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Z 1)CR-Blunt [I"-TOPO Oifi{ETEE : RRSHE

E2 KEGE TOP10 0 genotype
F merA A(mrr-hsdRMS-mcrBC)®80lacZ A M15 AlacX74 recAl deoR araD139 A(ara-leu)7697 galU
galK rpsL (StrR) endAl nupG

3 SYNGCH O#IETERE ; HIESHE

E458C11 SBANK OEEFRE ; JIfSHE

5 KIBHE DH5a0 genotype
F @80lacZ A M15 A(lacZY A-argF) U 169 deoR recAl endAl hsdR17 (1, mK+) supE44 )" thi-1
gyrA96 relAl
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M13 Reverse priming site SP6 promoter/priming site !

201 CACAHACAGGAA ACAGCTATGA (QCATGATTAC GCCAAGCTAT TTAGGTGACA CTATAGAATA
GTGTGTCCTT TGTCGATACT GGTACTAATG CGGTTCGATA AATCCACTGT GATATJTTAT
NSIiI Hifd Il Asp718 | Kpn II Ecl136 Il Sac | B.IamH | Sple |

| (-
CTCAAGCTAT GCATCAAGCT TGGTACCGAG CTCGGATCCA CTAGTAACGG CCGCCAGTGT

GAGTTCGATA CGTAGTTCGA ACCATGGCTC GAGCCTAGGT GATCATTGCC GGCGGTCACA

EctI)R | Ec¢|>R 1 Psltl ECIORV
GCTGGAATTC GCCCTT AAGGGCGAATTCT GCAGATA
CGACCTTAAG CGGGAA Blunt PCR Product TTCCCGCTTAAGA CGTCTAT

Not | Xho| Nsi | Xba | Drall Apal T7 promoter/priming site

| | I |
TCCATCACAC TGGCGGCCGC TCGAGCATGC ATCTAGAG'GG CCCAATTCGQC CCTATAGTGA

AGGTAGTGTG ACCGCCGGCG AGCTCGTACG TAGATCTCCC GGGTTAAGOG GGATATCACT
e

M13 Forward (-20) priming site

GTCGTATTIAC AATTCACTGG CCGTCGTTTT ACAACGTCGT GACTGGGAAA ACCCTGGCGT 476
\CAGCATAATG TTAAGT|GACC GGCAGCAAAA TGITGCAGCA CTGACCCTTT TGGGACCGCA

/

pCR®-Blunt II-
TOPO®

Comments for pCR®-Blunt II-TOPO® ‘
3519 nucleotides 3519 bp

Ui fweue

lac promoter/operator region: bases 95-216
M13 Reverse priming site: bases 205-221
LacZ-alpha ORF: bases 217-576
SP6 promoter priming site: bases 239-256
Multiple Cloning Site: bases 269-399
TOPO®-Cloning site: bases 336-337
T7 promoter priming site: bases 406-425
M13 (-20) Forward priming site: bases 433-448
Fusion joint: bases 577-585
ccdB lethal gene ORF: bases 586-888
kan gene: bases 1099-2031

kan promoter: bases 1099-1236

Kanamycin resistance gene ORF: bases 1237-2031
Zeocin resistance ORF: bases 2238-2612
pUC origin: bases 2724-3397



%3 )\% 21094 LR transfervector pSYNGCH

Polyhedrin prom oter

Bglll Sacl FcoRl Kpnl FEcoRV  Xhol
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MCS

Sall6494 AatloT

BstA/16411
Sall6209

SnaB1 180
Hnd I 545

Hpal6103 .
Salle69

Chl11135

orfl133 Bam H1 1471
- Salllb42
Transfervector pSYNGCH

6685 bp
Salll1945

protem

knase

Scald431
Hpal 2361

Hpal2491



x4 79 =74 LR transfervector pSC11 SBANK

Pyull (7588)
TK-R

EcoRI (6562)
Notl (6545)
Kpnl (6538)
Apal (6528)
Bgl1l (6514)
Sall (6504)

MCS

BamHI (6497)

bla

p7.5
Xbal (6228)

pi1

pSC11 SBAKN
EcoRI (6123)

Pvull (2065)
7939 bp

Xhol (6117) HindlIII (2244)

BamHI (6111) Xbal (2383)
Pvull (6029) TK-L
Hpal (5695) EcoRI (3014)
Hpal (5071)

Pst1 (3033)

lacZ BamHI (3040)

Sacl (4185) Pvull (3110)
EcoRI (3113)

Pvull (3472)





