MBL

3310A
Lot 010FA~
Printed June 29, 2026
Version 5.0

For Research Use Only. Not for use in diagnostic procedures.

His-tagged Protein PURIFICATION KIT

(Trial Kit)
(MoADb. clone 2D8)
CODE No. 3310A

PURIFICATION to Maintain Protein Activity
from eukaryote cell lysate and culture supernatant
IMIB L. MEDICAL & BIOLOGICAL LABORATORIES CO., LTD.

URL https://ruo.mbl.co.jp e-mail support@mbl.co.jp



https://ruo.mbl.co.jp/
mailto:support@mbl.co.jp

Product Description

The ability to isolate and study a purified protein lies at the heart of modern biochemistry.
Researchers in many fields require highly purified, active proteins for studies involving signaling
pathways, enzymology, receptor binding, DNA binding, post-transcriptional modifications, and
much more. Thus, choosing a method of purification is an important aspect in maintaining
protein structure and function.

The hexa Histidine-tag (6xHis-tag) is one of the most common tags used to facilitate the
purification of recombinant proteins.  Metal chelate affinity chromatography is widely used for
purification of His-tagged proteins. Unfortunately, some serum components are absorbed by the
metal chelate affinity columns, making these columns impractical for the purification of proteins
secreted into the culture supernatant. Indeed many proteins have intrinsic histidine residues or
other untagged host proteins bind the metal chelate affinity columns and elute with His-tagged
protein. These untagged contaminants may be removed using an additional purification or
laborious optimizing the imidazole concentration.

MBL’s His-tagged Protein PURIFICATION KIT is designed for the isolation of His-tagged
protein from cell culture supernatants containing serum and cell lysate under neutral pH condition.
Severe conditions such as acidic or alkaline elution denature protein structure. However, a
neutral pH elution can preserve protein activity and native conformation. MBL has developed
the Anti-His-tag Beads to purify His-tagged proteins quickly and efficiently. As the Beads can
be used at neutral pH, the purified proteins can maintain the activity and conformation. The
elution of His-tagged proteins from the Beads is achieved by the addition of the 6xHis peptide.
As the 6xHis peptide competes with His-tagged proteins on the Beads, the purified proteins do not
lose the protein activity. The simple procedures of this kit have been optimized by using a Spin
Column resulting in high efficiency.

Kit Components

Components sufficient for conducting 2 times purifications of His-tagged protein.

1. Anti-His-tag Beads ~ 25% slurry: 12.5 pL beads in 50 pL total volume in PBS with 0.1%
ProClin 150 as preservative

2. Elution Peptide 6xHis peptide, 2 mg in 1 mL PBS after reconstitution

3. Spin Columns Sets 2 columns with pre-inserted bottom plugs and top caps

4. Wash Concentrate  10x concentrate, 1 mL x 2 tubes

Storage

Store for up to 1 year from date of receipt at 2-8°C. Do not freeze.

Product Capacity

The purification capacity of the Anti-His-tag Beads varies depending upon the His-tagged protein.
For examples, 5 uL of Anti-His-tag Beads (20 pL slurry) bound 5 ug of a His-tagged protein (32
kDa) and eluted 3 ug of purified protein.



Materials Required but not Provided

1. Microcentrifuge capable of 15,000 x g
2. Sampling tube (1.5 mL)
3. End-over-end rotator
4. PBS
5. Lysis buffer
Suitable Lysis buffer varies with cell type.
Note: see Additional Information
Homemade Lysis buffer
20-50 MM Tris-HCI, pH 7.5 or HEPES-KOH, pH 7.5
50-250 mM  NaCl
5mM EDTA
1%  NP-40 or Triton X-100
if necessary add Protease Inhibitor Cocktail
(e.g. SIGMA code P8340, PIERCE code 78415).
Protocols

Introduction

The kit is optimized under the native conditions only, and it is not recommended under
denaturing conditions and also for purification of aggregated, unstable, and insoluble protein (e.g.
inclusion bodies). Proteins solubilized with such as 6 M Guanidine-HCI or 8 M Urea cannot be
purified using this Kit (see Additional Information).

