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pSmart VIE{&

1. =@RNER

Strep-tag [ @—1H 8 NMEEER (Trp-Ser-His-Pro-Gin- Phe-Glu-Lys) #REIEFS, #EA8H Streptvidin ST FER4MLES, MERIFEN
71tk Strep-tag 11 # Streptavidin /& 100 1511 £, Flitt Strep-tag 11 2—MRFHEEISIAR B AV E RIFAENATS, MBALEHE
N, EEBRAREE HRIEENEARE.

Twin Strep-tag 11 f#¥ Strep-tag 1| SHFEFBMACRGNEN L, BEESNEN. Fit, JURATFEENEF LEPHITENE
BB, Lthoh, BEREARSARNESEZEIRMT G0: S HEH. XREF, EEFNESTE) , FERATAEERKRNER
7%, HEREAREEFRITHPNEERESY.

A4 Strep-tag I1F&ER/), A TFREFREENRSMNEYEYE, WEAZHNEMAIUZERT, RtEEERZITE.

TEMEA £, FITFFET Twin Strep-tag || iR FRIZRIAER, ZEARE pET-28a HANERM ESUEMR, IR BIEREEEAT
SUMO ZAMIZERFYI, [EHEANTEY. MET LREBIUR, FEERFENEN, BGEERAATERE (XHARFRE
SMEMSEER) o LEIMNEAE EFRABERINT RFP FREMZERFS, ATUNATFEEREIPAMITIESH,. pSmart VIEERT UEERIIA
F]8Y STarm Beads 4FF 7\ B {TEA,

(6173) Eagl -NotI  PaeR7I - PspXI - Xhol (6181)

(6166) HindIII
(5160) ECORI -
(6152) BsrGI —
(60943 Alel ——

(5807) PstI-Sbfl _

Psil (370)

(s645) AhdI

O
(5482) Mscl i g ':,f\xm\,\
exriis 17 terming, <

(5455) BamHL "

N\ AsiSI - Pvul (345)

N\ TSPMI - Xmal (1067)
(s271) Dral N\ Smal (1065)
StrepTag 1L \
StrepTag Il
= ~BspDI - Clal (1250)
- — Nrul (1286)
T7 promoe
(4954) BglLI
(4523) SgrAl

(4775) Sph1 —

6343 bp

(4s66) BStAPT ||

(4242) Mlul - -
w %
(azz8) Bell Pil (2141)
" BsnQI - Sapl (zz56)
T Acel (2373)
" BStZ17I (2374)
PAIFL- Tth1111 (2399}

(4042) NmeAIIl 7/
(4n33) Apal /
(4035) PspOMI

(oa1) BssHL

(5740) Hinell - Hpal

(3401) PshAl / \ e
(3185) Bgll FspI - FSpAI (3164)

2. ZRBEMNR
..CC

EBEEIEE/ A GGGCGAGGAGGACAACATGGCCATCATCAAGGAGTTCATGCG
GTTCAAGGTGCACATGGAGGGAAGCGTGAACGGCCACGAGTTCGAGATCGAGGGAGAGGGAGAGGGAAGACCTTACGAGGGAAC
CCAGACCGCCAAGCTGAAGGTCACCAAGGGAGGACCACTGCCTTTTGCTTGGGACATCCTGTCCCCCCAGTTCATGTACGGCAGC
AAGGCCTACGTGAAACACCCAGCCGATATCCCCGACTACCTGAAGCTGAGCTTCCCAGAGGGCTTCAAGTGGGAGCGCGTGATGAA
CTTCGAGGACGGAGGAGTGGTGACCGTGACACAGGATAGCAGCCTGCAGGACGGCGAGTTCATCTACAAGGTCAAGCTGCGGGG
AACAAACTTCCCTTCAGACGGCCCCGTGATGCAGAAGAAGACCATGGGCTGGGAGGCCTCTAGCGAAAGGATGTATCCAGAGGAC
GGCGCCCTGAAAGGCGAAATCAAGCAGCGGCTGAAGCTGAAGGACGGAGGACACTACGACGCCGAAGTGAAGACCACCTACAAG
GCTAAGAAGCCTGTGCAGCTGCCAGGAGCCTACAACGTGAACATCAAGCTGGACATCACCAGCCACAACGAGGACTACACCATCGT
GGAGCAGTACGAGAGGGCCGAAGGAAGACACAGCACAGGAGGCATGGACGAGCTGTACAAGERARIBAAGCTTGCCGCCGCAET
B@AGCACCACCACCACCACCACTG...

