20-30°C) JHE 5-15 738h,  (HEFEEH PCR QU= HIR AL . v RLKE 25°C
SR 5-15 435 . WS PCR =W sk Kl A 1R B R B S i 4kt 514 — SR AR
R P AECE, T BN 1-3ul PCR P AT SE e . ) ARG 45 28 O TR B E VK
Fo WPHRAATHASLL . B ERE Y E T-20CH7.
HR: DNA FBHAEBN TR

FBRA (bp) | BEEAE (ng)
100-1000 20-50
1000-2000 50-100
2000-5000 100-200

3.BE MR R B2

B 1l WA 4R ALY 1kb K % HE Control Insert LacZa S By AT S, 4k BA
o HANDIRE I K AT B RS2 A 4000 (40 DH5a. TOP10. Machl-T1 £8) . BERIGAGIE S
A IPTG 1 X-gal [ LB & F TR I, HEOEFEAMRMETRE, WA FBEA, A
T T NS AR
4.5
(1) B Spul EB=P2] 100ul WINIGAL RS2SR, RIS, UK 20-30 4048,
(2) 42°CKIBH#A 30 .
(3) SLZE Fokokid 2 4%,
(4) S 900u] TR HIASHA KM SOC B LB, 37°C, 200rpm HEH 7% 60 /3.
e NF2kb FRATUAE T, BEERTIR.
(5) 4000rpm B5.0 1 438k, s LG, {RES 100ul AR 2w A&, 7850 2%
W, EUAEEMIRAT, )5 37TCRIFRER (12-16 /MET)
5.PAEEATFHRXE
W% PCR
(1) B PCR Jy 1% 52 P4 e b
AP 10pI 9% SkPkI%E o0 B 2 TS N 10pJE /K BRLBES FR L MPCRE 1, IRATIR &
B.25ul PCRIZ BifA & : BR2pl4H b BB . NS MR B2 (19 M13F/M13R % 1 plidk
1TPCRY 1.
C.PCRY 55 F: 94 CTRARMS /o (MU, FIEEIRED , 94°CAH10804h,
S5CIRKL10FBE, 72°CHREM C HRHE 7 B K /N e A 1], 38 % 45 1min/1kb)

Bl 010-52609502,/52609503 7 x 12/\BHAREZ L. 15727355159 KSR
EGIRBE: BHHE8011/biomed168@163.com RRTFIRRIZET




XFb, 30MEHR, 72°CIE M5/, 1% IS MR Ik A i i aE 5, HIRFI
WA I e R AR, S0 A BO/MHIE (MI3F/MI3R 3|7 Se A7 B 1)
i, BT EAPCRY™ 1 H (DNA A B LA A\ v Be K 138bp) HTA B TebE o B vk
PCR 7724 5 B 4H B — 5 B L — A B TR 1D 9 e o R

(2) WF: FAMI3F. MI3RIEH 51 40% BA M TR EAT I 5 234

pBM16AH: 14 i

MI3F
AGTGAGTTGATTGTGTAAAACGACGGCCAGTGTCTGAGGCTCGCTTCAGTCCTGATGET
EcoRV_Smal Cloning site Smal FEcoRV
TGATATCCCGGGCGTGTCGCCCTT AAGGGCGACACGCCCGGGATATCGCGTCTGC
ACTATAGGGCCCGCACAGCGGGAA| TTCCCGCTGTGCGGGCCCTATAGCGCAGACG

CTGAAGTCAATACTGACGATGGTCATAGCTGTTTCCTGTCCATAGCAGAAAGTCAAAAG

pBM16Asequence landmarks
M13F primer binding site:14-32

M13R primer binding site:139-155

Amplicillin resistance ORF:304-1164

puC pBM16A
i (1861bp)

pUC ori:1213-1828

W IR R T

HHFBER D, BUPRHERAK:

(1) BRZAMEAR, [ FAES5%107cfu/pg FIBSZ AL

(2) EBRMNAFEME T BRI D #1E, PZE=ETFERME.

(3) PC FBUIMAE R Z8ORD, IR REIIN

(4) PCR EIWF=¥2i Ak, EHy ki E Bt PCR 724,

(5) PCR U= A, VIR 7R AN IR a4, 75 30 4%

(6) PCR ¥ 4G, MAZFIEM 5-10 408, W{R ) BUEM 54

(7)) ¥AEEA T IR, AT SOC B LB, #53% 60 4144,

(8) TEREELINTIREXITE R WA #E0E, hindtegnid iR (I F0 DNA 456 & A,
FLe S B TR AR R, AR ESCRRREE T AINER, =R
AR o

BH: 010-52609502/52609503 7 x 12/\BHAR B ik : 15727355159 b N
EGRBH: BHE8011/biomed168@163.com ARFIBRIZE




BEFF
>pBM16A(1861bp)

AGTGAGTTGATTGTGTAAAACGACGGCCAGTGTCTGAGGCTCGCTTCAGTCCTGATGCTTGATATCCCGGGCGT
GTCGCCCTT$$$AAGGGCGACACGCCCGGGATATCGCGTCTGCCTGAAGTCAATACTGACGATGGTCATAGCTG
TTTCCTGTCCATAGCAGAAAGTCAAAAGCCTCCGACCGGAGGCTTTTGACTTGATCGGCACGTAAGAGGTTCCA
ACTTTCACCATAATGAAATAAGATCACTACCGGGCGTATTTTTTGAGTTATCGAGATTTTCAGGAGCTAAGGAA
GCTAAAATGAGTATTCAACATTTCCGTGTCGCACTTATTCCGTTTTTTGCGGCATTTTGCCTTCCTGTTTTTGC
TCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGG
ATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTT
CTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCA
GAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCA
GTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTA
ACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCTGAATGAAGCCAT
ACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAAC
TACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGC
TCGGCCCTTCCGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGCTCTCGCGGTATCATTGC
AGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATG
AACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAATGAGGGCCCAAATGTAATCAC
CTGGCTCACCTTCGGGTGGGCCTTTCTGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCA
CAAAAATCGATGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGGCGTTTCCCCCTGGAA
GCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGGATACCTGTCCGCCTTTCTCCCTTCGGGAAGC
GTGGCGCTTTCTCATAGCTCACGCTGTAGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGT
GCACGAACCCCCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCGGTAAGAC
ACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGCGAGGTATGTAGGCGGTGCTACAGAG
TTCTTGAAGTGGTGGCCTAACTACGGCTACACTAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGT
TACCTCGGAAAAAGAGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGTTTG
CAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATTTTCTACCGAAGAAAGGCCCACC
CGTGAAGGTGAGCC
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