There are two Protocols included in the kit: Protocol I and II. The purity and yield of the
His-tagged protein can often be improved by increasing the wash volume and wash times. Protocol
I can be performed easily and adapted to the expected large amount of His-tagged protein to be
purified. Protocol II includes increasing the wash volume and wash times. Protocol II can be
adapted to obtain higher purity and yield of the His-tagged protein. We recommend Protocol II
when His-tagged protein is expected low expression or expressed using mammalian expression
systems.

The following protocols are for the isolation of His-tagged proteins produced in a 100-mm cell
culture dish. The expression level of the His-tagged protein may vary. If necessary, adjust the
volume of Anti-His-tag Beads and Elution Peptide Solution proportionally.

Material Preparation
1. Wash Solution
Dilute Wash Concentrate with 9 times its volume of distilled water.
(e.g. Dilute 0.1 mL of Wash Concentrate with 0.9 mL of distilled water.)
Protocol I; For each Spin Column, prepare 1 mL of Wash Solution.
Protocol Il; For each Spin Column, prepare 6 mL of Wash Solution.

2. Elution Peptide Solution
Reconstitute the Elution Peptide with 1 mL of distilled water. If you want to store the
reconstituted Elution Peptide, prepare appropriate aliquots (e.g. 45 puL x 20 tubes) and store at
-20°C. Repeated freezing and thawing is not recommended.



Protocol 1

Procedure Summary (Purification from mammalian cultured cell lysate)

wash buffer 0.2 mL 6xHis peptide solution
anti-His tag beads 20 ul ( 20 uL
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Add 0.5 mL lysis buffer ~ With cell lysate Wash 3 times room temperature protein 2 times
Y in the spin column 4Cfor 1h for 10 sec for 30 min

A. Purification from mammalian cultured cell lysate
(His-tagged protein is not secreted from the cells)

(Lysis of Mammalian Cells)
1. Detach the cells from the culture dish if necessary, and collect the cell suspension into the
centrifuge tube.
2. Centrifuge the cell suspension at 400 x g for 5 minutes to pellet the cells. Carefully remove
and discard the supernatant.
3. Wash cells by resuspending the cell pellet in ice-cold PBS.
Centrifuge the cell suspension at 400 x g for 5 minutes to pellet the cells. Carefully remove
and discard the supernatant.
Add 0.5 mL of Lysis buffer to the cell pellet and vortex.
Sonicate the sample for 15 seconds.
Incubate the sample for 15 minutes on ice.
Remove cell debris by centrifugation at 15,000 x g for 5 minutes at 4°C.
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(Purification of His-tagged Protein)
9. Transfer the 0.5 mL of cell lysate (supernatant from step 8) to the Spin Column.

10. Resuspend the Anti-His-tag Beads by tapping and inverting the vial several times immediately
before dispending. Don’t vortex.

11. Dispense 20 uL Anti-His-tag Beads suspension (5 puL Beads) into the Spin Column. Screw
on the cap.

12. Incubate with gentle end-over-end mixing for 1 hour at 4°C. If the Spin Column does not fit
your end-over-end rotator, put it in a suitable tube (e.g. 15 mL centrifuge tube) that fits your
end-over-end rotator.

13. Loosen the top cap on the column. Remove the bottom plug. Don’t discard the bottom
plug. Place the Spin Column in a sampling tube. Centrifuge for 10 seconds. Discard the
flow-through (or save for future analysis).

14. Take off the top cap. Keep the bottom plug off. Place the Spin Column in a sampling tube.

15. Add 0.2 mL of Wash Solution to each column. It is not necessary to stir the Spin Column.
Centrifuge for 10 seconds. Discard the flow-through. Repeat this step two additional
times.

16. Place the Spin Column in a new sampling tube.



17.

18.

For the first elution, screw the bottom plug on tightly. Add 20 pL Elution Peptide Solution
to the Anti-His-tag Beads, then screw the top cap on tightly. Tap the tube gently several
times. Incubate for 30 minutes at room temperature. Remove the top cap and bottom plug.
Centrifuge for 10 seconds.

For the second elution, it is not necessary to place the bottom plugs and top cap on the Spin
Column. Add 20 uL Elution Peptide Solution to the Anti-His-tag Beads, then tap the tube
gently several times. Incubate for 5 minutes at room temperature. Centrifuge for 10
seconds.

