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S EE pET Expression pack (pETBK)
EmES DS255BK
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PET Expression vector pETBK DV230 | 15 ug(TE )\wIr—0EEETTIAIFORFEIEM)
DynaCompetent Cells 7i, B] 21(DE3) DS255 3 A (100 ul/Fa—7)
M EsrahE: 2 x 10° cfu/ 1 g (pUC19)
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1) pET Expression vector pETBK

-80°C

pETBK [EFRIZENIE—$. DM VUMD T7 RBADA—TT, T71 FRZAIRLRHIRERR
D—DOT., KiZHE BL21 (DE)REMAHENETLFIASNTNET, BL21(DE3)DS'/ LICIE T7 RNA
RIAS—TFBEFBRASINTHND., NI lacUV5 TOTE—A—DEIE FICHIFET, isopropyl-1-thio—
B —D—-galactopyranoside (IPTG)DETE T C T7 RNA RUAS—H(EHFKIRL. pETBK O T7 FOE—5—NH
OB LNIDEREEFELFT , ¥t DENKD 6 F&FED T7 RI|MADVA—hT, pETBK dFE VIV
BREEEEETIAIVA— FRAFIMIVMEANDI—EBDET,

| 752 RIvT:
Xbal 209 BamHI 334
Ndel 248 Smal 339
Kpnl 343
Sacl 349
L TP EcoRI 355
6XHis Sall 367
HindI11 373
T7Ter Notl 380
PETBK
3223 bp
K
Ori
| BiEfR :

T7 promoter :

T7 transcription start :

His Tag :

T7 terminator :
pMB1 ori :
Km:

171-187
188
263-280
456-503
1660-2279
703-1518

pETBK EIERZIEM%E 15 U IDREKTERBL RSN 1 ug/ul FTIAIR(I XTE N\yI7—) eBDFE

ER
ARREIE- 20°CLL T TRE LTRALY,
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| T7 RBERDI—DF5 8
¥ Tl 6 FEEED T7 HKBADA—2ENE-OTVET, ThORDE—FRILIIILFHO—ZU5 81 +E
B5. FNFNUTOLO LS HEELTLET:

JE-# LFJay it &
pETUA = pUC 7UEV)Y  HHOENVIVIDE
pETBA th pMBT1 7OEV)Y —RRHIBFIR
pETIA th pMBT1 PVED)Y  lac YTy —IC LB EERE T I
pETUK B pUC R4V BHOEVNIVIDE
pETBK th pMBT1 NFI1YY —REBHER
pETIK & pMBT1 NFRAVY  lac YTy —(C LB ERZE 13 i) 1

2) DynaCompetent Cells Zip BL21 (DE3)

Prrecempetent Cells Zip. BL21(DEI)S AR HF TR AR RIS TEZIVETY b TT, E—Fvavhe—b
VAV DIEEITET, REGRFELIHN S TR TLET,

KEGEE# BL21(DE)FAVINIERBICA NN RE—RNBKIEEKD—DTT, BL21(DE3)I
BL21 #% D BIKIC A DE3 Bz FH A AFN KB EH/ T, ADE3S EIEFLICIF /acUV5 TOE—
B—DFEITIC T7 RNA RUAS—EEEFHEESNTVET ", BL2I(DE)KICBHINIVI\VEE
EFEHIANE T7 TOEA—RBEADA—FEATRE. 1VTOCN-B-D-FAHIDES /DR
(IPTG) iRANT. /acUV5 TOE—H—(ZLD T7 RNA RUAS—EHEEEBEIN. ZD T7 RNA RUAS—EH
T7 7O0E—-3—-hoOBEMAVI\VEEEFNEEEZSIEFEL. BMAVIIVEBEDRABGRENBIR
HhET, " BL21(DE3)IFIKIGE B BHREEOEHKRTHD. RI\AVIWDELLEED on TOFTT7—EP
ompTHEIY F7OT7—EEH LT FE A,

| Xi5E# BL21(DE3)DEEFE
F- ompT hsdS(rg” mg™) gal dem A (DE3) ( A(DE3): /acl, lacUV5-T7 gene 1, indl, saml, nin5 )

| Zip Competent Cell BL21(DE3)D{REFEH :
—80°CTRE LTS, S n120 AR BEEHBRIEDR TEHNFEE,
AVEFY MG EEDERICL>THENMETUEYT MRECE RS54 71 ARRD B SN DE
-80°CAEEICFE L TEALY,

| VBT ML OERDIRINCDNT:
- AVETY MV E A FIRICTE LV BEDIE IR LB LTS,
S AVEFV M EK ETRIEL. MBI 3L, BMEGBRMRIR/AIETLET, BEEREIIVET
v MLEK £ CRME L EZICTo TS,
- BERICEEELEIVETY MO A #RSNE A,

