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@ #il5mixaA
AFIFREM E.coli FIRFEINIR Rhinovirus 14 4aiBREE2E 3C Protease. AESRSZHEEHY 6 x HN FREERR
BB SRAEARERRTELE, e RIHRIESERLFY) LeuGluValLeuPheGin | GlyPro, AIERSTIETS HRV 3C
Protease 1755 IRIRES &R BAWREFS .
FITAHISTE N — Kifa 6 x HN 455 (484680 His #7%5), 8 TALON® Metal Affinity Resin 3% His60 Ni
Superflow Resin, NABEENEEFIIENT (IMAC) 7T ERZNEBIERNRYER. A, 26T 4CHER
&M, TITEHER MRME, T nBNELFRYESREE .
ARG Cleavage Control Fusion Protein, Control Protein #EN — ZKi#2 6 x HN #7%5, fF HRV 3C Protease
;ift Control Protein, 3§52 kDa TF Z&E/FFN 24 kDa GST BAER, 1@ SDS-PAGE EEKEMATHIRE

® HmAA

HRV 3C Protease (1 U/ pl) 500 Units
Cleavage Control Fusion Protein (1 pg/ul) 10yl
10xHRV 3C Cleavage Buffer 10 ml
® R &# -20C
®AH A

HRV 3C Protease Storage Buffer

50 mM Tris—HCI (pH8.0, 25°C)

150 mM NaCl

1 mM EDTA
0.5 mM Tris (Hydroxypropyl) Phosphine (THP)
50% Glycerol

Cleavage Control Fusion Protein Storage Buffer

50 mM Tris=HCI (pH7.5, 25°C)

100 mM NaCl

10 mM EDTA
10xHRV 3C Cleavage Buffer

500 mM Tris—HCI (pH7.5, 25°C)

1.5 M NaCl
® SEMEEX
I Cleavage Control Fusion Protein AE#, £ 1 xHRV 3C Cleavage Buffer BI{AZRT, 4°CxI 16
NEE, BN 100 pg Y, TIEIRIEKXRT 95%MMEEMIEEEN A 1 IEEEAM (U).
@ BRIEAE
AHIRIEA TS HRV 3C Protease IRBIMIRMELAREGERR (W: #EFLHENENELR),
25 E coli TrEH K pCold™ TF DNA (Code No. 3365). pCold ProS2 DNA (Code No. 3371)
0 pCold GST DNA (Code No. 3372) AR E A& HRV 3C iR SpFREFAEA, HRV 3C Protease
RES MX L H AR AR EEBA P ERESFIAMAWTE (0: TF. ProS2. GST). XLERIXHAR
ZRPEAR _EFEA HRV 3C Protease iRFIfIM, 7E HRV 3C Protease RIS EERAE N — Kif
His frss, EItk, ZERKEERE. FA IMAC EFEHHAEM TALON Metal Affinity Resin BEBZ4E G152
FIHRV 3C Protease, MRS TInERIBENER .
pCold | DNA (Code No. 3361), pCold Il DNA (Code No. 3362), pCold Ill DNA (Code No. 3363)
F0 pCold IV DNA (Code No. 3364) ;&8 HRV 3C Protease iR3lfiIs, Htk HRV 3C Protease ANAE
FFiXLEEE,
_‘|_
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HRV 3C Protease Z=RB&E AT HTTIERE
éfE{t*ﬂﬁﬁ N — KimtrE RS E AR

EFHrRV 3C Protease IRz

f5H JALON Metal Affinity Resin Z4fit,
fl‘%’iﬁ%*ﬂ HRV 3C Protease
BEEIEAR

EEE:

#£50 pl HRV 3C Cleavage Buffer f1, 4°C/Rz 16 /\it, 1 U B9 HRV 3C Protease HELIEiZE /)
95%H#4 Cleavage Control Fusion Protein (100 pg). B2, HTEBFRIIVISFI RN
ZHRAE, VIMSESEAAE, Eitt, F2HTISIORIAE HRV 3C Protease HIEEMNE.
HRV 3C Protease FIMFEES T EREARME R D FITRE (208 & 1. Buffer ZHp% HRV
3C Protease HIEIM). LB IMAC F=&40 TALON Metal Affinity Resin EEMREREER MR
MR EANELEN, EHBREPAUSERRT (W0: 2-HEZEE) HEAH (20:
EDTA), XLEXFESSHEEEBBETHIRM. ~

*: TALON Metal Affinity Resin &&% Co®", #EELEINIZ, Co®HudFsAl (2-ME) HIEEER, £

FA TALON Metal Affinity Resin 4t 6xHis fresatSEREAT, BIATE 30 mM 2-ME TS T
AILITE 4°C~37°CHIT/R M, {B 4CREFINMERMNEE,
# 1. Buffer BE{% HRV 3C Protease RIEZN

