FUJIFILM

<for Research Use Only> Code No. 290-68603 (10 reactions)
298-68604 (40 reactions)

Immuno-enhancer

[Introduction])

Immuno-enhancer is a reagent which accelerates antigen-antibody
reactions of Western blotting, dot blotting and ELISA by optimizing the
reaction conditions. The effect is more noticeable when using a weakly-
reactive antibody. It is possible to get high S/N ratio.

Immuno-enhancer contains Reagent A for the reaction of the primary
antibody and Reagent B for the reaction of the secondary antibody. The
reagents are ready-to-use, so can be used without dilution.

[Features)

1) Enhancing of signals
2) High S/N ratio

3) Ready-to-use

[Reagent contents]

40 reactions
50 mL x 1 vial 200 mL x 1 vial
50 mL x 1 vial 200 mL X 1 vial

*Package size is based on the use when 5 mL of Reagent A and 5 mL
of Reagent B are used for 1 reaction.

10 reactions

Reagent A

Reagent B

[Storage]
2~10TC

[Protocols]

Western Blotting

< Using primary antibody and secondary antibody >

1) Perform the electrophoresis of the samples. Transfer to the mem-
brane and block the membrane following each protocol.

- It is possible to use the following blocking solutions :skim
milk, casein, BSA, synthetics and so on. We recommend using
of non-fat skim milk when using skim milk.

- Use the suitable blocking solution for the antibody and the
assay because some antibodies may increase non-specific
signals depending on the kind of the blocking solution.

- Wash the membrane after the blocking step because the
residual blocking solution may cause background signals.
Washing conditions : TBS-T (rinse X 2, wash for 15 min X 1,
for 5 min X 2).

2) Dilute the primary antibody with Reagent A.

- Adjust the volume of Reagent A to the membrane.
Ex : 5-10 mL 10 X 10 cm membrane.

- Refer to the concentration of the antibody recommended by
the supplier.
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Incubate the membrane in the primary antibody solution at room
temperature for 1 hour with shaking.

- Change the incubation time as necessary. Refer to the
incubation time recommended by the supplier of the antibody.

o~

Wash the membrane in TBS-T for 10 minutes with shaking.(3 times )
Dilute the secondary antibody with Reagent B.

o

- Adjust the volume of Reagent A to the membrane.
Ex :5-10 mL /10 X 10 cm membrane.

- Refer to the concentration of the antibody recommended by
the supplier.

[}

Incubate the membrane in the secondary antibody solution at room
temperature for 1 hour with shaking.

- Change the incubation time as necessary. Refer to the

incubation time recommended by the supplier of the antibody.

N

Wash the membrane in TBS-T for 10 minutes with shaking.(3 times )
Proceed to the detection.

o

< Using labeled antibody, in case of direct detection >
1) Perform the electrophoresis of the samples. Transfer to the mem-
brane and block the membrane following each protocol.

- It is possible to use the following blocking solutions :skim
milk, casein, BSA, synthetics and so on. We recommend using
of non-fat skim milk when using skim milk.

- Use the suitable blocking solution for the antibody and the
assay because some antibodies may increase non-specific
signals depending on the kind of the blocking solution.

+ Wash the membrane after the blocking step because the
residual blocking solution may cause background signals.
Washing conditions : TBS-T (rinse X 2, wash for 15 min X 1,
for 5 min % 2).

2) Dilute the antibody with Reagent B.

- Adjust the volume of Reagent B to the membrane.
Ex :5-10 mL 10 X 10 cm membrane.

+ Refer to the concentration of the antibody recommended by
the supplier.

+ When you can not get a good result with using Reagent B,
please try to use Reagent A. Because some antibodies may be
able to get better result with using Reagent A.

3) Incubate the membrane in the antibody solution at room temperature
for 1 hour with shaking.

4) Wash the membrane in TBS-T for 10 minutes with shaking.(3 times)

5) Proceed to the detection.

[Note]

Immuno-enhancer may not be able to be used for Western blotting
of samples including the antibody for immunoprecipitation, because
Immuno-enhancer accelerates antigen-antibody reactions therefore the
secondary antibody reacts to the H-chain and L-chain of the antibody for
immunoprecipitation.
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Dot Blotting
1) Spot the samples onto the membrane. Transfer to the membrane
and block the membrane following each protocol.

