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pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S2 R ua4lui% SR F B BORL)

IR E IR (253
D4745-1ug pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S25EME 401 S BIFRIEFk) lug
D4745-100ug pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S25EME 401 S BIFRIE kL) 100ug
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MoniElJrT:

>

pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S2 2R U 40 M 5 T BY R IX FiRL) 2 38 = K B AT W & 42 7= 1Y S2 SR i 41 B (Drosophila
Schneider 2)iESRRIAFRL, ABKEE coprala 8 FH AR KPuromycin N-acetyltransferase (Puro)&K#1ZsGreen%k
BIRNEA, WK ER (Puromycin dihydrochloride) (ST551)fE AT IS EISH HRIEE K115 SIS R a R e AArk, M
AR EHEHREE, BEPOCBHRNEGREISE, 1] DI S2 R4 uATE: RRUR, BB R IR P AR A S 2 S i 2
MU AR S PRSI B R IIERUR, BRSNS B A R AN IE IS (A1 @ 7 2 i =X 4t AR G =8 DL AR 2
AR, T RMBEF, RRYIFHIEHR LRI RIS N pMT/BiP/V5-His/CoPuro (D4739) 1 32 ik 41 1 %% X 1Y
pPMT/BiP/V5-His/CoPuro-P2A-mCherry (D4742),

S2SRMRANAE, WFRS2IRMEILAALNAE, S240f, S2EHRANAE, J5 H20-24/ N S 1 SRR SR IR RAREHA N AR 4IRS 724 (1], S25R 0%
ARG MEUEFRR R LB A, (ERDA N BRI, TBFRCO., WITEEIR(26-28°C) 5, ARKHEEN, 4% ER,
AEE BN R R E MR RIBINEEARH, RALMBEEFRE, O AT AIEEARANE[2],

AT R FIIMT /R 2N ¥ (The Drosophila metallothionein promoter)3Z B & & 7-19(Zn?*, CA)M™ kA, RS2 Fiud
AT IE IS 0 A CuSO 45X CACL B & s h MR N 2RI, BI# F 500-1000uM CuS048Z10uM CdCl. % S AMNE I K 38X,
CuSO.4ifE#H MK T CdCl,, CACLBEIER =T CuSOs.[3],

AR ABIP IS S K (BIiP secretion signal peptide), REASENIIGEAR A IEREFRE LEY, ET A8k, BiPy
MBS RKINECR S WM SRt PA IBE S AKAE 4,

AR S S RIS R e MR 2 A, SIS B i N S A HRE S RIE, ISR EE D AR N2-10pg/ml, ik
N EIPoRE i

P2ARRIET 1RSSR AR B 2A (Porcine teschovirus-1 2A), Z2AMEI—&, Zmpdr=4—FEA BFMTREI AL, BESTERY
BEHATERRETY), vl DASEBURI A — MR AR Z N E A RMNIIAE4], P2ABRIINNEGREN 50 ° %%, R2E
M RHEIE100%, FrRUREP2A L RIFEAMNZRIEKEAEY, B EFEANCHISUNII—SRINIP2ARKBR5RE, M NFEENIN
IS BN ERR. ABRRIBIZsGreenSk th iR H AINENS B =PI AR I (F H DIRES AN ZA M S BB RZ M

A BRLAE 2 a2 5 & B VSRS (GKPIPNPLLGLDST) fiHistn& (HHHHHH), T E4%E [ amFsit,

AR EA RN EERAmpicillin)bitk, FIRIAREYEBER2VUERCRBTE G HER R,
pMT/BiP/V5-His/CoPuro-P2A-ZsGreen/fhi B A1 R :
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> pMT/BiP/V5-His/CoPuro-P2A-ZsGreen il 3 B B40 R :
Base pairs
SV40 poly(A) signal
ZsGreen

P2A

Puromycin M-acetyltransferasee
copia promoter
M13 Forward

MT promoter
BiP signal peptide
MCS (Multiple Cloning Site)
V5 Tag

6X His Tag

SV40 poly(A) signal
M13 Reverse

lac operator

lac promoter

CAP binding site

or1

Ampicillin

Ampicillin promoter

» pMT/BiP/V5-His/CoPuro-P2A-ZsGreenft) 22 5l A7 s I E A RIS R :

