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FEinfER:
H R CL114-01 (207%) | CL114-02 (207kx3)

pBM21 Vector (40ng/pl ) 20ul 20uIx3
2xT4 DNA ligase master mix 100wl 100ulx3
Blunting Enzyme 20ul 20ulx3
Control Insert Sul Sul
PBM21F Primer 0.10D 0.10D %3
PBM21R Primer 0.10D 0.10D x3
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PCRY™ US55, 18 & WA 1IN A 1ul 9 Blunting Enzyme, 72°C 4R340 15-3040 4 i
YISERJG, A N TP ISR E 25 0.2uM IANTPs B & 1ul ¥ Blunting Enzyme, 72°C
{5305 85

(3) 1% Bt B 48 FL Yk 7 2 DNA B B, VIR IR B 1 A B
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WK DA SR 10ul
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2. %4
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(DR 10019 LB v b 2 7158 07 10plC b /K BRLBES FR FEPCRE T, AT &
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KR W 4% LB @ I BT REAT ), 72°CHEAR AR B K /N P i e
INFIE], 3 HAEL-2 min/1kb) 608>, 30-35MEHR, 72°CJn IS/ 8. 1%5 b
BRI TP LG R, AR W A I e ALK, SR B
AHIE CH-FPBM21 5| 907E se i B P, T LAPCRY 38t IFIDNA 1)K % i
AT BOR182bp) AT FHE 5E o BV PCR 7 ¥ 4 i T4 AR I — s B 7 —
AN IR B o
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PRI B VA P T3-5SmL & R BRI IILBRE FRh, W g, /Nl
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PBM21 F* pBM21 sequence landmarks
T7 * Lathal gene: 16-753(C)
Lethal PlacUV5 promoter:763-892(C)
gene Not | PBM21F priming site:277-296
Bglll PBM21R priming site:439-458
pBM21 )\ Xho Cloning site:371
(2974bp) * ColE origin of replication:1131-1774
Ampicillin resistance ORF:1922-2782 (C)
Xba | (C):complementary sequence
Bgi Il
PLacUV5 Neo |l
Ori PBM21 R*
% cloning site
PBM21F T7 promoter primer Notl Bglll
ACACTTGTGCCTGAACACCATATCCATOCGGOGTAATACGACTCACTATAGGGAGAGCGGCCGCCAGATCT
Xho 1 cloning site ~ Xbal Bglll Neal
mmmmmmmmnMAWMAmmacmmmmm
PBM21R

-
AAAATCGATGTTCTTCTTTTATTCTCTCAAGATTTTCAGGCTGTATATTAAAACTTATAT
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