By aE (%) gz EE (%)
(1 xHRV 3C Cleavage Buffer) 100 0.5 mM DTT 100
0.2 M NaCl 100 1 mM DTT 100
0.8 M NaCl < 100 2 mM DTT 100
1 mM ZnCl2 100 0.5 mM THP 100
10 mM ZnCl2 0 1 mM THP 100
100 mM ZnCl2 0 2 mM THP 100
0.1% Triton 100 0.5 mM TCEP 100
1% Triton 100 1 mM TCEP 100
0.1% Tween 20 100 2 mM TCEP 100
1% Tween 20 100 1% Glycerol 100
0.1% Nonidet P40 100 5% Glycerol < 90
1% Nonidet P40 100 10% Glycerol < 90
1 mM PMSF 100 0.5 M Urea 0
5 mM PMSF 100 1 M Urea 0
8 mM PMSF < 100 2 M Urea 0
0.1 mM Leupeptin < 100 0.5 M Guanidine 0
0.5 mM Leupeptin < 70 1 M Guanidine 0
0.75 mM Leupeptin < 70 2 M Guanidine 0
1 mM EGTA 100 0.1 M Imidazole 0
20 mM EGTA 100 0.2 M Imidazole 0
50 mM EGTA 100 0.5 M Imidazole 0
1 mM EDTA 100 10 mM Na Phosphate Buffer < 90
20 mM EDTA 100 50 mM Na Phosphate Buffer < 90
50 mM EDTA 100 100 mM Na Phosphate Buffer < 90




*: _ERBHIANE] 1 x HRV 3C Cleavage Buffer RRIFEIEME (E X 1 X HRV 3C Cleavage Buffer
HASEMES 100%)

a. YR RGR

a-1. L& BRERARN/IMERTIET R M
1. 7£1.5 ml microtube FHIZFTRRFLR

Target protein”® 10, 20, 50 and 100 pg each
10xHRV 3C Cleavage Buffer 5 pl
HRV 3C Protease 1 pl (1 U)
KEK up to 50 pl

HRV 3C Protease SBHIZERN (unit/ ug) BIELFIBIZ: 1: 100 1: 200 1: 50F01: 100,
*: BB/ M H Cleavage Control Fusion Protein BJII&H 1~10 pgo

2. 4°CIRBRR N, VR NATE)A 16 /\it. SNRBBYERG /R NATIE], 1RERANT AT (8] st fTUNEERN
MG
E1. 3. 6. 16/ \IUE 10 pl REGAR, 510 pl 2xSDS Sample Buffer ;B&. 7E#{T
SDS-PAGE #al. #&mEFEFT-20C,

3. #T SDS-PAGE. BUNEMFRBN BEMERQRHFAITRIZ HBIKLLER. 1RIE SDS-PAGE AR XK
EE S B 2 MR E],

a—2. AFEZKEIWENEBR

UEREEARE N RifA His 3¢ HN ir%ht, AIUEFERE<BEE SNSRI WS EHBENER R,

THEZ TALON Metal Affinity Resin (Cat. No. 635501)F¢HERAH,

1. %% a—1 B BLRIK, i ERERIER HRV 3C Protease 5 BAIE B BRELHISKFHM.

2. ACTEEEHIATE T R Ao

3. BX10xHRV 3C Cleavage Buffer E&RHATRFEIERA&E 1 xHRV 3C Cleavage Buffer, 4°C
W&, £ 4°CTFHIT FRIIR L,

4. BY TALON Metal Affinity Resin BIE&EMAZ) 1 xHRV 3C Cleavage Buffer &1, #I1%& 50%
B
*: TALON Metal Affinity Resin BIfBEXEHREBMER 5~15 mg/ml fif5.

5. 0N 50% TALON #ifg&4%%) HRV 3C Protease RALRT, & 4°CEUELES 1 /\it,

6. BRRLETE 700 x g Bl 5 705F, B EiER. BRNERKRELES. HRV 3C Protease Fifx
EBEEEMEY. AR, BEMIEMRNREETEE] TALON 2 ml Disposable Gravity Column
(Cat. No. 635606)F, [EIWGEAER.

7. 1Bt SDS-PAGE AN TERR PR EEH R,

b. EHTHEHIIETEHIBRIE B

1.

EX 10 xHRV 3C Cleavage Buffer &@&HHARRIHFERK I 1 xHRV 3C Cleavage Buffer, 4°CH
o T 4°C3k BT ERMETE RS R

2. 0 HRV 3C Protease F|BMIEABUARS, HRV 3C Protease # target protein (unit/ pg)

RIELBIZ 1: 10, ¥BREVEIENEFR. RITEWEAEINFE (MWCO) 22 kDa SHEKAY
TR

3. BETEHEERE AL 100 {54557/ 1 x HRV 3C Cleavage Buffer 880, 7£ 4°CiH{TENRZ] 16

N

4. fFF TALON Metal Affinity Resin & IMAC /7% (£% a—2. 4~6) ERIIMAHRZEEZEBF HRV

3C Protease.