2851

2901

2951

3001

3051

3101

3151

MT promoter

TCAGTGCAAC
AGTCACGTTG

ACTGGCCGTC
TGACCGGCAG
Kpnl
CCGGGGTACC
GGCCCCATGG
Notl
AGTGGCGGCC
TCACCGCCGG

AACCCTCTCC
TTGGGAGAGG

CCATTGAGTT
GGTAACTCAA

GAGCTCGCTG
CTCGAGCGAC

TAAAGGGGGG ATCCGATCTC AATATGAAGT TATGCATATT
ATTTCCCCCC TAGGCTAGAG TTATACTTCA ATACGTATAA
Bglll
GTGGCCTTTG TTGGCCTCTC GCTCGGGAGA TCTCCATGGC
CACCGGAAAC AACCGGAGAG CGAGCCCTCT AGAGGTACCG
Spel EcoRl EcoRV
TACTAGTCCA GTGTGGTGGA ATTCTGCAGA TATCCAGCAC
ATGATCAGGT CACACCACCT TAAGACGTCT ATAGGTCGTG
Xbal Apal BstBlI V5 Tag
GCTCGAGTCT AGAGGGCCCT TCGAAGGTAA GCCTATCCCT
CGAGCTCAGA TCTCCCGGGA AGCTTCCATT CGGATAGGGA
6X His Tag
TCGGTCTCGA TTCTACGCGT ACCGGTCATC ATCACCATCA
AGCCAGAGCT AAGATGCGCA TGGCCAGTAG TAGTGGTAGT

TAAACCCGCT GATCAGCCTC GACTGTGCCT TCTAAGGCCT
ATTTGGGCGA CTAGTCGGAG CTGACACGGA AGATTCCGGA
Sv40 poly(A) signal
ATCAGCCTCG ATCGAGGATC CAGACATGAT AAGATACATT
TAGTCGGAGC TAGCTCCTAG GTCTGTACTA TTCTATGTAA

» pMT/BiP/V5-His/CoPuro-P2A-ZsGreenH %A MBI s 5!

Aarl

Aor51HI

Barl
Bpil

Bsp68I
BstAFI
Bsu361
Eco811
1-Scel
Nt.BbvCl

Pmill
Rgal
Sgsl
Xcml

2/4 D4745 pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S2 HUgeiuif SRIFIA B0

AccB71
Ascl
BbrPl
BpuAl
BspDlI
BstBAI
BsuTUI
Ecol1051
KFILI
Pacl
Ppu21l
Rigl
Smil

Afel
AspA2l
BbvCl
BsaAl
BspXl
BstSNI
Clal
Fsel
Mrel
PFIMI
PshAl
SanDlI
Srfl

ATlL11
Avrll
Bfri
Bse21l
BssNAI
Bstv2l
CspCl
FspAl
MspCl
P1-Pspl
Psp511
SfaAl
Swal

Acvl
AsiSl
Bbsl
Bsa291l
BspTl
BstPAI
BtuMl
Fall
MauBI
PalAl
PpuMl
Rrul
SnaBlI

XmaJdl
> pMT/BiP/V5-His/CoPuro-P2A-ZsGreenH (1 BA BN s 145 :

BiP signal peptide

Smal

Ajul
Axyl
BiInl
BseCl
Bst98l1
Bstz171
Eco47111
1-Ceul
Nb.BbvCl
P1-Scel
PspCl
Sgfl
Van9ll

5675
238-372
561-1256
1263-1319
1329-1925
1942-2221
2412-2428
2444-2866
2884-2937
2938-3035
3036-3077
3087-3104
3177-3311
3455-3471
3479-3495
3503-3533
3548-3569
3857-4445
4616-5476
5477-5581

Alol
Banlll
Boxl
BshVlI
Bst11071
Bsul5l
Eco721
1-Ppol
Nrul
PmaCl
PspPP1
SgrDI
Vha4641
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Absl Acc651 Agel Alel AlwNI Apal
Blpl Bmtl BsaBI BsiWl BspEI BspQl
BssHI 1 BstBI BstEll BtgZl Dralll Eco53kl
EcoRV Hpal Kpnl Mfel Miul Nhel
Nsil Pcil Pmel PspOMI Rsrll Sacl
Sapl Sbfl Scal SexAl SFil SgrAl
Spel Sspl TspMl Xbal Xmal

pMT/BiP/V5-His/CoPuro-P2A-ZsGreen/Tuk: HrE 35 5 FH I T 5 195 51140 F -

M13 Forward (2412-2428): 5'-GTAAAACGACGGCCAGT-3'
M13 Reverse (3455-3471): 5-CAGGAAACAGCTATGAC-3'

> pMT/BiP/V5-His/CoPuro-P2A-ZsGreenf £ FHIE RIESH EH AR IME_HiZBRIE o

Bglll
BsrGl
EcoRlI
Notl
Sacll
Smal

2EECN
FE RS FE TR (2ES
D4745-1ug PMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S25Rua4HMIE S RIA TR lug
D4745-100ug PMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S25Rua4HMIE S RIA TR 100ug
— YA 13

