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(LI E 2 pET Expression vector pETUA

ARES : DV200

=& 15 U g (TE Nyo7—DEEESTT5AI FOREEEIEY)
&% - -20°C

HRHE.

pETUA [FEIE—%. 7VEIIUMMHED T7 BI|WADAI—TT, T71 RBERERLEHEHRERO—
T. KIZHE BL21 (DEQ)¥REM A EDETLEFIASNTVET, BL21(DE3)DS/ LICIE T7 RNA RUAS
—FEBEEFMIEASINTHD., INE lacUVS TOE—A—DFHIEI TICHNET, isopropyl-1-thio— B -D-
galactopyranoside (IPTG)DTFETE T C T7 RNA iRUXAS—E(IFIRL. pETUA O T7 JOE—2—h'bDE
LRILDOEEEFBLET , 3R DEDIKD 6 F8FED T7 HRIMADAI—H T, pETUA [FHHEDEVIVITD
BOEULAITORBRISELTWET,, £, pETUA RRBERNTENIE—$EB276H. TIAIFER
[CF =D HNFET,

| 7523 k27!
Xba 1112
Nde 1 151
BamH | 237
Sma | 242
L T7P Kpn | 246
6XHis Sac | 252
pUC Ori EcoR | 258
TrTe sall270
Hind 111 276 | T7 promoter : 74-90
PETUA Not1283 | T7 transcription start : 91
2741 bp His Tag : 166-183
T7 terminator : 359-406
pUC ori : 1955-2574
Amp (bla) : 940-1800
Amp
| BEMRE -

pETUA BEEEZIRRE 15 IDREKTERBLTUZEN 1 ug/ul FIAZIR(I X TE NyI7—) elgDFE
ER

| T7 RBERDI— D48
¥ T 6 FEEED T7 READA—EENIE->TVET, ChORDE—ERILIIILFIO—ZU5 81 1
B5. INFNUTOLOBEMER LTVET:

JE-# LF)ay i &
pETUA = pUC 7EV)Y BHOENVIVIDE
pETBA th pMBT1 7OEV)Y —RMIBHIR
pETIA & pMBT1 PVED)Y  lac YTy —IC LB ERER T3 1
pETUK = pUC R4V EHOEVNIVIWNE
pETBK th pMBT1 NFI1YY —REOBHER
pETIK & pMB1 NFRAYVY  lac UTLuH —(C LB EREE 13 i) 1
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ERAZE
| PETUA ADEEFHIA—ZVY:
HHABEZAIVNDEEE KR IER LN, BMODERFE pETUA O N RIGRTF RERUIL—
LTRCTENBETT, pETUA OBIAIRVIF FRIILFIO—Z05 44 R T ATG [TRENTVET
pETUA ZEUILGHIRERTELICUIEUL. ARG FEDIMT—2av[CRANVTIIZSL, EATS
FIRERN 1 DOZE . ADI—DBVBLZHRELE T, 15— a0 AEIOV TR TERO 15
—2Z 07O RDURSTLEEWN, F15 -3V O BERICIIHBATIB VKGR DH o
JM109 ZE)ERVTESW, BoNkHO—VIFI0-—PCR, B ISAIFOHIREERNIEE TEEF
DEATREZR LTS £l #ONLETIAIROV—DIV AR HRINET,

