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Linearized Template Vector
2921 bp

NeoR/KanR: 53 ~ 847

Ori: 1,172 ~ 1,760

CMV enhancer: 1,861 ~ 2,240
CMV promoter: 2,241 ~ 2,444

T7 promoter sequence: 2,489 ~ 2,505
Transcription start sequence (AGG): 2,506 ~ 2,508
5'UTR: 2,509 ~ 2,559

Upstream In-Fusion region (15 bp): 2,545 ~ 2,559

V¥ In-Fusion cloning site (linearized site): between 2,559 and 2,560

Downstream In-Fusion region (15 bp): 2,560 ~ 2,574

3'UTR: 2,560 ~ 2,672

Poly(A)105 : 2,673 ~ 2,777

Restriction enzyme sites for plasmid linearization: 2,776 ~ 2,801
(Hind 1l, Xho |, Sal I, Avr Il, BamH 1)

Poly(A) Forward Primer: 2,570 ~ 2,589

Poly(A) Reverse Primer: 2,863 ~ 2,882
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<T7 promoter sequence O|Z2| &AM HE>
T7 promoter Transcription start sequence
(2420, 2505) (2506...2508)

§  CTCCGCCCCATTGACGCAAATGGGCGETAGGCGTGTACGRTEGGAGGT CTATATAAGCABAGCTCTCTGECTAACTAGAGAACCCACTGCTTACTGECTTATCGAAATTAATACGAL lcncTaIAFGGMT.MAc TAGTA

2381 e + + + + + + + + + + + + t + 2520
3 GAGGCGGGOTAACTGCGTTTACCCGCCATCCECACATGCCACCCTCCAGATATATTCGTCTCOAGAGACCGATTGATCTCT TGEGTGACGAATGACCGAATAGCTTTAATTATGETGAGTGATATTCCTTATTTGATCAT
CMV promater > [ T7
|
Transcription start sequence
In-Fusion cloning site
(linearized sile)
2650 Poly(A) Forward
v
TTCTTCTGETH TCA qFGlGCTGGAGCCTCGGTGGCCU\GI:T'ICIIGCCI:I:T'IEGGCCTI:N.‘.CCCAGCI:N:'ICCICCI:DT'ICCIGC&DI:CGIACCCN:G'IGGICTTTGIAIAnlsTc
2521 : : ; H h h h h h 4 h , : et
AAGAAGACCAGGGATETCTOAGTETCTCTTGOGEGETORRCTCRACET T T TGEGCAT TTATTTCAG
- 1oh) Restriction enzyme sites for
Upstream In-Fusion region Hindill (2776) AAGCTT id linearizati
Downstream [n-Fusion regicn (15 b) 1 i85 {are) TTCGAA plasmid linearization
(2776...2881)
ITon(A)‘m D 26732777 rm% Xhol Sall Aveil BamH1
TEAGT AAAA A A AAGCTTCTCOAGTCGACCTAGGATE
| + + &) t + 800
ACT TITTITTRT T TR T TITT T ITITTI9T TITTTITTTTTTTTITTTTTTTITTTTITCOAS TCAGCTGGATCCTAG
CETTCTAC TTTTAT TTGCCAGET TCTGGTAAGGT TGGGAAGCCCTOCAAAGTAAACTGEATGGCTTTETTGCCOCCAABGATCTE  3°
B0 + + + + + t t + + + + f= w0 20n
GEAAGATGACCCGCCAAAATACCTGTEGTTCECTTGGCETTAACGS ACCATTCCAACCETT TTTCATTTGACCTACCGAAAGAACGGCGETTCCTAGAE  5°
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& Poly(A) Reverse Primer
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