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for genetic research

Ni-NTA Agarose HP

Ni-NTA Agarose is designed for affinity purification of 6 X His
fusion protein. Nickel is used for a wide range of protein purifi-
cation, because it has high affinity for 6 X His fusion proteins.
Ni-NTA Agarose consists of a metal ion and a chelate that is
coated with 6% cross-linked agarose coupled to Ni?* ions via a
nitrilotriacetic acid (NTA) ligand. Therefore this product can be
used for purification of denatured proteins. In addition, Fast
Protein Liquid Chromatography (FPLC), is a method of liquid
chromatography often used to purify mixtures of proteins. This
product is available to these purifications also.

This product is for laboratory use only; use in any such applica-
tion is the responsibility of users.

[Matrix] Highly cross-linked 6% agarose

[Ligand] Nitrilotriacetic acid (NTA)

[Metal ion capacity] =15 zmol Ni?+/mL gel

[Bead size] 50~150 pm

[Storage buffer] 50% slurry in 20% ethanol
[Maximum total pressure] 0.6MPa

[Maximum liner flow rate] 1,800cm/h or 60 mL/min

[Recommended buffers]

For native conditions :

- Equilibration buffer : 50 mmol/L Sodium Dihydrogen-
phosphate, 300 mmol/L. Sodium Chloride, 10 mmol/L Imida-
zole, pH 8.0

- Wash buffer : 50 mmol/L Sodium Dihydrogenphosphate,
300 mmol/L Sodium Chloride, 20 mmol/L Imidazole, pH 8.0

- Elution buffer : 50 mmol/L Sodium Dihydrogenphosphate,
300 mmol/L Sodium Chloride, 250 mmol/L Imidazole, pH 8.0

For denaturing conditions :

- Equilibration buffer : 50 mmol/L. Sodium Dihydrogen-
phospahte, 300 mmol/L. Sodium Chloride, 10 mmol/L Imida-
zole, 8 mol/L Urea, pH 8.0

- Wash buffer : 50 mmol/L Sodium Dihydrogenphosphate,
300 mmol/L Sodium Chloride, 20 mmol/L Imidazole, 8 mol/L
Urea, pH 8.0

- Elution buffer : 50 mmol/L Sodium Dihydrogenphosphate,
300 mmol/L Sodium Chloride, 250 mmol/L Imidazole,
8 mol/L Urea, pH 8.0

Note : It is important to avoid agents such as EDTA or citrate in
the above buffers.
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[Protocol]
1. Procedure for batch purification of His-tagged proteins
1-A Resin equilibration
1) Thoroughly suspend Ni-NTA resin and immediately
transfer an appropriate amount of Ni-NTA resin to a
tube.
2) Centrifuge at 500 X g for 5 minutes.
3) Remove the supernatant. Be careful not to aspirate the
resin.
4) Add 10 resin-bed volumes of Equilibration buffer and
suspend with a vortex mixer.
5) Centrifuge at 500 X g for 5 minutes.
6) Remove the supernatant. Be careful not to aspirate the
resin.

1-B Sample application

1) Add the prepared protein extract.

2) Incubate with rotation for 30 ~60 minutes

3) Centrifuge at 500 X g for 5 minutes.

4) Remove the supernatant. Be careful not to aspirate the
resin.

1-C Washing

1) Add 10 resin-bed volumes of Wash buffer and suspend
with a vortex mixer.

2) Centrifuge at 500 X g for 5 minutes

3) Remove the supernatant. Be careful not to aspirate the

resin.
4) Repeat 1)~ 3) step 2 times.
1-D Elution

1) Elute the His-tagged proteins using a resin-bed volume
of Elution Buffer.

2) Incubate with rotation for 10 minutes.

3) Centrifuge at 500 X g for 5 minutes.

4) Transfer the supernatant into a new tube. Be careful not
to aspirate the resin.

5) Repeat 1)~4) step 2 times.

6) Store the collected supernatant at 2~8C.

2. Procedure for gravity purification of His-tagged proteins

2-A Resin equilibration

1) Thoroughly suspend Ni-NTA resin. Immediately add an
appropriate amount of the Ni-NTA resin to an appropri-
ate column.

2) Remove the storage buffer up to the vicinity of the resin
surface by gravity flow.

3) Add 5 resin-bed volumes of Equilibration buffer.

4) Remove Equilibration buffer up to the vicinity of the
resin surface by gravity flow.

5) Repeat 3)~4) step 2 times.

2-B Sample application

1) Add the prepared protein extract.

2) Remove the sample buffer up to the vicinity of the resin
surface by gravity flow as much as possible.
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2-C Washing

1) Add 10 resin-bed volumes of Wash buffer to the resin.

2) Remove the Wash buffer up to the vicinity of the resin
surface by gravity flow.

3) Repeat 1)~2) step 2 times.

