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Attachment 1
Plasmid Construct Map
The gene was cloned in pET-28a(+)-TEV by Ndel/Xhol .

rNdeI U4850FL070-5 Xhol —‘

> BamH |
P /*/ —1T7itag
a,//—— Nde |

s TEV site Hi Nhe |
pET-28a(+)-TEV - _Histag
S — R8BS INco!
5.4kb & 0 xval

~. 17 promoter
~Bgll

Xhol

5 NQtl
“D’O‘ T termlnator gg’,(,l i

Q'_b Sac!
g Blp/ ]H|3 tag EcoR |

Byl 17 promoter lac operator Xba | rbs
<« AG ATC TCG ATC CCG CGA AAT TAA TAC GAC TCA CTA TAG GGG AAT TGT GAG CGG ATA ACA ATT CCC CTC TAG AAA TAA TTT TGT TTAACT TTA AGA AGG AGA
Neol His tag Ndel  Nhel T7 tag

TAT ACC ATG GGC AGC AGC CAT CAT CAT CAT CAT CAC AGC AGC GGC  GAG AAT CTT TATTTT CAG GGC CAT ATG GCT AGC ATG ACT GGT GGA CAG CAA ATG GGT
MGG § 8§ 5 B H 83 B HS § &.F NLY FOQ 6GHMAS LT GG E E MG

TEV site
BamH| EcoR1  Sacl Sall  Hind 111 Not 1 Xhol His tag
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AAG CTG AGT TGG CTG CTG CCA CCG CTG AGC AAT AAC TAG CAT AAC CCC TTG GGG CCT CTA AAC GGG TCT TGA GGG GTTTTT TG -~

Notes:This map is based on a commercial vector. Some of the clone sites may be lost after cloning.

Enzyme Digestion

Lane M: KB Ladder

Lane 1:U4850FL070-5 plasmid

Lane 2:U4850FL070-5 plasmid digested
by Miul and Xhol

Digestion Conditions:

About 300ng plasmid digested

Digestion in water-bath,37°C for 40 minutes
1% Agarose Gel
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KB Ladder DL3000
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