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ST pET Expression vector pETBA

BEnEE : DV210

BE . 15 pg (TE NI7—DIEEELTIAIFORIERZIEY)
REEM : -20°C

A E:

pETBA (IHIEEDNIE—H. PYEVUVTHED T7 HI|WADVA—TT, T71 RIBRIFLB NIRRT R
D—2T. KZE BL21 (DE#kEHAENDE TLLFIASNTIVET, BL21(DE3)DY'/ LIC[E T7 RNA
RIAS—TFBEFHEBASINTHSN, INIE lacUV5 TOTE—A—DFIE TICHNET, isopropyl—-1-thio-
B -D-galactopyranoside (IPTG)D7ETE T T T7 RNA RUAS—FIFFIFL. pETBA O T7 FOE—4—h
OB LANIDEEEEFELFT , DK 6 FEFED T7 HKEADA—hT, pETBA & LVIVIWD
BREEEZTHETIAAVA—FEADA-ENFET,

| 75AZRIYT:
Xbal 209 BamHI 334

Smal 339

Kpnl 343

Sacl 349

EcoRI 355

Sall 367

Hindlll 373

Notl 380
T7 promoter : 171-187
T7 transcription start : 188
His Tag : 263-280
T7 terminator : 456-503
pMBI ori : 1706-2325
Amp (bla) : 691-1551

| BB -
pETBA FIEF2IZ2ME 15 U IDREKTEELTIZEN 1 ug/ul FIAZI R XTE NyI7—) el3DFE
ER
BERZRIE- 20°CUU T TR E LTCEEL,

| T7 RBEADE—0H
BE TR 6 FBEED T7 REAVA—EWMNFZHSTVET  ShORDE—RFE LI FIO-ZU54 A b
5, ENENLUTOLOBRHEERLTNET:

IE-# L7)ay [k R
pETUA = pUC 7UEV)Y  HHOENVMVIDE
pETBA th pMBT1 7OED)Y  — ARG IR
pETIA & pMBT1 PVEDIY  lac YTy —IC LB ERER T3 1
pETUK = pUC R4V EHOEVNIVIWNE
pETBK th pMB1 NFRAVY —RRIBHIER
pETIK & pMB1 NFIA4YY  lac YTLoY—(C LD ERE T Hil1E
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ERGE
| PETBA ADEIZFIA—ZVY:
HABAIVIDEEIE KERSEBZNIC, BHOEETFE pETBA O N RIFATFFERLIL—
LTRCIENBETT . pETBA OB KV FRIILFIO-ZVT YA FCATG[TRENTNET,

pETBA ZHEUIGHIEERTEL(CUIEL, BABGFEDIMT—avICANWTKESWN, FRATS
FIRERN 1 2DBZBE . AVI—DY VB EHRULET, 15— av0AEIOVWTEH RO 15
—2Z07AOR DU TUESV, M5 —Vav O EERRICEIHRBATEIBVKEE#%DHs o
JM109 ZE)ERNVTESW, BoNiHO0—IFI0-—PCR, 8 5AI FO4IRERNIBE TEEF
DIBEAEFEZR LTS, £, BONLETIAIROI—DI VAR HRINET,

Xbal
AACGGTTTCC CTCTAGAAAT

T7 promoter
GATCCCGCGA AATTAATACG ACTCACTATA

217

GGGAGACCAC

AspProAlalL

AATTTTGTTT
AsnPheVal¥*

CATGGTATGG

ysLeulleAr

AACTTTAAGA
**Leu***Gl

CTAGCATGAC
laSerMetTh

gLeuThrIle

AGGAGATATA
uGlyAspIle

TGGTGGACAG
rGlyGlyGln

GlyArgProG
NdeI

CATRTCCGGG

HisMetArgG

CAAATGGGTC
GlnMetGlyA

InArgPhePr

oSerArgAsn

6xHis
GTTCTCATCA TCATCATCAT

lySerHisHi

sHisHisHis

EK

GGGACGATGA
rgAspAspAs

BamHI
CGATAAGGAT
pAspLysAsp

277

337

HisGlyMetA
KpnI

EcoRI Sall NotI

CCCCGGGTAC CGAGCTCGAA TTCGATTTCG TCGACAAGCT TAGCGGCCGC
Smal SacI HindIII

ProArgValP roSerSerAs nSerIleSer SerThrSerL euAlaAlaAl

A

CGTT[TAATCC 397

avVal***Ser

EK: Enterokinase recognition sequence (AspAspAspAspLys|)