| Zip Competent Cell BL21(DE3)D G B R E:
0.2 ng MA—\=J1JLIKRED pUC19 FSAIRERVT, p2 (RIS B AL EErifi =
M. D% 50 pg/ml DFPVEV)EEE LB FL—MIEML, 37°CT—A vFaR— |, {onizd0
T-HICIDHE SR EIL 2 x 10° CFU/ g LLETHBITEERERLTET,
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EAAE

| PETBK ADE{EFHIA—ZY:
HHBMAIVIDEEE KRBHIEIHIC. BHIDEETFE pETBK O N RIgRTF RERUIL—
LTBCIENBHETT , pETBK OBIATRVIG FEEIILFIO—ZUT 94 b T ATG [TRENTVET,

pETBK Z#EtUI G HIRERTELICUIEL. EAELRFEDIITF—2aVICANVTESZW, FAHTS
FIRERN 1 DOBZE . AVI—DRYVEIEZHRLE T, 15— avnAEIOOVTRHRO 15
—2ZNTA VU TLESWN, F15 =3V OR eI R IBATIB LV ABZEKDHs o P
JM109 ) ERNTESW, R EERREZEOKRBE(E 15-25 tg/ml DHFIMIVEES LB JL—FT
BIRUUESD, BREMNTIRI1VVEIKBEEVEBTEELERENHNFET, Fontoo—ridan
Z—PCR, A TSAIFOHIRBER VB ECELFOBATERLWLEIN, T, BoNETIAZFK
DI—HDIVAMERIHREINET,

GATCCCGCGA
AspProAlaL

AATTTTGTTT
AsnPheVal*

CATGGTATGG
337
HisGlyMetA
KpnI
CCCCGGGTAC

T7 promoter

AATTAATACG

ACTCACTATA

ysLeulleAr

AACTTTAAGA
**Lau***Gl

CTAGCATGAC

laSerMetTh

EcoRI

gLeuThrIle

AGGAGATATA
uGlyAspIle

TGGTGGACAG

rGlyGlyGln

GGGAGACCAC
GlyArgProG
NdeTI
CATRTCCGGG
HisMetArgG

CAAATGGGTC

GlnMetGlyA

Sall

AACGGTTTCC
1nArgPhePr

Xbal
CTCTAGAAAT
oSerArgAsn

6xHis
GTTCTCATCA TCATCATCAT

lySerHisHi

sHisHisHis

EK

GGGACGATGA

rgAspAspAs

BamHI
CGATAAGGAT

pAspLysAsp

NotI

CGAGCTCGAA TTCGATTTCG TCGACAAGCT TAGCGGCCGC

Smal
ProArgValP

SacI

HindIII
roSerSerAs nSerlIleSer SerThrSerlL euAlaAlaAl

EK: Enterokinase recognition sequence (AspAspAspAspLys])

: start codon

| pPETBK DEEFI

: stop codon

pETBK OZI.FHA—_VJ 94 b

DNA E25I(3 ¥4t D17 94 FCEGVVEETET

https://www.biodynamics.cojp/prd_dv200.htm

A
CGTT[TAATCC

avVal***Ser

\ ( NN
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| EBROFIE

@ TREIKLD
- EEERMLLZLBIL—H - KEANTZARHR BB SNEATLYE -

[ JiA=g R

1. AVETY MoV EK L TRIEET2AVETY MV Fa1—T 1R HED100 ¢ 1TT),
2. DNAEH 220VETY bIVICIIZ . BvEVH TR ERA T,

I DNAGRHOBZEFIVETY MLBREDS%EA VLU TS,

(f5l: 100 u IOAVETY MUK LTS (1L,

2 BEIRIOZ-MERTECENF BRSNS ZEICE. DNARFB ZHIRUTUZSL,
3. K ETSHRIRE.,
4. 100 PR BERIAEITCTHON UHBRH TH VI E R IMLBEXREEH (L,
5. 37°CT—HRigEE,