The two eluates (step 17 and 18) may be pooled in one sampling tube.

B. Purification from culture supernatant
(His-tagged protein is secreted into the culture supernatant)
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Collect the culture supernatant from the cell culture dish into a 15 mL centrifuge tube.
Centrifuge at 400 x g for 5 minutes to remove cell debris.

Transfer the supernatant to a new 15 mL centrifuge tube.

Resuspend the Anti-His-tag Beads by tapping and inverting the vial several times immediately
before dispending. Don’t vortex.

Dispense 20 pL Anti-His-tag Beads suspension (5 pL beads) into the 15 mL centrifuge tube
with culture supernatant. Screw on the cap.

Incubate with gentle end-over-end mixing for 1 hour at 4°C.

Centrifuge at 400 x g for 5 minutes. Discard the supernatant (or save for future analysis),
but leave 100-400 uL supernatant above the Anti-His-tag Beads.

Resuspend the Anti-His-tag Beads in the 100-400 pL supernatant by pipetting up and down
several times.

Transfer the resuspended Anti-His-tag Beads in 100-400 pL supernatant to the Spin Column.
Keep the top cap off. Remove the bottom plug. Don’t discard the bottom plug. Place the
Spin Column in a sampling tube. Centrifuge for 10 seconds. Discard the flow-through (or
save for future analysis). Keep the bottom plug off. Place the Spin Column in a sampling
tube.

Add 0.2 mL of Wash Solution to each column. It is not necessary to stir the Spin Column.
Centrifuge for 10 seconds. Discard the flow-through. Repeat this step two additional
times.

Place the Spin Column in a new sampling tube.

For the first elution, screw the bottom plug on tightly. Add 20 uL Elution Peptide Solution
to the Anti-His-tag Beads, then screw the top cap on tightly. Tap the tube gently several
times. Incubate for 30 minutes at room temperature. Remove the top cap and bottom plug.
Centrifuge for 10 seconds.

For the second elution, it is not necessary to place the bottom plugs and top cap on the Spin
Column. Add 20 pL Elution Peptide Solution to the Anti-His-tag Beads, then tap the tube
gently several times. Incubate for 5 minutes at room temperature. Centrifuge for 10
seconds. The two eluates (step 13 and 14) may be pooled in one sampling tube.

(Note: Steps 11-14 of this protocol are identical to steps 15-18 of the first protocol.)



Protocol 11

Procedure Summary (Purification from mammalian cultured cell lysate)

anti-His tag beads 20uL
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Purification from mammalian cultured cell lysate
(His-tagged protein is not secreted from the cells)

(Lysis of Mammalian Cells)

Remove supernatant

gently

6xHis peptide solution

20uL
4
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Incubate at room Elute His tag protein
temperature for 30 min 2 times

1. Detach the cells from the culture dish if necessary, and collect the cell suspension into the

centrifuge tube.

2. Centrifuge the cell suspension at 400 x g for 5 minutes to pellet the cells. Carefully remove

and discard the supernatant.
Wash cells by resuspending the cell pellet in ice-cold PBS.
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and discard the supernatant.
5. Add 0.5 mL of Lysis buffer to the cell pellet and vortex.
6. Sonicate the sample for 15 seconds.

Centrifuge the cell suspension at 400 x g for 5 minutes to pellet the cells. Carefully remove



7.
8.

Incubate the sample for 15 minutes on ice.
Remove cell debris by centrifugation at 15,000 x g for 5 minutes at 4°C.

(Purification of His-tagged Protein)

9.
10.

11.
12.
13.

14,
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15.

16.
17.
18.

19.

Transfer the 0.5 mL of cell lysate (supernatant from step 8) to a 1.5 mL sampling tube.
Resuspend the Anti-His-tag Beads by tapping and inverting the vial several times immediately
before dispending. Don’t vortex.

Dispense 20 pL Anti-His-tag Beads suspension (5 pL Beads) into the sampling tube (step 9).
Incubate with gentle end-over-end mixing for 1 hour at 4°C.

Centrifuge for 10 seconds. Carefully remove and discard the supernatant (or save for future
analysis) using a micropipettor. Don’t aspirate beads or disturb bead pellet.