T7 promoter Xbal

GATCCCGCGA
AspProAlalL

AATTTTGTTT
AsnPheVal*

CATGGTATGG
240

AATTAATACG

ACTCACTATA

ysLeulleAr

AACTTTAAGA

**Leu***Gl

CTAGCATGAC

gLeuThrIle

AGGAGATATA
uGlyAspIle

TGGTGGACAG

HisGlyMetA laSerMetTh rGlyGlyGln

KpnI
CCCCGGGTAC

EcoRI

Sall

GGGAGACCAC AACGGTTTCC CTCTAGAAAT

GlyArgProG lnArgPhePr oSerArgAsn
NdelI 6xHis

CATCGGG GTTCTCATCA TCATCATCAT

HisMetArgG lySerHisHi sHisHisHis

EK BamHI

CAAATGGGTC GGGACGATGA CGATAAGGAT

GlnMetGlyA rgAspAspAs pAspLysAsp
NotI 4

CGAGCTCGAA TTCGATTTCG TCGACAAGCT TAGCGGCCGC CGTTTAATCC

Smal
ProArgValP

Sacl

HindIII

roSerSerAs nSerlIleSer SerThrSerL euAlaAlaAl aVal***Ser

EK: Enterokinase recognition sequence (AspAspAspAspLys)
: start codon

| PETUA DOBEZ5I

: stop codon

DNA F25|(3 884t D174 A FTERGVEEITETS,
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| S35
1. REERBRTENLEIO_— 5B ERNEHD LB K IAER 3 ml [CHERE L., 37°CT—HRIRED,
2. 250,05 ml OIEBEERENEZRMFEHD 10 ml 0) LB RIAIEHICINZ S, ODeo H 0.5 (153
FTITCTIROBEEZTY "%
149 2 BEfETO ODeoo =0.5 EMBENZNEDD . FEEFRIIRITIIAI MIKFELET,
*BL21(DE3)pLys ¥ EFE AT 3IHE . EREOEETHNEIOILIIZI-IVRNOBEIHIEE
3. ODeoo H¥ 0.5 [TELL, —EBW: 1 m)EDEULTGRDEITL. EE L. SBHEITOEFT-80°CTREF
EIGH
ENDOEARICIPTG ZHEE 1 mM [ZBBLIICHNZ . 37°CT 3 BfEIREDIIEET D,
PTG EECHERME— B ERTHN. BMAV/IDICI- TIEHEREILTIEESBHLET,
4. 3 B¥fE% . EAREURFIICRRZHEET D, BAO—EB: 1 m) ZHERU. ZOLDLTERETS,

| &4
1 BRI m EERDOEE)E 200 pl ) 1% PBS [LEEHT 3,
2. —&8 (5l: 100 pl) EHFEED 2 X SDS YU TIWNYI7—ERET S,
3.85°CT 5 /> fEIMEAL:Z# . 10,000 g T 10 7 FEEIDT %,
4. £&F (ffl: 5-25 u% SDS-PAGE THEHT T 3",
HIARYIOvTAOUE BAV IV EDRREREN T3 L THERTY,
-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

1 2 3 4 5 6 7 8 PETUA ICEBRVINOE R

97 K 44 KDa DAV I\D B ME{RF& pETUA [CDO—ZY
66 K s HUk, COTFAZRERT BL21(DE3)DR, B Er
45K #ETL, JOZ—%87E, 6 2OIO-—hoFIRLE
- BB W s T00, 10 % RUPDULTIRSL SDS BRI
B LE,
39 Ko

L—> 1;DynaMarker® Protein Eco ( #DM610)
L=> 2: BIEFEHEALTLVEL pETUA
L—=>3

20K -8: BEFEHEALTENEZDO-Y 1-6

A — — i — ——— —

RED: U 44 kDa DAVINDE

@ HRBICKIIZIFER
1. T7T RBRREEDLBRBERTHILH. IPTG EFERFTHELNINOBE AV DEDHKIBNEE
FT, COELANLTORRRG. BMAVIVUENRKBRICKHULTCENEE TS, BECLRRIEN
HNFET, Z0IHE. EFERFORBERALTENCLUTOAENLEERDENHDZET,
a) pETUA, pETUK Tl3#<, JE—#0 13\ pETBA, pETBK 2R T3,
b) E&ZBFIRDHIENTES pETIA, pETIK ZEH T3,
c) JILA—R(05 - 10 EELRAEHPEXRIEEZFERTS
*JVA—2AlF /lacUV5 TOE—A—hbDEEFEEE T SEZ NN TNET 2,
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d) BL21(DE3)¥ DX NN, BL21(DE3)pLysS HEFE AT,
*oLysS 7IAIRICT—KFENB T7 YUY F—LIE T7 RNA iRUAS—EICHEA L. FEFEHAELET ¥, InICL
n. BRIV IDEOEFEFOREMETLES,

2. —BRIEE Uz BL21(DE3)E&(0.5 ml)7Z LB &IKIFM(10 mDICHIZ TIEEURZFR. ODeo H' 0.5 (C
ETHZICREFFG BRILULEETZIIEE. BHOAVIWWENKBRAICKHULTEEEE TS A6
HEHRBHDET,

3. BL21(DE3)E AN IPTG (LLBFBRITAEITIIEE. BROAVNNIBENRKBEICHULTEEEZET
BAREMENHNET,

B & Hk:
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— iR E97 5% Tk
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REER &

D8255 DynaCompetent® Cells le BL21(DE3) t_ F:JH‘)’JZ:EU)%EH#FH%%{’F

DSZGO DynaCompetent® Cells BL21 (DE3)pLysS

DynaCompetent® Cells JetGlga DH5 o
DS230 SEvRe - DR - SR E G EOIO-Z_VITAIVET Y ML
BEFHNBEICHT-BEELCEATRE,

AllView PAGE Buffer®

PSO20 |k mt oy~ R BCEABLYSIIY MBI LSBT, 15 HOBEAT,
DM660 DynaMarker® Protein MultiColor Stable II
A CRENRLEEREHFIVIVVESFEI-—H—
QuickBlue Staining Solution
DS500

SDS-PAGE TOAVI\DEREHRE, k% HEESHWLRELEMEELH 90 2,

ONEPot Immunoassay Kit <OpenGUS Method>

Dsgso || BERAVIEOEEI,

Dss60 | ELISA SDfEE / WB SNEKHICTEZMN S
EEORAETIVINDEZRETED HEFREDIL/TVEAEETYH
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