EATRE REAETIRIEIRAIPIE855)5 RN ECOR, Hindlll, Noti|, XAl
73 Twin Strep-tag 111555, 7 SUMO #5%, L&F{AN RFP 5%, EEFEA 6xHis I7E
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wpEAN

BiVEEATNATERE, ®IT5IE5EUTHRE:

Forward primer: ATCGTGAACAGATTGGCGGC + gene5’ sequence

Reverse primer: CAGTGGTGGTGGTGGTGGTG (TCA stop codon) + gene3’ reverse complement sequence
LB SN, EifikE BamH [ BYIfI=, Tl EcoR I /HindIII/Not [ /Xho [ FHES—1N,

3. BFRIEAMBEEBYILA

M1iIFERIE
BNERIBSREEMHN 37C. 408, IPTG REN 1mM,

3.2 ZEREYILS
WSHPQFEKGGGSGGGSGGSSAWSHPQFEKSDSEVNQEAKPEVKPEVKPETHINLKVSDGSSEIFFKIKKTTPLRRLMEAFAKRQGKEM
DSLRFLYDGIRIQADQTPEDLDMEDNDIIEAHREQIGG|GS

LI ER SUMO ZAMMNRAYIR, EABYIRITELUE, BNEE N-IHREEH Gly-Ser BN TUAREERKLE. MRFEREE TR
ENBNEQRNKATERENS .