Add 1 mL of Wash Solution to the sampling tube. Inverting the sampling tube several times
and centrifuge for 10 seconds. Carefully remove and discard the supernatant using a
micropipettor. Don’t aspirate beads or disturb bead pellet. Repeat this step four additional
times*.

*Note; Each laboratory is recommended to confirm its own appropriate washing times,
because the purity of the His-tagged protein may vary depending upon your expression
system and so on.

Take off the top cap. Keep the bottom plug off. Place the Spin Column in a sampling tube.
Don’t discard the bottom plug.

Add 0.2 mL of Wash Solution to the sampling tube. Resuspend Anti-His-tag Beads by
pipetting up and down several times. Transfer the resuspended Anti-His-tag Beads to the
Spin Column. Place the Spin Column in a new sampling tube.

Centrifuge for 10 seconds. Discard the flow-through.

Place the Spin Column in a new sampling tube.

For the first elution, screw the bottom plug on tightly. Add 20 puL Elution Peptide Solution
to the Anti-His-tag Beads, then screw the top cap on tightly. Tap the tube gently several
times. Incubate for 30 minutes at room temperature. Remove the top cap and bottom plug.
Centrifuge for 10 seconds.

For the second elution, it is not necessary to place the bottom plugs and top cap on the Spin
Column. Add 20 pL Elution Peptide Solution to the Anti-His-tag Beads, then tap the tube
gently several times. Incubate for 5 minutes at room temperature. Centrifuge for 10
seconds. The two eluates (step 18 and 19) may be pooled in one sampling tube.

Related Products:

Please visit our website at https://ruo.mbl.co.jp/
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Example of Purification Results 1
Purification of C-terminus His-tagged protein X from culture supernatant

M 1 2 3 4

(KDa)
250 —
10— [ C-terminus His
- tagged protein X
100 —
75 —
lane 1: Before purification
[ (culture supernatant)
- lane 2: His tagged Protein PURIFICATION KIT
B~ (Peptide purification)
37— lane 3: Acid purification

lane 4: Alkali purification

SDS-PAGE (Coomassie Brilliant Blue Staining)

Stable transfectant of CHO (Chinese Hamster Ovary) cells expressing C-terminus His-tagged protein
were cultured for 7 days in DMEM medium containing 10% fetal bovine serum. C-terminus
His-tagged protein was purified from 0.5 mL of cultured medium according to the preceding protocol
I-B. For comparison, elution was carried out not only with peptide solution but also with acid solution
and alkaline solution. Each purification was conducted with the same amount of Anti-His-tag Beads (5

pL) and the same amount of elution solution (20 puL x 2 times and then pooled).

Peptide elution solution:  neutral pH

0.1 M Glycine-HCI: pH 3.0  (Neutralize the elution immediately with 1 M Tris-HCI, pH 8.0)
(Acid elution solution)

0.1 M NH3: pH 11.3  (Neutralize the elution immediately with 1 N acetic acid)
(Alkali elution solution)

Example of Purification Results 2
Purification and enzymatic activity of N-terminus His-tagged B-Galactosidase
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SDS-PAGE (Coomassie Brilliant Blue Staining) & X-gal staining

Human embryonic kidney cells (293T) were transfected with pcDNA-His-[-galactosidase and cultured
for 60 hours. Cells were then lysed in the Lysis buffer (1 mL/100-mm dish) and purified according to
the preceding protocol II. For comparison, elution was carried out not only with peptide solution but
also with acid solution and alkaline solution. Each purification was conducted with the same amount of
Anti-His-tag Beads (5 uL) and the same amount of elution solution (20 puL x 2 times and then pooled).

Peptide elution solution: neutral pH

0.1 M Glycine-HCI: pH 3.0  (Neutralize the elution immediately with 1 M Tris-HCI, pH 8.0)
(Acid elution solution)

0.1 M NHa: pH 11.3  (Neutralize the elution immediately with 1 N acetic acid)
(Alkali elution solution)

Enzymatic activity of each purification was performed using standard X-gal staining method.



