Positive Control Template (FLuc) (4,574 bp)

Linearized site
(4569 HindIII

CuT
3 pely(a)

Positive Control Template (FLuc)
4574 bp

Transcription start sequence (AGG)

NeoR/KanR: 193 ~ 987

Ori: 1,312~ 1,900

CMV enhancer: 2,001 ~ 2,380
CMV promoter: 2,381 ~ 2,584

T7 promoter sequence: 2,629 ~ 2,645

Transcription Start Sequence (AGG): 2,646 ~ 2,648

5'UTR: 2,649 ~ 2,699

FLuc CDS: 2,700 ~ 4,352

3'UTR: 4,353 ~ 4,465

Poly(A)10s: 4,466 ~ 4,570

(FLuc Control Fragment-derived sequence: 2,685 ~ 4,367)

Vlinearized site by Hind Ill (5' overhangs) : 4,569 (4,573)

4560
5'-ARGCTT-3'
3'-TTCGAA-5'

(4573
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T7 promoter
(2620...2645)
5 TTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTCTATATAAGCAGAGCTCTCTGGCTAACTAGAGAACCCACTGCTTACTGGCTTATCOAAAT TAATACGACTCA
3 AACTGCGTTTACCCGCCATCCGCACATGCCACCCTCCAGATATATTCGTCTCGAGAGACCGATTGATCTCTTGGGTGACGAATGACCGAATAGCTTTAATTATGCTGAGT
CMV promoter > FlLuc CDS [ 77 promoter
Transcription start sequence (2646...2648) (2700...4352)
CTAT GGAATAAACTAGTATTcTTCTGGTCCCCACAGACTCAGAGAGAACCCGCCACCATGGAGGACGCCAAGAACAYCAAGAAGGGCCCCGCCCCCTTCYACCCCCTG

GATATTCCTTATTTGATCATAAGAAGACCAGGGGTGTCTGAGTCTCTCYTGGGCGGTGGTACCTCCTGCGGTTCTTGTAGTTCTTCCCGGGGCGGGGGAAGATGGGGGAC

1 s 10 15
Met Gl Asp Ala Lys Asn lle Lys Lys Gly Pro Ala Pro Phe Tyr Pro Leu
Fluc
T7 promoter
Transcription start sequence

GAGGACGGCACCGCCGGCGAGCAGCTGCACAAGGCCATGAAGCGGTACGCCCTGGTGCCCGGCACCATCGCCTTCACCGACGCCCACATCGAGGTGGACATCACCTACGE

CTCCTGCCGTGGCGGCCGCTCGTCGACGTGTTCCGGTACTTCGCCATGCGGGACCACGGGCCGTGGTAGCGGAAGTGGCTGCGGGTGTAGCTCCACCTGTAGTGGATGCG

20 25 30 35 .40 45 50
Gl Asp Gly Thr Ala Gly Glu Gln Leu Mis Lys Ala Met Lys Arg Tyr Ala Leu Val Pro Gly Thr lle Ala Phe Thr Asp Ala His Ile Glu Val Asp lle The Tyr Ala
Fluc

. Stop codon (4350...4352)
(TGA)

ACGCCCGGAAGATCCGGGAGATCCTGATCAAGGCCAAGAAGGGCGGCAAGATCGCCGTGTGATGAGCTGGAGCCTCGGTGGCCTAGCTTCTTGCCCCTTGGGLCTCCCCC

TGCGGGCCTTCTAGGCCCTCTAGGACTAGTTCCGGTTCTTCCCGCCGTTCTAGCGGCACACTACTCGACCTCGGAGCCACCGGATCGAAGAACGGGGAACCCGGAGGGEGE
550

535
Aspmuqmmugchlkwnetysmmmﬁw@vmneu-vuI
Fluc . S

Poly(A),q5 - 4466...4570
CAGCCCCTCCTCCCCTTECTGCACCCETACCCCEGTGGTCTTTGAATAAAGTCTGAGT GGGCOECAAMAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA

GTCGGGGAGGAGGGGAAGGACGTGGGCATGGGGGCACCAGAAACTTATTTCAGACTCACCCGCCGTTTTTTTTTTITTITITTITTITITITIITITTINITIITITNITIITITNNNT

Linearized site (5' overhangs)\ Hedl (4569) AAGCTT
4560 (4573) 180 TTCGAA

AAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAMAAAAAAAAAAAAAAAAWBCl' T 3
+ - e
TYIIYYYYI!YYYIlIYYIlI’I11IYYYYYYYYYYYIlIIYYIIYYYYYYYYYTYIYYTTCO% 5"
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