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Line 1: Marker

120kD— - 120k0— Line 2:Load

BOKD— . 80kD— . Line 3: FT

60kD— 60kD— - Line 4: 5mM Imidazole
50kD— - SOKD— . Line 5: 20mM Imidazole
zz:z_: 40kD— Line 6: S0mM Imidazole
: 30kD— - Line 7: 100mM Imidazole
20kD— i . Line 8: 250mM Imidazole
BkB=: 15kD— -

10kD—«
+

Ni NTA Beads 6FF Co NTA Beads 6FF
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BB FEE®EBINT - Cu? > Nizr > Zn2+ > Co?

| SEETEAES
BREBSE : Co?+ > Zn2+ > Ni2+ > Cu?*
6x His protein purification

-
Marker B M SM B Semh

120kD- B8
B Ni Smart Beads 6FF

W Zn Smart Beads 6FF

® Co Smart Beads 6FF

3 20 50 250 Ni Smart Beads 6FF Co Smart Beads 6FF Zn Smart Beads 6FF
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= EEtEnSE 7
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Affinity of poly-histidine fusion proteins for the Niz*-NTA X3F His-TaghNIRIT BREBRIE6-8 T HisERERRISF EE | (EXITA R
adsorbent in 6M GuHCIl and 0.5M phosphat buffer. KRIEHRITARESZ | G —EEFIRit.
Fusion protein Phosphate GuHCI His tag Reference/vector
Retained(%) | Eluted(%) Retained(%) Eluted(%) HHHHH H Hg Hochuli et al.(1988)
(His),-DHFR 30 10 <5 Z H HH HH HH H Hg pQE-TriSystem,pTriEx
(HIS)3'DHFR 90 75 < 10 2 H HH HH HH HH H HIO pQE-TrlSystem-S,—6
(His),-DHFR >90 80 10 10 2
Pedersen et al.(1999)
(His);-DHFR >90 20 50 50 050 00 .
- H NH NH NH NH NH N (HN) US patent 7176298

(His);-DHFR >90 10 >90 90

H GH GH GH GH GH Q (H G/Q), Pedersen et al.(1999)
DHFR-(His), >90 90 <5 -

H HQ HH AH HG (HHX), Pedersen et al.(1999)
DHFR-(His), >90 80 <10 /

K DH LI HN VH KE H HAT
DHFR-(His), =90 30 10 10 i Imai ef al,,2001 and US patent 7176298
DHFR-(His)s ~90 40 50 50 (HX*)1 6 (HX#)n US patent 5594115
DHFR-(His)s =90 30 =90 90 H X1H RH X,Hv (HXH),R US patent application 2004/0029781
mDHFR* <5 - - -

aX can be D,E,P,A,G,V,S,L,I and T.
bX, can be A,R,N,D,Q,E,I.L,F,P,S,T,W,V; X2can be A,R,N,D,C,Q.E,G,I.LL.K.M,P,S,T,Y,V.
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BRNERZESH. @E : 10xHis > 8xHis > 6xHis

Histr22 E [ aiik

20
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14
k2

HHE (mgfmb

5]
4
2
a
M Ni Srmart Beads 6FF 15.05 1751 16.58
B 7n Srart Beads GFF 015 14.57 15.79
B CoSmart Beads 6FF 6.35 125 16.3 -
Ni Smart Beads 6FF
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Smart Assembly Cloning Kit
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Ni Smart Beads 6FF
10ml/ T3+
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Benzonase2EEiEERES

- DNaseEsiZE{LDNA
(B T Gl e S Ear Benzonased] LB (KRS DNAFIRNA
b RMNaseEEE{(tRNA
—rhERR A [ERERrE T AIDNATIRNA, FFDNAFIRNAE
KRI3-8-NEEN SR TR,
AiEECE, FHEER, EREETE,;
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ﬂmart Assembly Cloning Kit \

SIL. EEFFINFERERRIGE , SRt
pSmart N 8His
F:CATCATCATCACCATCACGGATCCATGCGTCATCCGCTGGTTATGGGCAACTG

R:GGTGGTGGTGGTGGTGCTCGAGTCATTTTTCAAACTGCGGGTGGGACCAT

pSmart C 8His
F:TAACTTTAAGAAGGAGATATACCATGGGCCGTCATCCGCTGGTTATGGGCAACTG

R:GGTGGTGGTGGTGGTGGTGCTCGAGTTTTTCAAACTGCGGGTGGGACCAT
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is 30C Hi T 2 P BRIEAR L Pebi B mg i
Marker 30N His 30C His Marker 30N His 30C Hig (mM) (mg)
s . 20 26.66
s . 20 28
Cii8 X His 150 8.6 36
PCR/™ % PCR,™ ) 4li4k,
IH7%PCR

Ni Smart Beads 6FF
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é@ﬂl 80Kd N-Histr&EERAY

Ni Smart Beads 6FF Ni NTA Beads 6FF
KNB X His N-6 X His

Ni Smart Beads 6FF
N-6 X His

~

R gz | EE (mg)
Ni Smart " .
Vi X .
Beads 6FF N8 X His 10.12
Ni NTA Beads " .
WE6 X
6EF N6 X His 8.52
i N6 X His
Ni Smart 287
Beads 6FF
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