Example of Purification Results 3

Purification of N- and C-terminus His-tagged protein Z from transformed E. coli

(KDa)

150—
100 —
75— i

50— /=== ammeem» —» His tagged protein Z

37—
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lane 1: Before purification
20— (E. coli lysate)
15 lane 2: His tagged Protein PURIFICATION KIT

(Peptide purification)
lane 3: Laemmli SDS-PAGE buffer

SDS-PAGE (Coomassie Brilliant Blue Staining)

The transformed competent E. coli BL21(DE3) cells were induced by the addition of IPTG in the
culture medium (1 mL) to express the N- and C-terminus His-tagged protein Z. After an induction
period, the cells were pelleted by centrifugation and then resuspended in 0.3 mL of the Lysis buffer.
His-tagged protein Z was purified according to the preceding protocol I-A. For comparison, elution
was carried out not only with peptide solution but also with Laemmli SDS-PAGE buffer. Each
purification was conducted with the same amount of Anti-His-tag Beads (5 pL) and the same amount
of elution solution (20 uL x 2 times and then pooled).



Additional Information

Several reagents were examined whether or not they were suitable for use with the
His-tagged Protein PURIFICATION KIT. For example, RIPA buffer could be used for
preparation of cell lysate. The results are listed below.

Chaotropic agents
Urea 1M Yes
Guanidine-HCI 1M No

Reducing agents

DTT 10 mM Yes
2-Mercaptoethanol 10 mM Yes
Surfactants
Nonionic Tween-20 1% Yes
Tween-20 5% No
Triton X-100 5% Yes
NP-40 1% Yes
Digitonin 1% Yes
n-Octyl-beta-D-gulcoside 1% Yes
Zwitterionic CHAPS 1% Yes
CHAPSO 1% Yes
Anionic SDS 0.1% Yes
Sodium Deoxycholate 0.5% Yes
Others
NaCl 1M Yes
Glycerol 10% Yes
EDTA 10 mM Yes

The “Yes” indicates the reagents can be used in the Lysis buffer for this kit up to the
indicated concentration. The “No” indicates the reagents cannot be used in the Lysis
buffer for this kit at the indicated concentration.
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HHERNCH His-tag B — ADORGR AR THE, BEEMTL2 2 TH—RAZ Y —IZLTTFaV,
RIVT v 7 ZIMFRNT FEW,
Pl Histag E—XDP 2P a 2 20ul BuL B —X) 28 EEO A @ LT 2 — 71T A £
To FrvTELET,
n—7—4—ZkE v L, 4°C T 1EEMFECICIREIRTI L ET,

BT 2—7 % 400xg TELMEEOLLET, LEEZETETDS WEIIS LT, BOoroizdic
BoTk&xEd) . EHEEZERITHRELRVT, 100 ~400 pL 13T Histag £ — R & o L k25D
Fa—TORIFELTBEET,

LT 2 —7 OHIZEE L7z 100 ~ 400 ub OE:E Big &l His-tag B — X &2 By 7 ¢ & 7 2 4[El#E D
WLtk THELET,

FT His-tag £"— R & 100 ~ 400 puL D5 HIEDBREIKEZ TO T 7 72O Mo AE L BT KB L
F9. VB BIN T LOTOT T 7R ETOTHETRNTLIIZEY, )
AT LD EDF v v FIXLERA, AN T LE~A 7 0F 2—TIZANT Flash T 10 7
MiEOLET . A7 0 Fa—TDREETET (MLEIIEL T EOSIT OO > TEBEET),
ACEUHTEADTOTZ 73N LIEET, v~ 70Fa—TIZANET,

LI, A, ELEMMIRR DS B ORERL 15 ~ 18 [2hEW, FERAI TV E T,
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Za ba—L@

BRIEOBIER (HILBHEE R D OFER)

(BEREMENHE, BMEICERLZWES)

=

#iHis tagEE—Z20uL

¢
@
A :His Tagy v /\0&
X s v OE o W €D
His tagy »/\0 8% fiHis tagE—X AVFAR—=23Y =108 EEZETRICMRL
EEI U ERERR LR E RS 4T, 1B
BELLE—X% BxHis R 7F RiAH& 20ul
R 1 mL XE)Q%AL:%%T (
( ﬂ A A
£ b o
il \ O . 4
=108 EEETEICR AF1R-23Y His Tag® >/ BRI
=108 =R, 309 At2ME, BLE10%
#25MmE
(M ha i IR D FRERL)