+ It is possible to use the following blocking solutions : skim
milk, casein, BSA, synthetics and so on. We recommend using of
non-fat skim milk when using skim milk.

+ Use the suitable blocking solution for the antibody and the
assay because some antibodies may increase non-specific
signals depending on the kind of the blocking solution.

+ Wash the membrane after the blocking step because the
residual blocking solution may cause background signals.
Washing conditions : TBS-T (rinse X 2, wash for 15 min X 1,
for 5 min x 2).

2) Please follow the Western blotting protocol starting with Step 2).

ELISA (Sandwich ELISA) in case of using 96-wells plate

< Using primary antibody and secondary antibody >

1) Coat the plate with antibody. Block the plate following ELISA
protocol.

« It is possible to use the following blocking solutions : skim milk,
casein, BSA, synthetics and so on. We recommend using of
non-fat skim milk when using skim milk.

- Use the suitable blocking solution for the antibody and the
assay because some antibodies may increase non-specific
signals depending on the kind of the blocking solution.

- Wash the plate after the blocking step because the residual
blocking solution may cause background signals.

Washing conditions : PBS-T (250 uL/well X 3).

2
3) Dilute the primary antibody in Reagent A.

Dilute the antigen in Reagent A.

- Refer to the concentration of the antibody recommended by
the supplier.

o~

body solution to each well and mix.

Add 50 u L of the antigen solution and 50 u L of the primary anti-

5) Seal the plate with a microplate sealing tape and incubate at 37C
for 1 hour.
- It is possible to incubate at 4 C for 16 hours.
+ When performing the antigen reaction and the primary
antibody reaction independently, wash the plate 3 times with
250 u L of PBS-T per well after the antigen reaction.
6) Carefully remove the solution using a pipette.

7 ) Wash the plate with 250 uL of PBS-T per well. (3 times )
8) Dilute the secondary antibody in Reagent B.

- Refer to the concentration of the antibody recommended by
the supplier.

©

Add 100 uL of the secondary antibody solution to each well.

10) Seal the plate with a microplate sealing tape and incubate at 37C

for 1 hour.

- It is possible to incubate at 4C for 16 hours.

11) Carefully remove the solution using a pipette.
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12) Wash the plate with 250 uL of PBS-T per well. (3 times )
13) Proceed to the detection.

< Using labeled antibody, in case of direct detection >
1) Coat the plate with antibody. Block the plate following ELISA protocol.

- It is possible to use the following blocking solutions : skim
milk, casein, BSA, synthetics and so on. We recommend using
of non-fat skim milk when using skim milk.

- Use the suitable blocking solution for the antibody and the
assay because some antibodies may increase non-specific
signals depending on the kind of the blocking solution.

- Wash the plate after blocking step because the residual
blocking solution may cause background signals.

Washing conditions : PBS-T (250 uL/well X 3).

2) Dilute the antigen in Reagent A.

3) Add 100 uL of the antigen solution to each well.

4) Seal the plate with a microplate sealing tape and incubate at 37C
for 1 hour.

« It is possible to incubate at 4C for 16 hours.

5) Carefully remove the solution using a pipette.
6) Wash the plate with 250 uL of PBS-T per well. (3 times )
7)) Dilute the labeled antibody in Reagent B.

- Refer to the concentration of the antibody recommended by

the supplier.

8) Add 100 uL of the secondary antibody solution to each well.
9) Seal the plate with a microplate sealing tape and incubate at 37°C
for 1 hour.

- It is possible to incubate at 4C for 16 hours.

10) Carefully remove the solution using a pipette.
11) Wash the plate with 250 uL of PBS-T per well. (3 times )
12) Proceed to the detection.
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[Troubleshooting]

Problem

Possible cause

Solution

Problem

‘ Possible cause

Solution

Western blotting + Dot blotting

Weak signal
(Faint bands)

Insufficient protein

Increase the amount of total protein loaded on
the gel. We recommend the examination of the
optimum protein concentration by preparing a
dilution series of protein.