RIFFM:
-20°CHR%%,

EREIN

> APRARZERZ KA AEH T EME LR, AR

ZPNCUNGIFERN et SINER NG XV

> AP URT LA RRIRENH, MR TIRRIZHEGGTT, MIAT 8RS, MIFRTEEEEN.
> N TIERZ AR, TEFR R T E R,

fEFBRER

1. B 1 ng EARRIAT FhiN, G CBU D BA BRI, TR, P RECKEMIZ A B TRSHIE. MRS
ok A] DO B VTR TEEE, BOBEd NPT E5E.

2. 100pg LR = SR B WARAE
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Mxr=m:
=] FE AR (2ES
D4701-1pg pCoPuro (S25R i Hfs 2 4R 07 % SR lug
D4701-100ug pCoPuro (S25R i s 4K I 1% SR 100ug
D4705-1pg pCoBlast (S2 5l 41 AfUAz E 4H MR L) lug
D4705-100ug pCoBlast (S2 5l 41 AfUAz 41 RR s AL ) 100pg
D4708-1ug pCoHygro (S2 5L A ke & 20 MUK i 128 JTk ) lug
D4708-100ug pCoHygro (S2 5t 2 M= E A Mk 18 BTkL) 100ug
D4712-1ug PMT/V5-His/lacZ (S2F-u 4 ARH M X B Bk lug
D4712-100ug pPMT/V5-His/lacZ (S2F-u & AaRH M X B Bk 100ug
D4716-1pg PMT/V5-His A (S22l S B FRIK R lug
D4716-100ug PMT/V5-His A (S2 5% SR FRIK TR 100pg
D4719-1pg PMT/V5-His B (S2 R M40 S RIK TR lug
D4719-100ug PMT/V5-His B (S2E-4B4HI Sk 5k 100pg
D4721-1ug pMT/V5-His C (S25R @ 4HAIE SRR TR lug
D4721-100pg pMT/V5-His C (S2E-4B4HI S5k k) 100pg
D4724-1ug PMT/BiP/V5-His/EGFP (S2 5 4R ARH 14Xt F& ks ) 1ug
D4724-100ug PMT/BiP/V5-His/EGFP (S2 5 Wt HRH 14X Fe 5k ) 100ug
D4727-1ug PMT/BiP/V5-His A (S2 584 iz S AU FIK ML) lug
D4727-100ug PMT/BiP/V5-His A (S25-ua4 i S IA k) 100pg
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D4745 pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S2 Sl SRIFIAF L)

3/4



D4732-1ug PMT/BiP/V5-His B (S25RuaH ififs SEIFRIAFIRL) lug
D4732-100ug pMT/BiP/V5-His B (S2 5 #4115 SAIFRIE T k) 100pg
D4735-1ug pMT/BiP/V5-His C (S2 5 #4015 SAIZRIE T k) lug
D4735-100ug pMT/BiP/V5-His C (S2 5 #4015 SAIZRIE T k) 100pg
D4739-1ug PMT/BiP/V5-His/CoPuro (S25R iR iiAE S RIATR) lug
D4739-100ug PMT/BiP/V5-His/CoPuro (S25R iR ii%E S RIATR) 100ug
D4742-1ug pMT/BiP/V5-His/CoPuro-P2A-mCherry (S2 R 4R 4HME T RIZRIEFk) lug
D4742-100ug pMT/BiP/V5-His/CoPuro-P2A-mCherry (S25B4HAT S FIE Tk 100pg
D4745-1ug pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S25EME 401 S BIFRIEFkL) lug
D4745-100ug pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S25ME 401 S8R FkL) 100ug
D4748-1ug PAC5.1/V5-His/lacZ (S2 5L 2HAIRH 1 X3 BE TR ) lug
D4748-100ug PAC5.1/V5-His/lacZ (S2 54 £HAIRH 1 X BE TR ) 100ug
D4751-1ug PAC5.1/V5-His A (S25 i 4t fagH kU #2238 k) lug
D4751-100ug PAC5.1/V5-His A (S2 5 AfZH sk AU FIK ML) 100pg
D4755-1ug PAc5.1/V5-His B (S2 5 iR 4 fuH iR B3R5 T k) lug
D4755-100ug PAc5.1/V5-His B (S2 5 iR 4 uH iR B3R5 T k) 100pg
D4759-1ug PAC5.1/V5-His C (S25 a4 HuZH s B 3RIK TR lug
D4759-100ug PAC5.1/V5-His C (S25 a2 M ZH s B 3RIK BT ) 100ug

4/4 D4745 pMT/BiP/V5-His/CoPuro-P2A-ZsGreen (S2 HUgeiif SRIFIA B0
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