4. MFSIH
EREM pET-28a HAMERSIYIIAILL, EXBHEIEE B FERBENFSY T7-Pro & T7-Ter, FEMNFESEMAIE,

5. SEEREFFT

L EIRMCHZE Twin Strep-tag Il BFIRZEEFETILURERAERIGE, TEMICHE SUMO IR FI R ESEFILE,
tggcgaatgggacgcgccctgtageggegceattaagegeggegggtgtggtggttacgecgcagegtgaccgcetacacttgccagegecctagegeccgctectttegcetttcttcecttectttcteg
ccacgttcgccggctttcccegtcaagetctaaatcgggggcteectttagggttcegatttagtgctttacggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggecatege
cctgatagacggtttttcgccctttgacgtiggagtccacgttctttaatagtggactcttgticcaaactggaacaacactcaaccctatctcggtctaticttttgatttataagggattttgeccgatttcgge
ctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgtttacaatttcaggtggcacttttcggggaaatgtgcgcggaacccctatttgtttatitttctaaata
cattcaaatatgtatccgctcatgaattaattcttagaaaaactcatcgagcatcaaatgaaactgcaatttattcatatcaggattatcaataccatatttttgaaaaagcecgttictgtaatgaaggag
aaaactcaccgaggcagttccataggatggcaagatcctggtatcggtctgcgattccgactegtccaacatcaatacaacctattaatttcccctcgtcaaaaataaggttatcaagtgagaaate
accatgagtgacgactgaatccggtgagaatggcaaaagtttatgcatttctttccagacttgticaacaggccagccattacgcetcgtcatcaaaatcactcgcatcaaccaaaccgttattcattc
gtgattgcgcctgagcgagacgaaatacgcgatcgctgttaaaaggacaattacaaacaggaatcgaatgcaaccggcgcaggaacactgccagcegcatcaacaatattttcacctgaatca
ggatattcttctaatacctggaatgctgttttcccggggatcgcagtggtgagtaaccatgcatcatcaggagtacggataaaatgctigatggtcggaagaggcataaattccgtcagecagtttag
tctgaccatctcatctgtaacatcattggcaacgctacctttgccatgtttcagaaacaactctggcgceatcgggcttcccatacaatcgatagattgtcgcacctgattgcccgacattatcgegage
ccatttatacccatataaatcagcatccatgttggaatttaatcgcggcectagagcaagacgtttcccgttgaatatggctcataacaccccttgtattactgtttatgtaagcagacagttttattgttcat
gaccaaaatcccttaacgtgagttttcgttccactgagegtcagaccccgtagaaaagatcaaaggatcttcttgagatcectttttttctgcgegtaatetgetgettgcaaacaaaaaaaccaccgct
accagcggtggtttgtttgccggatcaagagcetaccaactcttittccgaaggtaactggcettcagcagagecgcagataccaaatactgtecttctagtgtagecgtagttaggccaccacttcaaga
actctgtagcaccgcctacatacctcgcetctgctaatcctgttaccagtggcetgetgccagtggegataagtegtgtcttaccgggttggactcaagacgatagttaccggataaggegcageggte
gggctgaacggggggttcgtgcacacagceccagcttggagcgaacgacctacaccgaactgagatacctacagegtgagcetatgagaaagcgccacgctticccgaagggagaaaggegg
acaggtatccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgcctggtatctttatagtcctgtcgggtttcgecacctcetgacttgagegtcgatttttgt
gatgctcgtcaggggggcggagcectatggaaaaacgccagcaacgcggcctttttacggttcctggecttttgctggecttttgctcacatgttctttcctgegttatcecectgattetgtggataaccgt
attaccgcctttgagtgagctgataccgctcgeccgcagecgaacgaccgagegcagcegagtcagtgagcgaggaagcggaagagcegcectgatgeggtattttctecttacgeatetgtgeggta
tttcacaccgcatatatggtgcactctcagtacaatctgctctgatgccgeatagttaagccagtatacactcegctatcgetacgtgactgggtcatggetgcgecccgacacccgccaacacceg
ctgacgcgccctgacgggcttgtetgctcececggeatecgcettacagacaagcetgtgaccgtctccgggagetgeatgtgtcagagattttcaccgtcatcaccgaaacgegegaggeagetgeg
gtaaagctcatcagcgtggtcgtgaagcgattcacagatgtctgcectgttcatccgegtccagetegttgagttictccagaagcegttaatgtctggcetictgataaagegggecatgttaagggeggt
tttttcctgtttggtcactgatgectcegtgtaagggggatttctgticatgggggtaatgataccgatgaaacgagagaggatgctcacgatacgggttactgatgatgaacatgcccggttactgga
acgttgtgagggtaaacaactggcggtatggatgcggcgggaccagagaaaaatcactcagggtcaatgccagcegcttcgttaatacagatgtaggtgttccacagggtagccagcagcatce
tgcgatgcagatccggaacataatggtgcagggegcetgacttccgegtttccagactttacgaaacacggaaaccgaagaccattcatgttgttgctcaggtcgcagacgttttgcagcagcagte
gcttcacgttcgcetcgegtatcggtgattcattctgctaaccagtaaggcaaccccgccagectageecgggtcctcaacgacaggagcacgatcatgcgcacccgtggggecgecatgccgge
Gataatggcctgcttctcgccgaaacgtttggtggcgggaccagtgacgaaggcttgagcgagggegtgcaagattccgaataccgcaagcgacaggcecgatcatcgtcgegetccagega
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aagcggtcctcgccgaaaatgacccagagegetgecggceacctgtcctacgagttgcatgataaagaagacagtcataagtgcggcgacgatagtcatgccccgegeccaccggaaggag
ctgactgggttgaaggctctcaagggcatcggtcgagatcecggtgectaatgagtgagctaacttacattaattgegttgegcetcactgeccgcetttccagtcgggaaacctgtegtgccagetge
attaatgaatcggccaacgcgcggggagaggceggtttgegtatigggecgecagggtggttttictittcaccagtgagacgggcaacagctgattgececttcaccgectggecctgagagagttge
agcaagcggtccacgctggtttgccccagcaggcgaaaatectgtttgatggtggttaacggecgggatataacatgagcetgtcttcggtatcgtegtatcccactaccgagatatccgcaccaacg
cgcagcccggactcggtaatggecgegcattgecgeccagegcecatcetgategtiggcaaccagcatcgcagtgggaacgatgccctcattcagceatttgcatggtttgttgaaaaccggacatgge
actccagtcgccttceegttcegetatcggetgaatttgattgcgagtgagatatttatgccagccagccagacgcagacgcgeccgagacagaacttaatgggeccgcetaacagegcegatttgetg
gtgacccaatgcgaccagatgctccacgcccagtcgegtacegtctticatgggagaaaataatactgttgatgggtgtctggtcagagacatcaagaaataacgccggaacattagtgcagge
agcttccacagcaatggcatcctggtcatccageggatagttaatgatcageccactgacgegttgcgcgagaagattgtgcaccgecgctttacaggcettcgacgecgcettegttctaccatcga
caccaccacgctggcacccagttgatcggcgcgagatttaatcgccgcgacaatttgcgacggcgegtgcagggccagactggaggtggcaacgccaatcagcaacgactgtttgcccgece
agttgttgtgccacgeggttgggaatgtaattcagctccgecatcgecgcettecactttttcccgegttttcgcagaaacgtggcetggectggttcaccacgecgggaaacggtctgataagagacacc
ggcatactctgcgacatcgtataacgttactggtttcacattcaccaccctgaattgactctcttccgggcegctatcatgeccataccgcgaaaggttttgcgecattcgatggtgtccgggatctcgacg
ctcteecttatgcgactectgcattaggaagcagcccagtagtaggttgaggccgttgagcaccgccgecgcaaggaatggtgcatgcaaggagatggcgceccaacagtccceccggecacgg
ggcctgccaccatacccacgccgaaacaagcegctcatgagecccgaagtggegagceccgatcticcccatcggtgatgtcggegatataggecgecagcaaccgeacctgtggegecggtgat
gccggcecacgatgegtccggegtagaggatcgagatctcgatcccgecgaaattaatacgactcactataggggaattgtgagcggataacaattccectctagaaataattttgtttaactttaaga
aggagatataccatgggttggagccatccgcagtttgaaaaaggtggtggctcaggtggeggctctggeggttctagtgcatggagtcatccgeagtitgaaaaatcagatagcgaagttaatca
ggaagccaaaccggaagttaaaccggaagttaaaccggaaacccatattaatctgaaagtgagcgatggctctagtgaaatttttittaaaattaaaaaaaccaccccgttacgtcgcettaatgg
aagcctttgcaaaacgccagggcaaagaaatggatagcttacgctttctgtatgatggcattcgtaticaggccgatcagaccccggaagatttagatatggaagataatgatattattgaagcac
atcgtgaacagattggcggcggatccaagggcgaggaggacaacatggccatcatcaaggagttcatgcggttcaaggtgcacatggagggaagegtgaacggccacgagttcgagateg
agggagagggagagggaagaccttacgagggaacccagaccgccaagctgaaggtcaccaagggaggaccactgecttttgettgggacatcectgtccecececcagttcatgtacggcagea
aggcctacgtgaaacacccagccgatatccccgactacctgaagetgagcettcccagagggcttcaagtgggagegegtgatgaacttcgaggacggaggagtggtgaccgtgacacagga
tagcagcctgcaggacggcgagttcatctacaaggtcaagctgcggggaacaaacttcecttcagacggecccgtgatgcagaagaagaccatgggcetgggaggcctctagcgaaaggat
gtatccagaggacggcgccctgaaaggcgaaatcaagcagcggctgaagctgaaggacggaggacactacgacgccgaagtgaagaccacctacaaggctaagaagcectgtgcagcet
gccaggagcctacaacgtgaacatcaagctggacatcaccagccacaacgaggactacaccatcgtggagcagtacgagagggccgaaggaagacacagcacaggaggcatggacg
agctgtacaaggaattcaagcttgcggcecgceactcgagcaccaccaccaccaccactgagatccggctgctaacaaagcccgaaaggaagcetgagttggetgctgccaccgetgagcaata
actagcataaccccttggggcctctaaacgggtcttgaggggttttttgctgaaaggaggaactatatccggat

