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Gene-specific Forward PCR primer
-
Left Arm Right Ara
BamH| 5'overhang 5 overhang
ACGACTCACTATAGGGCGANTTCGAGCTCGOTACCCGGR-3" 5" GATOCGATATCTCTAGAGTCGACCTGCAGGCATGCAAGCTTGA 1
I TGCTGAGTGATATCCCGCTTAAGCTCGAGCCATGGGCCCETAG-5" 3*-JCTATAGAGATCTCAGCTGGACGTCCGTACGTTOGAACT

Blunt-end
5'-WICTCTAGAGTCGACCTGCAGGCATGCAAGCTTGAGTAT
FAGAGATCTCAGCTGGACGTCLGTACGTTCGAACTCATA

EcoRV Blunt-end

CTATAGGGCGAATTCGAGCTCGGTACCCGGGGATCOGAT-3"
I GATATOOCGCTTAAGCTCGAGCCATGGGCCCCTAGGCTA-5"

i Kon | 3 overhang

:# NTAATACGACTCACTATAGEGOGAATTCGAGCTCGGTACH3'

SATTATGCTCAGTGATATCCCGCTTAAGCTCRAGC-5"

Gene of Interest

-

3 overhang

5'-COGGGGATCOGATATCTCTAGAGTCGACCTGCAG
- CATGOROCCCTAGGC TATAGAGATCTCAGCTGGACGTCE 1
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TCTCGCTAGCCTGGTCGTAGAGGTCCCTTCATGTGGTTCCOAAGA————TAAAACTCTAAACAAGGAAACAGACCCCTCGCTTCTTCGTGA

Rl R2
HEF2AH ) NEB A5 ) 4 2 7E 28 151+ T B NEBuilder™, AI#E4T £ F B34 1 SR 06 3«
3.HE B E AR
R, fE—4~0.2ml PCR & HIKINA
4y A FA
PCRH (50-100ng/ul) | xul | BRfFs BRRIE, BOHAD . LEPCR{LESOTC
CRPEIL A E(50-100ng/l) | Yl PRIRL5 7M. RMESRSE, HEOEE TIK

LTSI, AR AL SEIE, ]
B ERETE-20 CRAT

2xSeamless Cloning Mix Sul
K E AR 10ul

HE:

13 Fl 2 — MR S50-100ng 4 BRI BRI BE R B 11221230 B/ F-200bpht
Jv B T B A S i

2.50°C S B[R] AS LR I 604340

4.5k

(D BOEBF=PImA BRI E L ) B2 A, BRIRS), UKoKIB20-30540.
(2) 42°CoKIBIEI0F N, VI12) RBNKTH . #vili gl HG  BIE T UK R R ER2 7 8

B 010-52609502,/52609503 7 x 12/\IHARZHLE . 15727355159 K= RIS
EERE: SHE8011/biomed168@163.com ARTIBRIZNT




(3) HEEHIM500ulFISOCELBEEFEE, 37 CHEIRH200rpm 7 45 5537260538

(4) 4000rpm B0 14380, FEmIA B3, (RE100-200p], AR SKARARFT b b H
EE, B P EBRA TSP RILBEARRT 7 PR b, AR /E, #E5F
W, 37CEIFRIL R .

B HRZDFERATEARR, HERBRZAHM 530 BETRE.

SPHEREXLE:

(1) HEPCRIT;

(2) PREVERED) 587 05

(3) DNAWF 3 #T7i%

SR ER & pGEM3ZEVL KX IR Bk

1Y REER AR PCR J7 ik % I 26 Mk i pGEM3ZEVL, B K £ Je i UL T B
KN 1057bp HIXTIRIEA T BN R BE R BR BB RIAETY], FREAmEETS
pGEM3ZEVL Fg & {7 s iR R ) 20bp J7 51 CERE o F 7AE R R A A B R 51D 6
— B B E A B R B, EAURAE A LSRRI B R L, 7E R
11 LB “FAR F & HFE .

2.0 pGEM3ZEVL F1 Kan Control Insert % 1l $% ] 5 40 1% 82 /7 VR 3 T & B FH T BH XS
Jickiia SRl

3.pGEM3ZEVL 1] LU Hoe e # Al F, R SR EAEY 1 PCR =M Bl 519 5 s
¥ %] TCGGTACCCGGGGATCCGAT , fE F iif 51 # 5 i i & %1
TGCAGGTCGACTCTAGAGAT, #iv] L@ F4%1%E 83 pGEM3ZEVL Hi.

PGEM3ZEVL sequence landmarks
LacZa:249-540

M13F(-47) primer binding site: 360-383

T7 RNA polymerase promoter: 410429

T7 RNA polymerase transcription initiation site:426

Amp SP6 RNA polymerase promoter: 501-518
pGEM3ZEVL Lac Za SP6 RNA polymerase transcription initiation site:503
(2749bp) M13R(-48) primer binding site : 549-572

ColE ori : 906-1549(C)
Ampicillin resistance ORF: 1697-2557(C)
(C):complementary sequence

Nole:pGEM3ZEVL veclor is linearized by EcoR V digestion,
and the pGEM3Z sequence is available in the GenBank database (Accession Number X65304)

M13F(-47) primer binding site
GCTGGCGAAAGGGGGATGTGCTGCAAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGAAT
Hine 11

va

lonis cc
T7 promoter primer  EcoR1  Sacl Kpol_Smal BamHI1 c:"_n:m Xba 1 ’s‘;ll' Pstl Sph1  Hiod I
TCTAATACGACTCACTATAGGGCGAATTCGAGCTCGGTACCCGGGGATCCGAT#+#ATCTCTAGAGTCGACCTGCAGGCATGCAAGCTTGAG
Left Arm Sequence Right Arm Sequence
TATTCTATAGTGTCACCTAAATAGCTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATTCCACA
SP6 promoter primer MI3R(-48) primer binding site BM190306
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