ATG]: start codon : stop codon

pETBA ORIILFHO—-_UF94 b

| PETBA DBERF
DNA B2 5 (3 ¥t D1 T oA FCEIGUVERITET,

https://www.biodynamics.co jp/products/ex—pack/
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| #17:
1. BREERBRTEMNEIO-—FREERMFHSD LB KAk 3 ml (CHEE L., 37°CT—RIRES,
2. 505 m OEEFREREZRMEHD 10 ml O LB EALEHICINZ S, ODgo M 0.5 (15D
FT 31 CTIREEEEITY" 2,
149 2 BFREITTO ODgoo =05 ERBBENRLZNE DD, FEERFREIERITTIAIRTKEFLET,
*BL21(DE3)pLys KRZFEAT3EE . MEROEETHNEVOILTIIZI-ILHEMOLERIHIFE v,
3. ODgoo WY 0.5 [TELEL, —ER(I: 1 mERERULTGREDEITV. EE L. BHTEITIET-80°CTRHEF
ECE
ENDOEKICIPTG #HEE 1 mM [ZB3ESICHNZ . 37°CT 3 BEREIREDIIEET S
PTG BECFERRE— BB ERTH). BHAVIVICI- TRERERE LTI EESBHLET .
4. 3 BfEl& . BAREURATICRIRZHER T, BAO—EB@HI: 1 m) 25U ZOLDLTERETS,

| A4
1. EK (I ml BEERNHEE)E 200 ul D 1x PBS [CBFT 3,
2. —EB (f5l: 100 ul) BZEED 2 x SDSHYUTII\WI7—ERETS,
3.85°CT 5 />y IMEA L. 10,000 ¢ T 10 2 REIDT 3,
4. E&F (#l: 5-25 pl)% SDS-PAGE THEHT3"
IRV TOVTAVHL BRIV EDR BB TS 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

pETBA [CL38 VIV E R

97 K 44 kDa DIV INDEDEEF% pETBA [CHO—ZY
66 Kamay =0 T — — —— — JUkz. COT5AIFERVTC BL21(DE)D B ¥R
#E4TL, JOZ—%87, 6 20IOZ—IZOWTAY
45 Kew o —-—— - > > - /(’Jﬁﬁﬁ%ﬁﬁ‘ﬁb\ %%@Eﬁ"& 10 % RU7
E & & e HYITPIRYIL SDS BRKENCHLE,
39 K
L—> 1; DynaMarker® protein Eco ( #DM610)
L=y 2. EfaFaiEALTLVEL pETBA
20K L—=>3-8: BEfrFe@ALTHRNLIO- 1-6

—_— | — — — —— —
KEN: FIEUE 44 kDa DAVIDE

® EBIChI1ZEESR
1. T7T BRI, RAGRBERTHBILN. IPTG EFERFTHLELANLOBMAVIIDEORENES
FT, COEBELANLNTOHRRIE. BRAVIIDERKRGRICKHULTELEETI5E. MEELE e
BNET, FDIGE. FERFORBFEROTEDICLUTOAENBLEERDENHNET,
a) pETUA, pETUK Tl3#<, JE—# D131\ pETBA, pETBK 2FE RT3,
b) BEITFKIRDF|EHN TES pETIA, pETIK ZERT 3,
c) JIA—R(05 - 1%0EELRAIE M PEXREMEFEHRTE
*HVI—-2Al& lacUV5 TOE—R—HHDEEEEE FSEZENRLNTINET 2,
d) BL21(DE3)¥D{tNIC. BL21(DE3)pLysS ¥k EFE AT 3",
*oLysS FIAIRICT—REND T7 UYF—LIE T7 RNA RUAS—BICEES L. FEHIELET 9, hick
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n. BHAVIIDBEOEFEROREMETLET.
2. —BRIEE U BL21(DE3)E & (0.5 m)% LB &K H(10 mDICHIZ THEE LIZIR. ODgoo H¥ 0.5 IC
ETIZICEREG BELULEETIHE. BMOAVINDERKBRICK L TEEEE TS AEE

HEHBDFET
3. BL21(DE3)E AN IPTG (CLZFERISAITRBE. BHMOAVIIVERKBZRAICR L TEEEET
BETREMERBDET,
& &k
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RES &
DS255 | DyneComeetent® Cells 7in, B) 21(DE3) E— b vavh R EDE IR /E
DS260 DynaCompetent® Cells B[ 91 (DE3)pLysS
DynaCompetent® Cells JetGiga DH5 &
DS230 SEvRE - DEREE - SR E G EOIO-ZVITAIVET Y ML
BIrHDBEICHE-BEEUCHEMARRE,
DS520 AllView I':’AGE Buffer® i L i o _
KENNYT7—ERGRICEZBETZIIV M IO LT BN ATBE, 15 DD =Rk ED .
e DynaMarker® Protein MultiColor Stable II
ACREAREREREHIVINDED FEI—N—
QuickBlue Staining Solution
DSS00 | spS-PAGE TOAVIIHE S EHE, 55 REESDELELIBIEGH 90 5.
ONEPot Immunoassay Kit <OpenGUS Method>
DS850 AEIVNDEDEEI,
— ELISA XDfE / WB IDfEFRHECEEMEN S
EEORATAVIIDEZRETED KEFBEDAL/7VEIBEEFVE
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