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ST pET Expression vector pETIK

BEnEE : DV235

B5E . 15 ug (TE NI7—DIBZELTIAIROEIERLIEY)
REEMN -20°C

A E:

pETIK (I FEEDIC—H. VM I UMMHT. BEIC T7 RIRREHETERIADEI—TT, T7 %I
ZEIRLBATRERRZD—DOT. XIBHE BL21 DE)NHEHEFENDETHELFASNTVET,
BL21(DE3)M%'/ LICIE T7 RNA RUAS—EE B FHIEASNTED. I lacUVs FOE—R—0DH|fH
TICHNFET, isopropyl-1-thio— 8 -D—galactopyranoside IPTG)DTEFE T T T7 RNA RUAS—T(LF
FHU.pETIK @ T7 FOE—3—oDELANINDEEEEFELET, 2. pETIK (& lacl BIZFEHLTH
N.IPTG DIEFET TD T7 RNA RUAS—EDFEMEREFLET . DL, lac YT Ly —I3 IPTG 3E
BETCOBMAVIIDEOHEBREMFHELET,

| 75A3F3v7:
Xbal 251
Ndel 290 BamHI 376
Smal 381
Kpnl 385
T7P Sacl 391
6XHis EcoRI 397
T7Ter Sall 409
Lacl Hindlll 415
Notl 422
PETIK T7 promot'er : 213-229
3966 b T7 transcription start : 230
P Km His Tag : 305-322
T7 terminator : 498-545
lacl : 2845-3927
pMBI ori : 1649-2268
Km : 692-1507
Ori
| BEE -

pETIK E#EEZIEM%E 15 U IDHBEKTAMBUTEE N1 ug/ul TSAIRF(XTE N\yI7—)elgDFE
ERS
ARREIE- 20°CLL T TRE LTRALY,

1 Ver.3.0
MRS NAFTAFIHORHAERN

www.biodynamics.co.jp



> BDL’

ZhoTLsMal IN LIFE SCIENCE

| T7 RBERDI—DF 8
B TlE 6 FEEED T7 READA—EINE-OTVET , CNORDA—ZE LTI FIO—-=UH5 4 1%
B5. FNFNUTOLO LS HEELTLET:

aE—#% L7)ay it tE A&
pETUA = pUC 7oEI)Y ESHEOENIVNDE
pETBA th pMB1 7oEI)Y —RARBIT IR
pETIA =a] pMB1 FOEIUY  lac DTy —(C LB B T3 H 1
pETUK =) pUC NFEIA4YY EROEWNVIVINDE
pETBK th pMB1 NFIA4Y —iRHI I F IR
pETIK th pMB 1 il 9‘/ lac Y7Ly —IZ &2 B2 5 H{E
ERAE

| pPETIK ADERZFIO—ZVY:
BHAIVIIDEEE KRRSEIHC. BMOEETFE pETIK O N KIFRTF RERLIL—L
TRITENMDBETT , pETIK OBIATI FVIE FRIINFIA—ZU0H4 M T ATG[CRENTVET

pETIK ZHEUIGHIRERTELICUIML. ABTFEDIMT—YavICANWVTKESN, EHT3
FIRERN 1 20OBZBE . AVA—DY VB EHREULET, 15— av0AEIOOVWTEHROF1 5
—2Z07AR DU TUESN, 45— Va3V O EERIRICEIHRBATEIBVKEE#%DHs .
JM109 HE)ERVTKRESW, B EREBEOKXZGEE 15-25 yg/ml OAFIMIIVEEL LB JL—IT
BIRUUESD, BREMNTIMIVVEIKRBEVEBEELERIENHNET, Fonioo—ridan
Z—PCR. BETSAIROHIRBERVEBEETELTFOBATHER LTSI, FE., FoNETSAIR
DI—DIVAEZRNHRINET,

T7 promoter Xbal
GATCCCGCGA AATTAATACG ACTCACTATA GGGAGACCAC AACGGTTTCC CTCTAGAAAT 259
AspProAlal ysLeulleAr gLeuThrIle GlyArgProG lnArgPhePr oSerArgAsn
NdeI 6xHis

AATTTTGTTT AACTTTAAGA AGGAGATATA CATCGGG GTTCTCATCA TCATCATCAT 319
AsnPheVal* **Leu***Gl uGlyAspIle HisMetArgG lySerHisHi sHisHisHis

EK BamHI
CATGGTATGG CTAGCATGAC TGGTGGACAG CAAATGGGTC GGGACGATGA CGATAAGGAT
379
HisGlyMetA laSerMetTh rGlyGlyGln GlnMetGlyA rgAspAspAs pAspLysAsp