Insufficient
antibody

Increase the antibody concentration.

We recommend the examination of the optimum
antibody concentration by preparing a dilution
series of the antibody.

Poor or incomplete
transfer

Increase transfer time or voltage. High molecular
weight proteins may require more time for trans-
fer.

Ensure that there is good contact between the
membrane and gel. Altering transfer method
from semi-dry to wet may improve the efficiency
of transfer.

White band

Excessive protein

Reduce the amount of protein loaded on the
gel. Excessive protein can cause extremely high
levels of localized signal, and it results in rapid,
complete consumption of substrate at the point.
Therefore a part of the band cannot be observed
when exposed to film.

Excessive antibody

Reduce the antibody concentration. Excessive
antibody can cause extremely high levels of
localized signal, and it results in rapid, complete
consumption of substrate at the point. Therefore
a part of the band cannot be observed when
exposed to film.

ELISA

Weak signal

Insufficient antigen
or antibody

Examine the optimum concentrations of antigen
and antibody.

Over transfer

Reduce transfer time or voltage for low molecu-
lar weight protein to avoid the protein going
through the membrane. Altering the membrane
from nitrocellulose to PVDF may get better re-
sults.

Unsuitable
blocking solution

Examine the suitable blocking solution for the
antibody and the assay, because some antibodies
may decrease the signals depending on the kind
of blocking solution.

Using skim milk including fat may cause weak
signals.

Extra bands

Excessive antibody

Reduce the antibody concentration.

We recommend the examination of the optimum
antibody concentration by preparing a dilution
series of the antibody.

Excessive Excessive antigen|Examine the optimum concentrations of antigen
signal or antibody and antibody.
Excessive reaction|Reduce the antigen-antibody reaction time.
time
High Excessive antigen |Examine the optimum concentrations of antigen
background |or antibody and antibody.
Insufficient Examine the suitable blocking solution for the
blocking antibody and the assay, because some antibodies

may increase non-specific signals depending on
the kind of the blocking solution.

Do not use casein when using anti phosphor
antibodies, because casein is a phosphorylated
protein.

Insufficient wash

Increase the number of washes.

Excessive protein

Reduce the amount of protein loaded on the gel.
We recommend the examination of the optimum
protein concentration by preparing dilution se-
ries of protein.

Data spread

ELISA plate

The absorption capacity may be very different
between the plates. Additionally, some plates
may be very different between lots. Be careful
selecting the plates.

Insufficient
blocking

Examine the suitable blocking solution for the
antibody and the assay, because some antibodies
may increase non-specific signals depending on
the kind of the blocking solution.

Do not use casein when using anti phosphor
antibodies, because casein is a phosphorylated
protein.

Insufficient wash

Increase the number of washes.

High
background

Excessive antibody

Reduce the antibody concentration.

We recommend the examination of the optimum
antibody concentration by preparing a dilution
series of antibody.

Excessive protein

Reduce the amount of protein loaded on the gel.
We recommend the examination of the optimum
protein concentration by preparing a dilution
series of protein.

Insufficient
blocking

Examine the suitable blocking solution for the
antibody and the assay, because some antibodies
may increase non-specific signals depending on
the kind of the blocking solution.

Do not use casein when using anti phosphor
antibodies, because casein is a phosphorylated
protein.

Insufficient wash

Increase the number of washes.

Film overexposed

Reduce exposure time.

—5/12 —

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan

Telephone : + 81-6-
Facsimile  : + 81-6-

6203-3741
6201-5964

http://fwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation

1600 Bellwood Road

Richmond, VA 23237

USA

Telephone : +1-804-271-7677

Facsimile

4+ 1-804-271-7791

http://www.wakousa.com

FUJIFILM Wako Chemicals Europe GmbH
Fuggerstrasse 12

D-41468 Neuss

Germany

Telephone : +49-2131-311-0

Facsimile : +49-2131-311100
http://www.wako-chemicals.de
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31— K No. 290-68603 (10 [EIF)
298-68604 (40 EIF)

AL) -TINIY—

[Zrwic]

