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1. $iFNE
pShaKit BERTAMHEEALAEARENEZBHIE, L pET28a NBLRBGETM, EIRBEASIN Flag-HA-Sumo ZAFEFF, ZEHA
A& EGFP RAZBERETH, TMEAEERAFHRERESANRFISRENRERN, ATRIISEEESRA,. MtTELRARNT
T, RAEMBEHENER 1, TEFTIS WM,
pShaKit Ei{& & & AL 1L INEELIE {4 : pShaKit-BamH I /Xho | 5 pShaKit-BamH I /HindIll, E& pShaKit-BamH I /Xho 1 & BamH I .
Xho 1 WEELIEREIWEIZEE, HIAMRDR His t5ZF5; pShaKit-BamH I /Hind IR BamH I . HindIIIWESY) SR EINIRE, HIARE
Strep 17 F5,

% 1: pShaKit HixE8

BRI oo 1
. pShaKit Z{AEL
. ARG

TTTI (B B oottt sttt 1

KR pShaKit

HARE IEE 25040

ik RIBETE (Kanamycin R+)

iy BamH 1. Xho I . Hind III

N2 EGFP EEFFI

W54 EEM5|#, pShaKit-Fseq: GATGGAAGCGTTTGCAAAGC; kM54, T7-Ter: GCTAGTTATTGCTCAGCGG

2. pShaKit FH{FELE

5000 5250

BamHI

5500 5750

6000

Xholl |HindIII

6250

T7 promoter | RBS | HA
lac operator FLAG

3. T=iESAF
KB, 20CRE, BRE2E, KITA, BF-80CRE, BRREFM.

4. iTIHEE

1. pShaKit HFEEREE

8xHis | T7 terminator

Strep-Tag II

B ES L
BR0152-01 10 pg
pShaKit

BR0152-02 50 ug
BR0155-01 10 g

pShaKit-BamH 1 /Xho [
BR0155-02 100 g
BR0156-01 10 pg

pShaKit-BamH I /HindIIl
BR0156-02 100 pg
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5. ¥R am

=L =S P

BK0077-01 10T

EER M ARTEEERESANETE
BK0077-02 50 T

BR0005-01 10 ml

BR0005-02 100 ml

PIHBERE R
BR0005-03 1L

BR0005-04 2ml

MAO0701-01 1mi

Anti-HA Magrose Beads MAOQ701-02 5ml

MAO0701-03 25ml

BR0153-01 60 pl

Ulpase
BR0153-02 300 pl

DNA Assembly Cloning Kit BK0024-01 50 rxn

6. FifF
TGGCGAATGGGACGCGCCCTGTAGCGGCGCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACC
GCTACACTTGCCAGCGCCCTAGCGCCCGCTCCTTTCGCTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGC
TTTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACGGCACCTCGACCCCA
AAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCCCTGATAGACGGTTTTTCGCCCTTTGACGTT
GGAGTCCACGTTCTTTAATAGTGGACTCTTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTT
TTGATTTATAAGGGATTTTGCCGATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTAACGCGAA
TTTTAACAAAATATTAACGTTTACAATTTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTT
ATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAATTAATTCTTAGAAAAACTCATCGAGCATCAAATGAAAC
TGCAATTTATTCATATCAGGATTATCAATACCATATTTTTGAAAAAGCCGTTTCTGTAATGAAGGAGAAAACTCAC
CGAGGCAGTTCCATAGGATGGCAAGATCCTGGTATCGGTCTGCGATTCCGACTCGTCCAACATCAATACAACC
TATTAATTTCCCCTCGTCAAAAATAAGGTTATCAAGTGAGAAATCACCATGAGTGACGACTGAATCCGGTGAGA
ATGGCAAAAGTTTATGCATTTCTTTCCAGACTTGTTCAACAGGCCAGCCATTACGCTCGTCATCAAAATCACTC
GCATCAACCAAACCGTTATTCATTCGTGATTGCGCCTGAGCGAGACGAAATACGCGATCGCTGTTAAAAGGAC
AATTACAAACAGGAATCGAATGCAACCGGCGCAGGAACACTGCCAGCGCATCAACAATATTTTCACCTGAATC
AGGATATTCTTCTAATACCTGGAATGCTGTTTTCCCGGGGATCGCAGTGGTGAGTAACCATGCATCATCAGGAG
TACGGATAAAATGCTTGATGGTCGGAAGAGGCATAAATTCCGTCAGCCAGTTTAGTCTGACCATCTCATCTGTA
ACATCATTGGCAACGCTACCTTTGCCATGTTTCAGAAACAACTCTGGCGCATCGGGCTTCCCATACAATCGATA
GATTGTCGCACCTGATTGCCCGACATTATCGCGAGCCCATTTATACCCATATAAATCAGCATCCATGTTGGAATT
TAATCGCGGCCTAGAGCAAGACGTTTCCCGTTGAATATGGCTCATAACACCCCTTGTATTACTGTTTATGTAAGC
AGACAGTTTTATTGTTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAA
AAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCT
ACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGC
GCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTA
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CATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGA
CTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACGGGGGGTTCGTGCACACAGCCCAGCT

TGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAG
GGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAG
GGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGATG
CTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTTCCTGGCCTTTTGCT
GGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTTGAGTGA
GCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGCGC
CTGATGCGGTATTTTCTCCTTACGCATCTGTGCGGTATTTCACACCGCATATATGGTGCACTCTCAGTACAATCT
GCTCTGATGCCGCATAGTTAAGCCAGTATACACTCCGCTATCGCTACGTGACTGGGTCATGGCTGCGCCCCGA
CACCCGCCAACACCCGCTGACGCGCCCTGACGGGCTTGTCTGCTCCCGGCATCCGCTTACAGACAAGCTGT
GACCGTCTCCGGGAGCTGCATGTGTCAGAGGTTTTCACCGTCATCACCGAAACGCGCGAGGCAGCTGCGGT
AAAGCTCATCAGCGTGGTCGTGAAGCGATTCACAGATGTCTGCCTGTTCATCCGCGTCCAGCTCGTTGAGTTT
CTCCAGAAGCGTTAATGTCTGGCTTCTGATAAAGCGGGCCATGTTAAGGGCGGTTTTTTCCTGTTTGGTCACT
GATGCCTCCGTGTAAGGGGGATTTCTGTTCATGGGGGTAATGATACCGATGAAACGAGAGAGGATGCTCACGA
TACGGGTTACTGATGATGAACATGCCCGGTTACTGGAACGTTGTGAGGGTAAACAACTGGCGGTATGGATGCG
GCGGGACCAGAGAAAAATCACTCAGGGTCAATGCCAGCGCTTCGTTAATACAGATGTAGGTGTTCCACAGGG
TAGCCAGCAGCATCCTGCGATGCAGATCCGGAACATAATGGTGCAGGGCGCTGACTTCCGCGTTTCCAGACT
TTACGAAACACGGAAACCGAAGACCATTCATGTTGTTGCTCAGGTCGCAGACGTTTTGCAGCAGCAGTCGCT
TCACGTTCGCTCGCGTATCGGTGATTCATTCTGCTAACCAGTAAGGCAACCCCGCCAGCCTAGCCGGGTCCT
CAACGACAGGAGCACGATCATGCGCACCCGTGGGGCCGCCATGCCGGCGATAATGGCCTGCTTCTCGCCGA
AACGTTTGGTGGCGGGACCAGTGACGAAGGCTTGAGCGAGGGCGTGCAAGATTCCGAATACCGCAAGCGAC
AGGCCGATCATCGTCGCGCTCCAGCGAAAGCGGTCCTCGCCGAAAATGACCCAGAGCGCTGCCGGCACCT
GTCCTACGAGTTGCATGATAAAGAAGACAGTCATAAGTGCGGCGACGATAGTCATGCCCCGCGCCCACCGGA
AGGAGCTGACTGGGTTGAAGGCTCTCAAGGGCATCGGTCGAGATCCCGGTGCCTAATGAGTGAGCTAACTTA
CATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCTGTCGTGCCAGCTGCATTAATGAATCGG
CCAACGCGCGGGGAGAGGCGGTTTGCGTATTGGGCGCCAGGGTGGTTTTTCTTTTCACCAGTGAGACGGGC
AACAGCTGATTGCCCTTCACCGCCTGGCCCTGAGAGAGTTGCAGCAAGCGGTCCACGCTGGTTTGCCCCAG
CAGGCGAAAATCCTGTTTGATGGTGGTTAACGGCGGGATATAACATGAGCTGTCTTCGGTATCGTCGTATCCC
ACTACCGAGATATCCGCACCAACGCGCAGCCCGGACTCGGTAATGGCGCGCATTGCGCCCAGCGCCATCTG
ATCGTTGGCAACCAGCATCGCAGTGGGAACGATGCCCTCATTCAGCATTTGCATGGTTTGTTGAAAACCGGAC
ATGGCACTCCAGTCGCCTTCCCGTTCCGCTATCGGCTGAATTTGATTGCGAGTGAGATATTTATGCCAGCCAG
CCAGACGCAGACGCGCCGAGACAGAACTTAATGGGCCCGCTAACAGCGCGATTTGCTGGTGACCCAATGCG
ACCAGATGCTCCACGCCCAGTCGCGTACCGTCTTCATGGGAGAAAATAATACTGTTGATGGGTGTCTGGTCAG
AGACATCAAGAAATAACGCCGGAACATTAGTGCAGGCAGCTTCCACAGCAATGGCATCCTGGTCATCCAGCG
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GATAGTTAATGATCAGCCCACTGACGCGTTGCGCGAGAAGATTGTGCACCGCCGCTTTACAGGCTTCGACGC
CGCTTCGTTCTACCATCGACACCACCACGCTGGCACCCAGTTGATCGGCGCGAGATTTAATCGCCGCGACAA