KpnI EcoRI SalTl NotI A
CCCCGGGTAC CGAGCTCGAA TTCGATTTCG TCGACAAGCT TAGCGGCCGC CGTTTAATCC 439
Smal SacI HindIII

ProArgValP roSerSerAs nSerIleSer SerThrSerlL euAlaAlaAl aVal***Ser

EK: Enterokinase recognition sequence (AspAspAspAspLys)
: start codon : stop codon

pETIK OIIFHA——I0484 b
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| PETIK (25
DNA BE5I[$ B4tV T YA FTIGUVERTET

https://www.biodynamics.co jp/products/ex—pack/

| RIR:
1. BEEBRTEMNEIO-—EMEERMEHD LB f&iAEH 3 ml (CHEE L. 37°CT—HiiRED,
2. 5. 05 m DEEFREREZRMEHD 10 ml O LB EALEHICINZ S, ODgo M 0.5 (1D
FT 31 CTHIREOEEEITY" %,
144 2 BRI TO ODgoo =05 EBBTENBNEDD, IEEBBRIERITTISAIRISIKELET,
*BL21(DE3)pLys ¥ & FE AT IIHE . EHEOEETHNEIOSLIIZI-IVRNOBEIHIEE,
3. ODeoo ¥ 0.5 (TELEDL, —EWI: 1 mESEUGEDLEIT. £EE L. SBHFEITOFT-80°CTRE
ECE
FOOBEKICIPTG Z#EE 1 mM [CBBLIICHIZ ., 37°CT 3 BEIREIIEET D
PTG BECFERRE— BB ERTH). BMAVIWICI- TRESEREILTIEESBHLET.
4. 3 B . BAREURATICRIRZHER TS, BEARO—E@HI: 1 m) 25 EUL. ZLDULTERET S,

| R4
1 BE (0 mEERNMER)E 200 ul @ 1x PBS (CEET 3,
2. —E% ({5 100 u) BZHED 2 x SDS HUTIWNWI7—ERET S,
3.85°CT 5 M RIMNZER L7z . 10,000 ¢ T 10 S REEIDT S,
4. k& (f5: 5-25 pl)%® SDS-PAGE THEHT T3,
*IZARAVTOVvTAVHE B AV I BRI 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
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1 2 3 4 5 6 7 8 9 PETIK ICL35V IS0 E R

07 ki 40 KDa MRV)\DE% pETIK ([CHO—ZUT U,
66 Kamae ™™ "= Sin s s —— CDFFAZ RERVT BL21(DE3)D T B SR %17
; . W, JO-—%%87%, J0-—% 2 KOF1—T(#1,
45K o o B8 -~ BB - #2) TR IAIEZE LTZ, ODgoo /¥ 05 (TEULEF
o e 4 e RT #2 0F1—TJ(C IPTG &ML, &R
20 b = o - T ODeoo ZAIFEL. EEDE A% 10 % KUFHDY
- - W< PRyl SDS BEABICHLE,
20 Ko L—> 1: DynaMarker Protein Eco ( #DM610)
- di A Al A A A A L—>2,3: FERIOH, 2
L—> 4 : ODgo=0.5 [SELTHD 1 BB R D#1
e L—y5: $HiEBiAtk 1 BRO#
9&2 ’%ﬁl’t 40 kDa O3} Wﬁ: L—> 6 : ODgoo=05 (L THS 2 BERA % D#1
FEETOREDTDH 40kDa DB L7 SEEAE 2 BR0H
1=, =3 =
IR ORRERI. L—> 8 : ODgo=0.5 [SELTHD 4 BB R D#1
L=V 9: (FERIRE 4 FERED#2
® KRBT EER

1. T7 BRREE. BABRBERTHILH. IPTG EFERTHELALOBRAVIIDEOHEENEE
FT, COEBLANTORRIG. BV IDENKBRICHLTCELEETIHE. BB en
HNFET, Z0IGE. FFERORBERLTENICUTOAENNEERRENHDFET,

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

b) BAZERRFIMDF|HHTES pETIA, pETIK ZERT3,

c) JIA—R(05 - 1NEELREIEHPEXRIEMEFERTE
*HIVI—-AlF lacUVE TOE—S—NoDEEEEE TSR IENMONTNET 2,

d) BL21(DE3)#MD NI, BL21(DE3)pLysS #EFEHET 3",
*olysS FIAIRICO—RKEN3 T7 YUY F—LIE T7 RNA RUAS—FICEEES L. FiEMHELET ¥, Thick
N, BMAVINDEDEFZEHOREMETUET,

2. —BEEE UK BL21(DE3)E%(0.5 mi)% LB &IAEEH(10 mDICHNA TEEE U/ZKR. ODeo H' 0.5 (C
ETRZCREMBG BEIULDEETZIES. BMOAVIVWERKBRICHULTEMHEE T4
HHRHDET,

3. BL2I(DE3)E AN IPTG (CLBFBRISHTRHE. BMOAVINVERKBRICHLEHEET
BATEEEN HDET,
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R A
DS255 | DyneComeetent® Cells 7ip B) 21(DE3) E— b Iavh R E DGR /E
DS260 DynaCompetent® Cells B 91 (DE3)pLysS
DynaCompetent® Cells JetGlga DH5 o
DS230 SERIRE - R - B EERMENIO-ZVIRAIVETY M
BFHDBREICH T - B REUTHERTTEE,
DS520 AllView I?AGE Buffer® i . i o _
KENNYTP—ERGICEZBETZIIV M IVDLTE BN ATBE, 15 DD =Rk ED .
i DynaMarker® Protein MultiColor Stable II
ACRERBEGEREHIVINVEDFEI—H—
QuickBlue Staining Solution
DSS00 | SDS-PAGE TOAVIIDE S BRI, #i- BiBESHLRELIRIAELR 0 5,
ONEPot Immunoassay Kit <OpenGUS Method>
DS850 REAVNIEDEEI, .
e ELISA KD 8 / WB LDiERHECEEMN S
FEEOMAETIVIWWEZRIETED KEFEDIL/7IAEEXV
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