Kiwld, v Xy r7uv 47, Ry b7av 54 7, ELISA®
U - PURSOR % SRl b LIRS 2 338 T3, IRt otk z i
WA IR H ). W S/NEEZEAZENTEE T,

AdiE, —RIUEBOEH O Reagent A & ZRIUAKSUGH @ Reagent B
D2OPHEEKEINTEY ., FiAZ0F AR E LTHws 2k
FTEEY,

¥ &l

1) ¥ 79z B

2) MW S/N

3) BB R BIEAA S, PERFR O Y I

[FAERE ]
10 I 40 a1 A
Reagent A 50mL x 14 200mL x 1A
Reagent B 50mL x 14 200mL x 1A

ARSI %32 SmL A L 72358 o mEC s,

(175 PF]
2~10C

(BERI 53X

JIAY TR T A VT

<—WPidk. RHE RIS B 5>

1) %70 ba—nicfév, SDSPAGE, BHES, 70y % ¥ 7 %115,

- TuyF AN, AFAINYZ, HEAL Y, BSA, ALAK
e EEMVLEIENTEET, AFAINT &2 THHOYE
. ERGSAHERL B 9,

c 70y F Y IHRIOMBEIC X o Ty NIV BP0RC &0 IS
B> 7 PRI 256080 30T TR ok,
T A RICHRER D OE THEHT S v,

S Tay FYTHEORBEINy 275y Y FEORKE R T3
DT, 70y F VI BIILTEOEGE 2T TT S,

e TBS-T (U ¥ A x 20, 15470 x 11l 547/ x 2[),

2) —&kPifk% Reagent A THMT %,

CERIESHAOBEORE SICHEbETELT TS, HZ : 5~
10mL 10 x 10cm o
- ABUERIE, T PRI SRN S E TR T S v,

3) —RPURABGRICE AR L. ST 1 EIRE 9 3 %,
- BOGKEENELZTIE U TEE T S v, T 2 iR DHESE 50
HHTHBHT S v,
4) TBST TI104MikE 9 L. BAePkE3T 2. (3)
5) ZkPifk% Reagent B THMNT 5.
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R THHOBORE ALY TEE TSV, HZ 1 5~
10mL 10 x 10cm o
- FRUERIE, T PR OIS S TR T S v,

6) “RPUEABGRICEEZ R L, RIT 1IRRERE 5 3%,

- SOBKE IR BTN U TETE T S o T 2 HUEOHEIE SN
FHITBMT SV,

7) TBS-T TL0M#EE 5 L. BiE kST 2. (31H)
8) BBIS 2419 o

<P - PiRIGE 1 BT ) e >
1) %70 ba—ViZftvs, SDS-PAGE. izE., 7av > 7 %479,

sT7ayFUANE. AFLAINVY, AEA Y, BSAL ALAHK
MBREEHWLIENTEET, AFLAINIZTHHOYE
. ERGSAHER LB 9,

s 70y Y ZHIOMEIC X 5 Ty BTV 2 HRIC X 0 IR
BT 7 FNVPINT 2560850 30T, THEHOPUE
T A RIS O F ST v,

CTO Y F Y HEORBEI Ny 2 75y Y FEORKE R T3
DT, 70y F T BEILTHEOWREEZT> TFI Vv,

Yeig : TBST (U v Ax 2100, 15400 x 1A, 547 x 2 ),

2) Pulk% Reagent B THMT %,

R THEHOBOKRE SICADETEE TS v, HE: 5~
10mL 10 x 10cm i,

- BRI, T RO LS E TSHT S v,

- PUADOHHIZ X - Tld, Reagent A &\ 72 i S RAF 2 f5 1A
BohsYand ) 3O T, Reagent B Tl e 2 fE RS
NRVEAIE, Reagent A ZBRAL T S,

3) PUAMBGICEEZE L, ST 1MIRE 5§ 5.

- SOBKERE LIS UTEE T Svo AT 2 HUE0HEIE ST
FHIZMT S,

4) TBS-T CT104rM#kEH L, BEz2dkEd 5. (3H)
5) BIIEZAT o

[k ]

Aid, BEREY Y T Vvo T2y yTay T4 Y ZICREHTE W
Biahd ) T3 YU - PURBOS ZIRAET 2 720, ZIRBURAS 0L i H
Pk HP. L USRI HERH Y $5.