1. Frba—n0 A FRME>O OB 1~8 14wy, MlefhtiEz il L7,

(His-tag Z > 737 B D¥EHL)
2. MBI 05 mL 2 15mL~A 7 B F a— I ANET,

3. MAHERNCYL Histag B — XORGFEFETHE, BENRfMT22 L TYH—RAZ U —IZLTTFIE,

RIVT w7 ZFENTF RN TFE,

.16-



4. PiHistag E—ADHF A~V g20uL GpL ©—X) &2 O~ 7 uFa—FITMLET,

5. ¥4/ uFa—Thku—7—F—|Zky bL, 4°C T 1 FEHEFCHICHRENREFI L £ 7,

6. ¥4/ mFa2—7%Flash TIOBHEELLET, By b~ Fa AW TR L e — X% RELR
WEIICEBL T A/ TFa—T RO LEEETET, WEIISUT, BOSFTODIZE ST
BEET, )

7. ¥A 7 BFa—7IC 1l mL OBEGKE AN EEIRFI L.~ A 7 B F 2 —7 % Flash T 10 BP0 L,
LB L= X ERELBRVWIDICEEL T REZETES, ZoBEEL 5V IRLET, (B—
REPeF Ny 77— L TR A < i 2 2 L T, @I Histag # v /87 B & RS R Sk
7. )

8. YA/ uF a—TITWHIKE 02mL A, E—X%& <Xy NTRML, TOFZ 7280 o
A AT DB LET, TR EHSEN T LADOFOT T 7D ETOTHTRNTLE
SV, ) RAEUATLERA IV RTF 2—TIZANTFlash TI0MMELLES, vf 7 nFa—
T OBREETET,

9. LR, Zuba—1Q@ A EHEME)DORBEL 16 ~ 18 21V, FERAZITWET,

BAHE R
Wett > 7 = 7 A b https:/ruo.mbl.co.jp/ % ZHE L TEE W,
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BRoFIO

C K¥iii His-tag % /37 8 X OF5H (SDS-PAGE 7 + o —H4Lfa)

M 1 2 3 4

(KDa)

250 —
150— == - we C-terminus His

e - tagged protein X
100 —
75 —

—
50 — .Y 25 44 =
lane 1: &l =& LFE
lane 2: KX vk (RTFRAH)

37— | lane 3: E&AH

lane 4: 7ILAYAH

F ¥ A =— AN LA Z —FEHEFEAIIE (CHO) 0 C Rl His-tag # > /X7 & X 2R B4 DMEM/10% FCS
T7THMEELE L, R EE500uL 22570 b a— L OISR L FETHERLE L, oz
2, BBLXOT DY TORBHITWE Lz, &4 OBRIXE CEOH Histag B —X 5ul) LRICED
EHR (20 pLx 2 [|lE &2 7 —v) ZHWE L,

NTF REtiR ORF o b)) ik

0.1 M Glycine-HCI (BiaHI#K) : pH3.0 (&M% 772HIZ 1 M Tris-HCI, pH 8.0 THFn)
01MNHs (7L U EEHE)  : pH 113 (#7272 512 1N CHsCOOH T i)
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BRI

N K His-tag B-Galactosidase D ¥5H. (SDS-PAGE 7 ~ 3 —Yufh) & EERIE M DOHER

(KDa)
50—
150 — 2 e ¥ e
100 ;‘z -” —» His tagged B-Galactosidase

lane 1: FEHLET MAZME R
lane 2: AF vk (RTFRAEH)
e lane 3: E&BRH
: lane 4: 7ILAH)BH

¢ Y &£7393300X-gal RERG

b MRV H SkAIaRE (293T) (C pcDNA-His-B-Galactosidase 7 A KDNA%# h T v A7 =7 a v L,
60 MBS L E L7z, Ml ZMIaiE i N> 7 7 — (1 mL/100-mm dish)([ZifiE S, 71 b 2 — L @IZRE#l
L7 HETHERLE Lz, Oz, BBXOT VA Y TORHBITWE Lz, H4x OKEITIE CED
Pt His-tag ' — A (5 pL) & R CEOWHIK (20 pLx 2 Mg % 7 —0) ZHVWE LT,