TTTGCGACGGCGCGTGCAGGGCCAGACTGGAGGTGGCAACGCCAATCAGCAACGACTGTTTGCCCGCCAG
TTGTTGTGCCACGCGGTTGGGAATGTAATTCAGCTCCGCCATCGCCGCTTCCACTTTTTCCCGCGTTTTCGCA
GAAACGTGGCTGGCCTGGTTCACCACGCGGGAAACGGTCTGATAAGAGACACCGGCATACTCTGCGACATC
GTATAACGTTACTGGTTTCACATTCACCACCCTGAATTGACTCTCTTCCGGGCGCTATCATGCCATACCGCGAA
AGGTTTTGCGCCATTCGATGGTGTCCGGGATCTCGACGCTCTCCCTTATGCGACTCCTGCATTAGGAAGCAG
CCCAGTAGTAGGTTGAGGCCGTTGAGCACCGCCGCCGCAAGGAATGGTGCATGCAAGGAGATGGCGCCCAA
CAGTCCCCCGGCCACGGGGCCTGCCACCATACCCACGCCGAAACAAGCGCTCATGAGCCCGAAGTGGCGA
GCCCGATCTTCCCCATCGGTGATGTCGGCGATATAGGCGCCAGCAACCGCACCTGTGGCGCCGGTGATGCC
GGCCACGATGCGTCCGGCGTAGAGGATCGAGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAAT
TGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCATGGGAGATTATA
AAGATGATGACGACAAGGGTGGTTATCCGTACGATGTTCCGGATTATGCGGGTGGTTCTGACAGCGAAGTCAA
CCAGGAGGCGAAGCCGGAGGTGAAGCCGGAGGTAAAACCAGAGACACATATTAACCTGAAAGTTAGCGATG
GCTCTTCCGAGATCTTCTTCAAAATCAAGAAAACCACGCCGTTGAGACGTCTGATGGAAGCGTTTGCAAAGC
GCCAGGGTAAGGAGATGGATTCCCTGCGTTTTCTGTACGACGGCATCCGCATTCAGGCTGACCAAACCCCGG
AGGACCTGGACATGGAGGACAACGATATTATCGAGGCGCATCGTGAACAAATTGGTGGTGGATCCGTGTCTAA
GGGTGAAGAACTTTTTACCGGCGTTGTTCCGATCCTGGTCGAATTAGATGGCGACGTTAACGGTCACAAATTC
AGCGTGTCCGGCGAGGGTGAGGGCGATGCAACCTACGGCAAACTGACCCTCAAGTTCATTTGTACCACTGGT
AAACTGCCAGTTCCGTGGCCTACGCTCGTGACCACCTTGACGTACGGGGTGCAGTGCTTTAGCCGTTATCCG
GACCACATGAAACAACATGACTTCTTCAAAAGCGCTATGCCGGAGGGTTACGTGCAAGAACGTACGATTTTTT
TCAAGGACGACGGCAATTACAAGACGCGTGCCGAAGTCAAGTTCGAAGGTGATACCCTGGTTAACCGCATCG
AGTTGAAGGGCATTGATTTCAAGGAGGACGGCAACATCTTGGGTCACAAATTGGAATATAACTATAATAGCCAC
AACGTGTATATCATGGCTGACAAACAAAAAAACGGCATTAAAGTGAACTTTAAGATCCGTCATAATATTGAAGAC
GGCAGCGTTCAGCTGGCGGACCACTACCAGCAGAATACCCCGATCGGCGATGGTCCGGTTCTGCTGCCGGA
TAATCATTATCTGTCGACCCAAAGCGCCCTGAGCAAAGATCCGAATGAAAAACGCGATCACATGGTATTGCTGG
AATTTGTAACCGCGGCAGGTATCACCCTGGGTATGGATGAACTGTACAAGTAACTCGAGGGTGGTCACCACCA
CCACCACCACCACCACTAAAAGCTTGGTGGTTGGAGCCACCCGCAGTTCGAAAAATAAGATCCGGCTGCTAA
CAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTC
TAAACGGGTCTTGAGGGGTTTTTTGCTGAAAGGAGGAACTATATCCGGAT
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