Fy b7avs5y4 7
1) &7 ha—uizhtwv, By NI EDARy T4 7, 7Tay
XU TEET) o

cT7ayFUANE. AFLAINVY, AEA Y, BSAL ALEHK
M EEMVWEI LN TEET, AFAINI E2THHONSE
. EIEGS AR LT 9,

s 70y Y ZHIOMEIC X 5 T ATV 2 HRIC X 0 IR
BT 7 F AT 2560850 30T, THEHOPUE
T A R D O F ST v,

CTaY F Y SHEORBE Ny 2 75y Y FEORKE R
DT, 70y F Y FBEFLTEOERGZIT-> TF SV,

Yeig : TBST (U v Ax 2100, 1540 x 1, 54 x 2 ),

2) YIAF Ty T4 Y TOMMEHE2) LIRS .
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ELISA (¥ F4 v Fik) 96 X7 L — MMl

<—&Khik, KRB EEIT 255>

1) ELISA 70 b I = VIZHEVHAD 7 L — bAD R L, 7a v F
TEAT) o

Ty FUTANE AFXFAINY, A¥A v, BSA. ANLAHK
M EEMVLIEDNTEET, AFAINI 2THHOYE
. ERGGAHERL B 9,

cTa Y F Y IHRIOMBEIC X o Ty NIV BP0RC &0 IS
RS 7PN BT 256050 £30T, THHOHUEK,
T A RIS O F ST v,

S Tay F Y THEORBEINy 275y Y FEORKE R T3
DT, 7Oy XY THBIILTTL— FOBEEIToTTF &0,
e PBS-T 250 uL /77 = )b x 3 il

2) B % Reagent A T HANT 5,
3) —kPitk% Reagent A THMWT 5.

5) &7 2 VIPORERREZ EXY M VBRET S,
6) PBS-T # 250 uL /& = VAt L, #3 5, (3H)
7) Pifk% Reagent B THMT 5.

| AR, ST RO S TBIF S

8) PURABGEE 100 uL /7 = VIFET 5o
9) 7V—1b¥—NEfiY, TCTIMHA ¥ Fax—1+F2,

\ CACTIGHEMA ¥ % 2~ N 52 & b T

10) % = VI OHRERZ EXy MZX YV BRET 5.
11) PBS-T % 250 uL /7 = VA L, #3 5. (3]
12) BB %2479 o

[(FoTNYa—51 V7]

T | rEsnzEE | X

YIAY Ty T4 YT - Ky hTuavr4 sy

- RERIE AT A PUROHEIE SRR TS HT S v

4) PURAHPG, —RPUAA R A 4 50 uL /7 = VrELIREGT %o
5) 7L—=hy—=ZMED, 37CT IR A ¥ F 2=+ T 5,

- 4T TI6WEM A v Fax—=1+F2ZLHWHETT,

- PUR DSOS, —REUADOES 2 AT 9 B ey BUEOS R, 7L —
b % Pkt (PBS-T 250 ul /77 =)V x 3[M) . —kIAKRS %
ToTTF &,

6) HFY VI O—KIUREIRZ EXy MIX D BRET 5,
7) PBS-T % 250 uL /7 = Vit L, P53 5. (311)
8) k¥ik% Reagent B THMT 5,

| AR BT B RO S TBIT

9) ZRPUAFRBGE 100 uL /7 = VMET %o
100 7L—=by =&Y, 37CTLHA ¥ F 2=+ 9 5,

‘-4@?%%%4&#1N—FTé:téW%T?o

1) %7 2 VO ZRPUREEE €y M D BRET 2,
12) PBST % 250 uL /7 = V4L, BT 5. (3M)
13) MIMBIEZEAT o

<EERDiAE RO IR Z HERINT 2 58>
1) ELISA 781 b 3= VIZHEWHUEAD 7 L — bR, 7a v F ¥
TEATD o

YT F VBN ALY 7 PR D | i RUR R BB LT S v,
kv BRI & VE Ly Bl s &
WitshaZeaBROLET,

UKL A N Bl 7 UL & BT T & v

BB G55 G2 ER T 25, Biiht
EHIFTFE v T720 WE)
EreIF g4 sy b
EWNYAY (e p ) RER K NS
ENDYENHY T,