NTF REHRR KXy b)) ik

0.1 M Glycine-HCI (FB¥HE)  : pH3.0 (EH% 7272512 1 M Tris-HCI, pH 8.0 THfn)

0.1MNHs (77 UIEHTK)  : pH11.3 (47272512 1 N CHCOOH “CHfN)

& Ry B OEMEITRER% O His-tag B-Galactosidase DE#FRIHM: % X-gal 2AETHREL X L,
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BRI

N oK & C RURIC His-tag Z e S22 o0 Z OFsHL (SDS-PAGE 7 ~ 3 —Yu(h)

(KDa)

150—
100 —
75—

—

50— === emmsemw» —» His tagged protein Z

37—

25 —

20—
lane 1: ¥5Z4R( (E. coli lysate)
15— lane 2: KEX vk (RTFKEH)
lane 3: Laemmli SDS-PAGE > )L/\w I 7—

-

pET28a-protein Z 77 A I K DNA TREHH L 7= K H (BL2L(DE3)) & 1545 L. IPTG ZMx TH 378
FHEAFELE L, KIBE Ly M & MlagEiE N> 7 7 — (0.3 mL/L mL E. coli culture) |2 S,
v b a2 —/LOIZFEH L2 FETREL L £ Uiz, D 72912, SDS-PAGE 4> 73y 7 7 —CTOREH HAT
WE L7z, &x ORRILFE CEOH His-tag ©°— X (5uL) &R UEOEHIK (20 pbx 2 B H % 7 —L)
FHWE L,

~NTTF REHIR ORF > 1) ik
SDS-PAGE %> 7 /LNy 7 7 —
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REOFEHAAE
TRCORIRA MR IHE NN 7 7 —DRFINZ 2356, KEy N THEZ DD E I DEFHIE L,
*RIPA /X 7 7 — X RTRE T,

Chaotropic agents
Urea 1M Yes
Guanidine-HCI 1M No

Reducing agents

DTT 10 mM Yes
2-Mercaptoethanol 10 mM Yes
Surfactants
Nonionic Tween-20 1% Yes
Tween-20 5% No
Triton X-100 5% Yes
NP-40 1% Yes
Digitonin 1% Yes
n-Octyl-beta-D-gulcoside 1% Yes
Zwitterionic CHAPS 1% Yes
CHAPSO 1% Yes
Anionic SDS 0.1% Yes
Sodium Deoxycholate 0.5% Yes
Others
NaCl 1M Yes
Glycerol 10% Yes
EDTA 10 mM Yes

Yes : RITR LT E £ TRIKBIEMR S Y 7 7 =TI THER TE £7
No : RITR LT IRE TRy 7 7 —ICMA 2 S TE EE A,
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Troubleshooting Guide

Q-1. HH His-tag & > /37 BB TE 2V DO TT A,

A-1. FERETOY > 7 VI His-tag & L X7 BPFIET D FEN T T A2 7wy MEOKRFNZL VP 6T
HHIZH b 5T, HIO Histag % V37 BRAF v MW THERTEX 20 - 254613, i
JAV 7= His-tag &' — X2 SDS-PAGE %> 7R 7 7 —ZEHIN 2, 5 HRIZWBLELH% SDS-PAGE % 7=
Fv=AZ T ay MITHITL T RSV, ZORE, BROHT A XNy KRR TERWEEIT
A2 % NV RBPHERTEIESAITA3I Z TSR T S0,

Q-2. BRY His-tag Z V' RI7ERE—RXIZH/E LRV DOTT R,

A2, RO XS BRRRNPREZ bIVET,
A v MMIbE—X|H His-tag ML 2GS S TBY 30T, RAEMED His-tag % VX0 B, 77
Y 4 — k LTV 5 His-tag % > /827 B 13T Histag E— RIS LARAWEARH Y £, £/-, 20Xy
MIZT =V BLOERED Urea 2 E TNy 7 7 —IIHHTEER-A, 7T —F—— bD 21 X—V
WHIBERARE N 7 7 —RIEOEA A EEZIRMAF L TEBY T OTIZR T I,