5. @I SDS-PAGE et iarIE R .



c. EEFMEREFIIMENENERAR
1. B 10xHRV 3C Cleavage Buffer @& HIARTR#ETFERSHI%E 1 x HRV 3C Cleavage Buffer, 4°Chg
B, £ 4CHITLRBABERNTE,
2. BULEYER TALON Metal Affinity Resin ##5%] TALON 2 ml Disposable Gravity Column 51,
ﬁﬁﬁ 10 {Z{&F2RY Equilibration Buffer 1 TALON #ifs.
: TALON Metal Affinity Resin F{BEXEBRBMNEE 5~15 mg/ml H#if5.
: /J“DDEE’JEEUE | TALON g,
. EETHTURT RS FEF. BRETEERS 1 /06, UMEEBNEARTAEEEIMAE .
. f£ 10 ml Equilibration Buffer (%F 5 fEHEARR) EEREENEDR.
#F 20 ml 1 xHRV 3C Cleavage Buffer (%F 10 {Z#H451) F#HEF.
- IMNEY SR HRY 3C Protease, £ 4'CT 42452 L TEIELRE 16 /)BT,
. £/ 10 ml Wash Buffer (& 5 mM BRIEH Equilibration Buffer) (ZF 5 f&1E433) ERE/Y
EAMR. His inEF5I# HRV 3C Protease tI#7, Eitt, BRIEAREXMEBNEE.
9. NEREWME, MA Elution Buffer El#EFHEIUAKRTIMIEHEFI His trk.
10. @ SDS-PAGE &I MBI T AT

@ =Hf)
1RBBIRIE/TE a. tBTR AR, BX 10 pg A Cleavage Control Fusion Protein ¥ 4°CIRE 16 /AT, 58
FARESIIT R N2fS, A TALON Metal Affinity Resin #1 TALON 2 ml Disposable Gravity Column

BT . TRHR. BB ER O ERIEST SDS—PAGE M7, BIMEEIM HN-#5 TF mEEAR
7Y GST F1 HRV 3C Proteases

oowg)mboo

kg M T 2 3 4 5 6 7 8 M
200 - s —
116 - —
97.2 - - -« Cleavage Control Fusion Protein 76 kDa
66.4 — W -
—— e e w— < 6xHN + TF 52 kDa
44.3 - S e
200 ~ - . e W GST 24 kDa
e - < HRV 3C Protease 22 kDa
20.1 — -
— j—

12% SDS-PAGE, 3Fi LabSafe GEL Blue (Cat. No. 786-35)%€

M : Protein Molecular Weight Marker (Broad) (Code No. 3452)

Lane 1 : Cleavage Control Fusion Protein (76 kDa)

Lane 2 : HRV 3C Protease Jii Ni&: €14 GST (24 kDa), HN tagged TF (52 kDa)#1 HRV 3C
Protease (22 kDa),

Lane 3 : TALON Resin flow—through

Lane 4 : TALON Resin Wash Fraction: ®& GST,

Lane 5 — 8 : TALON Resin Elution Fraction: €& HN tagged TF 1 HRV 3C Protease,
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Cleavage Control Fusion Protein £5#4:

— 52kDa sl 24kDa

6 xHN Trigger Factor | GST
(TF)

HRV3C Protease
Cleavage Site

@ HBX~fH
. pCold™ TF DNA (Code No. 3365)
pCold™ ProS2 DNA (Code No. 3371)
pCold™ GST DNA (Code No. 3372)
TALON® Metal Affinity Resin (Cat. No. 635501—4, 635652, 635653)
TALON® 2 ml Disposable Gravity Column (Cat. No. 635606)

o s W

TALON is a registered trademark of Takara Bio USA, Inc.
pCold is a trademark of TAKARA BIO INC.

xR

FrrmUEBIEMARER, FERTA. SINETSZEER, TeEERATRIEARR. LMK
ERmF.

AREZTAKARA BIO INC.BEVFAIHEIEAE, TEHLE. 1HEHE. HE. HOTakarai™m, HEEMA
Takarar=mPi B BIEX T AR KET.

NREFZEAMARAVFRIRIN, BEREIRAT, HARENIWEwww.takara—bio.com.

SERAT RIS MM EERRN ST ER. . THRAETIERRRIAARGMERRE
TR,

PREBEIMIE T & BEPE BN, FLEEnARESETRECEM.

ANHEEAEREMEA (IER) BRABFIEHIE, KHRANHESETAKARA BIO INC.Mid. JI1EH
fEMTakarai=a, BN HEERFmAERANIRTER A,
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RAREHHREL:

0411-87641685, 87641686
4006518761, 4006518769

TAKARA BIO INC.

URL: http://www.takara.com.cn

v201612Da