e 57 e ) WG 2 BT B0 B
ZFUFCTF S v R 23
L0y R AN EEBT B
BiahrdbET, /2 = b
00— A% PVDF BEICEH
BEUESNILEDN DY T,

Ty X IRANAHE | THA O 7y A RISk
W70y F T H O R
EARG TS, 70y ¥ 7
HOMBEIZL > T, Y7 Fup
KTFT25658HY) £7,

AF LIV ZIZHIRY TR w
W, YU s RE
VSR

s7ayFUTANE AFAINVY, AEA Y, BSA, ANLEHK
MEEEHVLIENTEET, AFLAINI ZTHHOLE
i WA R LT F9,

s 70y Y ZHIOREIC X - T ATV RIS X 0 IR
RIGY ZFUBBENT 2560550 50T THEHOHA,
T oA RIS OR THHT S,

STy FUTEOBBIEINy 2 5y v FEORKRE LY TF
DT, 7y X7 BEST 7L — bOREEEFToTF S0,
e PBS-T 250 ul /™7 =)V x 3 [,

IR TNV FHL | HURIREEA I3 7 PUARIR L 2 MG S v

B 8y R S | RORHBE & W0 THLALRE) LT
= TEw,

FHCRIN &AW L, Bl %
WitshaZaBRROLET,

Ty F YIRS | TR0 Ty A RITEK
W70y F 7 H O R R
ErBaTsv, 7oy ¥ s
HOFEFNZ & - Ty IIERM >
TFNVBEMT 2GS
¥

O AL S v 8 2 B OB
X, A VA LEVWTT
S,

WA A5 P BRI R LTS,

2) Pili% Reagent A THEART 5,
3) PUEABZ 100 uL /7 = VT b
4) TU—=br =&MU, 3TCTLIHMA ¥ F 2= 1T 5,

- 4CTI6RMA v F 2= 5252 LLWETT,
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FT7 7V

TRENDEN

3K

Ny 77T RHEN

UKD Sl 7 PUARIRIE & BT T S v
B Yy BT BRI 2 W0 THAKE) LT
T TEw,

PRI 2 MEH L I &
Batshzaltzpitol 9,

AR S Y N

S oMK, Ty 4RIk
W70y ¥y 7 A ORI
FErBaTsv, 7ay ¥ r s
A OB X - T, AR~
TFFVOBEMT 2550 H Y
EE
DALY ¥ % 7 B ORI
F HEA YEEHLAEVTT
S,

WA A P EBE L LTS,
BRI A LR HZ R LTSV,

NY FOOHBYPT B

ER AT § ¥ E 2
W

AR & o TR AUKEN L T
FEWv, WY ROy w8 B
JEASER A, BRI EE A3 <
%0 FEOGIE R VI T IEAL
ENLZ LIV FO—if
IRESEY R VESE

kB A

el 7 BUARIE BE & MR T S v,
NV K EOREFRBED T A
FILE AW TS D
ZEIZEDNY FO—ERAE Sk
Y i VESE

ELISA

TTF VD

PUIE I BE & 72 Uik
JEAR

SR ZAT > TFE W,

TTFNNTED

VUL 72 (ki
JEATES

SR 24T o TF S,

PGS 23R v

HUR - UK SOBFH 2 8 LTF
S,

Ny 77T Y KAEW

BRI % 7: G Hu kiR
B

Sl 2T o TF S,

70y ¥ 2 IHA G

SHHoPUA Ty 4 RIS
W7y F Y7 H ORI
FErBaTsw, 7ay F o s
R OB X - T, FERRI >
FFNVHEIMT 24850 F

O ALY V82 B ORI IS
F HEA VB LAEWTT
S,

WA

PR E L L TR S,

fED T LAKE N

ELISA 7L —}

TU—rOMEICEY & 8y
HOWAEMEPRE S Fe D)
B EF. Fo vy M
HPRECTL— DY T,
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Tel : 06-6203-3741

2306KA2Z

—12/12 —