| R
1. REERBRTEMNEIO-_—FEERMNFEHD LB K IKEH 3 ml [CHEFE L. 37°CT—iRED,
2. 5. 05 m OEEFREREZRMEHD 10 ml O LB EALEHICINZ S, ODgo M 0.5 (1D
FT 31 CTHIREOEEEITY" %,
144 2 BRI TO ODgoo =05 EBBTENBNEDD ., IEEBBRIERITTSAIRIIKELET,
*B| 21(DE3)pLys ¥ &F AT IIHE . EHEOEETHNEIOSLIIZI-IVRMNOBEIHIEE,
3. ODgoo ¥ 0.5 [TELEL, —EB(: 1 m)ERERULTGRDEITL. R L. BT EITIET-80°CTRAF
ECE
ENDOEAKICIPTG ZHEE 1 mM [ZBBEIICINZ . 37°CT 3 BfEIREDIIEET B
PTG BECFERRE— B ERTH). BAVIICI- TREREREILTIEESBHLET.
4. 3 Bl . BAREURATICRIRZHER TS, BEARO—E@HI: 1 m) 25U, ZLDULTERET S,
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| &4
1 ER (0 ml EERNSEE)E 200 pl D 1Xx PBS [CEET D,
2. —E&8 (f5: 100 u) EHED 2 x SDS HUTIWINWI7—ERET S,
3.85°CC 5 /rfEIMNZEAL &, 10,000 ¢ T 10 M fEEIDT S,
4. £3& (f5]: 5-25 ul)%® SDS-PAGE TE#H 3%
IRV TOVTAVTE BRIV I\ EDNHEIE =BT T3 L THERATT,
-2 X SDS sample buffer : 2% sodium dodecyl sulfate, 5% 2—mercaptoethanol, 20 % glycerol,
0.02% BPB, 62.5 mM Tris—HCI, pH6.8
-1 X PBS buffer.. 20 mM sodium phosphate, 150 mM sodium chloride, pH7.4

pETBK [c&3 8V I\ EHB

65 kDa MAVI)SDE® pETBK [CHA—ZV 5 Lz,

66 K s e e e e e — DTISAIFERT BL2IDE3) DM BB EIT
W, JAZ—%187%, 6 20IO0=—I2LWTAVIWWE
45K = FBIERETV. EROBAKE 10% KUFPIULT
— IRV SDS BRIKBENCHELE,
39 Keume Gl 455 euub SHED
L—> 1;PynaMarker® protein Eco ( #DM610)
L= 2: EEFEHEALTLMEL pETBK
20 Ko L= 3-8: BizFEiEALTEONLIO-V 1-6
e AR c— — — — — —

REN: IR 44 kDa DHAVINHE

® EBIChITEEESR

1. T7T RBRREEDLBRBERTHILN. IPTG EFERFTHELALOBEHAVIIDEBEDHKIBHEE
FT, COEBLANTORRBRIG. BV IDENKBRICHLTELEETIHE. BB en
HNFET, Z0IGE. FFERFORBERLTENICLUTOFENNEELRDENHDFET,

a) pETUA, pETUK Tl&%i<, JE—# D30\ pETBA, pETBK 2 FHT 3,

b) BAZERRFIMDF|HHNTES pETIA, pETIK ZERT3,

c) JILA—(05 - 10)ESLRAE M PEXREMMEFEHRTS
*HIVIA—-AlF lacUVE TOE—S—NoDEEEEE TSR IEHMONTNET 2,

d) BL21(DE3)#M X HNIC. BL21(DE3)pLysS #EF AT 3%,
*olysS FIAIRICO—RKEN3 T7 UUF—LIE T7 RNA RUAS—FICEEES L. FiEMHLET ¥, Thick
N, BRAVIIDEDIEFEROREMETLET,

2. —BIEE Uz BL21(DE3)E%(0.5 mI)7Z LB &IKEEH(10 mDICIATHEZEURZFR. ODeo H' 0.5 (T
ETRZCREMG BEULDEETZIES. BMOAVIIWERKGREICHULTEMHEE T4
HERHDET,

3. BL2I(DE)E AN IPTG (CLBFBERISHTZHE . BMOAVIVVERKBRICHL(EHEET
BATEEMEN BDET,
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R E S &

D8260 DynaCompetent Cells BL21 (DE3)pLysS

DS258 | DynaComeetent Cells B) 9{(DE3) for Electroporation

DynaCompetent Cells JetGlga DH5 o
DS230 SERIRE - AEEE - B R EGEIROIO-ZVTRIVET Y ML
BIFHNBEICHE-BREBUCERAREECOTY,

AllView PAGE Buffer®

DS520 os . = — o . - o s
KB\ IP—ERRICEZBETIIIV M INDIIGHBEN AT EE, 15 DS ERiKE,
i DynaMarker® Protein MultiColor Stable II
A CREFAREERBEHIIVINIESFEI—T—
DS500 QuickBlue Staining Solution

SDS-PAGE TOAVI\VEREHRE, - -HEESNLEELEEELH 90 2,

® CFHEAICETSIER
AMGE T7 FEIATLCEIEGTT, T7 REIYATLICETZKEHFH(E Brookhaven
Science Associates, LLC (BSAICIRBLTWET AR RFIKEHLVENE LN TOHERATEET,
AEFHIU T7 R|WOATLERAVTERSNTYEE BSA DM EVABLICKES LV ZNELT
BRFETBEETEE R, TT RRIATLOIMEVAICEATRERICOVTIUTICHRENEDELS
LV, Office of Intellectual Property and Sponsored Research, Brookhaven National Laboratory,
Building 185, P.O. Box 500, Upton, New York 11973-5000, USA.
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