_2-D Elution.
1) Add a resin-bed volume of Elution buffer and elute the
His-tagged proteins by gravity flow.
2) Store the fraction on ice.
3) Repeat 1)~2) step 2 times.
4) Store the collected fraction at 2~8C.

[Compatibility of reagents]
Ni-NTA Agarose HP is compatible with the following com-
pounds up to the concentrations given.

30 mmol/L. Reduced gultathione
20 mmol/L -Mercaptoethanol
10 mmol/L DTT

10 mmol/L DTE

0.3% SDS

Denaturing agents | 8 mol/L Urea

6 mol/L. Guanidine Hydrochloride
2% Triton® X-100

2% Tween® 20

50% Glycerol

1 mmol/L EDTA

20% Ethanol

Reducing agents

Detergents

Other additives

Triton is a registered trademark of Dow Chemical Company.
Tween is a registered trademark of ICI Americas, Inc.

[Storage]

2~10C

[Packages]
Code No. Packaging
145-09681 10 mL NET 5mL)
141-09683 100 mL (NET 50 mL)
149-09684 2mL (NET 1mL)

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : + 81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road
Richmond, VA 23237

Fuggerstrasse 12

D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : +1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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J— K No. 145-09681 (10 mL, NET 5mL)
141-09683 (100 mL, NET 50 mL)
149-09684 (2mL, NET 1mL)

BETFHEA
Ni-NTA 77 A—X HP

Ni-NTA7 0 —Ax, 6 XYL AF I VWG X VNIV BRT
T4 ZT 4 KR DOl INE T, v rIiEE<D
6 XL AF I VRATRE R VNTBICH LT, BukEatrd
T A7, ZVUNRTERBEICAS FEhbNTwEd, Ni-NTA
THE—AHPIX, &BA AV EFL—TFTHERINTEYD,
6 XWBERE 7 NI — 2= F U R =KE (NTA) OUH
VEEANLTNEZ A VUHFBEELTVWE T, 6, BET
ks < 2757 4 —O—FTd %Fast Protein Liquid
Chromatography (FPLC) (&, % v/ N7 BHEAROBHEIZ X
SFEHNTVWET, KBIZOESRT7 /U r—v a3 /ild
FRHTEEd,

[N by TR] 6%EELNET HE—A
[UH> k] = FVUB=FREE (NTA)

[z T LESBE] =15 gmol Ni2+/mL gel
[E—=XH#4X] 50~150 pm

(R & &] 20%T % /—)Ld 50%EHK
[®RKEH] 0.6 MPa

[&AF#E] 1,800 cm/h or 60 mL/min

(3R 77 —]

JEAMEERAET

- SE#i{b/Sy 7 7 — : 50mmol/L Sodium Dihydrogen-
phosphate, 300 mmol/L Sodium Chloride, 10 mmol/L Imida-
zole, pH 8.0

- PNy 7 7 — : 50 mmol/L. Sodium Dihydrogenphosphate,
300 mmol/L. Sodium Chloride, 20 mM Imidazole, pH 8.0

- BWH/Ny 7 7 — 1 50 mmol/L Sodium Dihydrogenphosphate
300 mmol/L Sodium Chloride, 250 mmol/L Imidazole, pH 8.0

THEHGT

- SE#E{b /N v 7 7 — @ 50mmol/L Sodium Dihydrogen-
phospahte, 300 mmol/L Sodium Chloride, 10 mmol/L Imida-
zole, 8 mol/L Urea, pH 8.0

- PN 7 7 — : 50 mmol/L Sodium Dihydrogenphosphate,
300 mmol/L Sodium Chloride, 20 mmol/L Imidazole, 8 mol/L
Urea, pH 8.0

- WH/Nw 7 7 — 1 50 mmol/L Sodium Dihydrogenphosphate,
300 mmol/L Sodium Chloride, 250 mmol/L Imidazole, 8 mol/L
Urea, pH 8.0

& EDTAR S 2ZABE &Ny 7 7 —w AL TS
7S,
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1) BNy 7y —% VY VOSERML, BARE FICX
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[ & 1]
ABIT TRRBE R OREIRE £ TREEL» OMtERd D %
T,
&= oo Al 30 mmol/L Reduced gultathione
20 mmol/L p-Mercaptoethanol
10 mmol/L DTT
10 mmol/L DTE
0.3% SDS
Z % A 8 mol/L Urea
6 mol/L. Guanidine Hydrochloride
S A 2% Triton® X-100
2% Tween® 20
fith ¥ Hn Al 50% Glycerol
1 mmol/L EDTA
20% Ethanol

Triton (% Dow Chemical Company OB &HIE T4,
Tween 3 ICI Americas, Inc. DEEHREE T,

[REEMH]

2~

(&

10C
£]
Z1— F No. w O
145-09681 10 mL (NET 5mL)
141-09683 100 mL (NET 50 mL)
149-09684 2mL (NET 1mL)
BERTT

L7/ L A MERA ST
ABRMHRRREEHN=TH1&2%S
Tel : 06-6203-3741
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