6. TR B RAEX M

BER 5s i
pSmart VI SLP028 100 ng/pl, 10 pl
SA053005 5ml
SA053025 25 ml
Streptavidin ST Beads 4FF SA053100 100ml
SA053500 500 ml
SA05301L 1L
SA05310L 0L
SA053C11 1X1 mi
SA053C51 5x1 ml
PreCap Streptavidin ST SA053C15 1X5 ml
SA053C55 5X5 ml
SA053CS 3X1 ml+1X5 ml
SA092005 5ml
SA092025 25 ml
STarm Beads 4FF SA092100 100 ml
SA092500 500 ml
SA09201L 1L
SA09210L 0L
SA092C11 1X1 ml
SA092C51 5x1 ml
PreCap STarm SA092C15 1X5 ml
SA092C55 5X5 ml
SA092CS 3X1 ml+1X5 ml
%
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(BR)
SA035010 5ml
SA035050 25 ml
Ni Smart Beads SA035100 100 ml

SA035500 500 ml
SA03501L 1L
SA03510L 0L
SA036010 5ml
SA036050 25 ml

Ni Smart Beads 6FF SA036100 100 ml
SA036500 500 ml
SA03601L 1L
SA03610L 0L
SA036C11 1X1 ml
SA036C51 5x1 ml

HisCap Smart 6FF SA036C15 1X5 mi
SA036C55 5X5 ml
SA036CS 3X1 mI+1X5 ml
SC00450 50 %

Smart Assembly Cloning Kit
SC004250 5X50 R
SLR00601 500 mg
D-Biotin SLR00602 19
SLR00603 59
%
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