Q-3. §ii His-tag £'—XIZ His-tag ¥ VX7 BIIHEETHDTTN, XFF FEHANAYy 77y —&M2TH
His-tag % > /X7 BERBEHINRWOTT R,
A3 RO LD RIFERRE 2 bIVET,
AF - N TliIHis-tag ¥ /X7 BOWHNTIIART T FEEMAN Y 7 7 — & M Z TEIR T30 oA v F 2
NR— g VT AHVRERLYET, 4°C TOA o FaX— g0, 4 rFaX— g OB EN S
EHIZEME T LE T, 4°C TRIMT ABITF NEREZRNE%, —Biaf o FaX—ra LT E
X,
Fiz, 77UV — F LT W His-tag ¥ VN7 DA, 7/VICHW His-tag % > /N7 B HREE LTIk
RBTT 77U =ML, WHTERWEERHY 7, FOKLY U7 VO%E1T Histag ¥ v/ B %
T 7V — R SRRV EETORMEIT- T EEY, B, IFOBE Ny 77— 2 THIIEE
RN 77 —EFNVORE Ny 7 7y —E LTHAWSRE,)
F 913 Trial A XD F >~ b (codeno. 3310A) THIENHZ LxBEIDLET,

Q-4. ERTE 2B REN Y 7 7 —DREHIL ?
A4, T—H—— R 2l X—=VOREDOHEHA A EE TS ML E SV, NP-40 Lysis buffer, Tween Lysis buffer
D LT REIENA 2 &t Ny 77—, 0.1% SDS & 479 % RIPA buffer |3/ /I E T,

Q-5. B4 BT His-tag DAIEBITERLETH?

A-5. His-tag DALEIZ EZ Tho THBE T £,
WHNMRETCIE. NKE C KD 2 AT His-tag DW= VX7 B LR CnE S, T—%—v
— RO 18~20 X—VORFRFIO@@ % TS L T X,

Q-6. XFF FEHDOBDEE % RE TiE/e< 4°C TITW WD TTR?

A—6. % 4°C TIToToh . BHHAIRIIBEOLGAIZHE LT I2 LTFICR Y £9, BRTOENEE
B LET, (4°C THEH LIZWIGATETF MERKEZ % TH His-tag B — X% — A o F 2 X—
2 LThBEHLTLZ3N,)

Q-7. KIBEIZHEBR Iz Histag X U RIBEA LV IN—Va v RT 4 —POEHTEETM?

A-7. ZOF v MIPL His-tag PilhZ 5 T AMHES SV —XZHNTEY £9T0O T, EiRED Urea X0,
IT =V R EOREIIMMHTEEE A, Elo. REMD Histag # /X7 EIIN 7 LITHEELEEA
DOTHEHTEETA,



Q8. BREN 2 MEHVETAH, Yuba—nQ&, v ha—LQIFED LD L EITHENWGT
niEFxwvwelLxon,
A-8. BFEORKMET Y v b a—AOTT A, HABWHIIANIC BB His-tag % > /X7 BE BB SE T
=T, YT IANIZ His-tag & X7 BOEN 1 Ng LT OHBAEIET v b a— L@ TR %
BEIHOLET,

Q9. XTI F FEHIRLIN DRy 7 7 —T His-tag ¥ > 37 BOBWHITFTRETT 2

A-9. SDS-PAGE H > 78y 77—, /N> 7 7 — (0.1 M Glycine-HCI pH 2.3~3.0 TiaEH#%., 1
M Tris pH 8.0 THF1), 7B Uy 77— (0.1 M7 E=T/KpH 11.3 TIEH. 1 N R TH
) 72 ERRHWEIRHBHETT, N b0y 7 7 —THEM L7256 B RUILFTEE T3/ His-tag
BRI BOIEHIZIbIVET,

g R-CME T A2 FHRIT., A —23— (https://ruo.mbl.co.ip/) 7»SFIH T £4,
EHOERE ZHRH L 7230,

FTETT

IMB L MEDICAL & BIOLOGICAL LABORATORIES CO., LTD.

URL https://[ruo.mbl.co.jp e-mail support@mbl.co.jp
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