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[ LBIS Mouse IgE ELISA Kit ]

Cat # 639-02891
Please, read this instruction carefully before use.

This kit is manufactured by FUJIFILM Wako Pure Chemical Corporation. Use only the current version of
Instruction Manual enclosed with the kit!

1. Intended use
LBIS Mouse IgE ELISA Kit is a sandwich ELISA system for quantitative measurement of mouse IgE. This is
intended for research use only.

2. Storage and expiration

When the complete kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until { iration date shown
on the label on the container. Opened reagents should be used as soon as possib id loss in optimal
assay performance caused by storage environment.

3. Introduction ‘

IgE (Immunoglobulin E) is a glycoprotein with a molecular size of 190 posed of 2 light chains and 2
heave chains (He). In electrophoresis, it moves to y1 region. lIts b|oI alf life is about 3 days, and its
blood level in normal human subject is very low, about 300ng/mLqIhe b IeveI of IgE increases markedly
in parasite infection and in hay fever. IgE that is responsible fo has been called “reagin”. Sensitization
by an allergen increases reagin IgE which binds to FceR1¢e r' asophilic leucocytes and mast cells at
Fc region and sensitizes those cells. If the allergen binds the s ed cells, those cells will be degranulated

and release histamine, serotonin, protease, heparin, otactic factor, prostaglandins, leukotrienes, and so
on, causing bronchoconstriction, mucous edema, and hypersecretion, and leads to type | allergic reactions
like bronchial asthma, hives, allergic rhinitis, an xis, and so on. This is the assay kit for total mouse IgE.
FUJIFILM Wako Pure Chemical Corporati is@oviding assay kits for allergen (OVA) -specific mouse
IgE. \

4. Assay principle

In FUJIFILM Wako Pure Chemic
incubated in monoclonal antibg
biotinylated anti-mouse IgE a
After washing, HRP (hors

C ion’s LBIS Mouse IgE ELISA Kit, standards or samples are
edWwells to capture IgE. After 2 hours’ incubation and washing,

peroxidase)-conjugated streptavidin is added, and incubated for 1 hour.
After washing, bound HR ated streptavidin is reacted with a chromogen (TMB) for 20 minutes, and
reaction is stopped n of acidic solution, and absorbance of yellow product is measured
spectrophotomeific nm. The absorbance is nearly proportional to IgE concentration. The standard
curve is preparedgby plotting absorbance against standard IgE concentrations. IgE concentrations in
unknown sam aregéletermined using this standard curve.

5. Precautions

eFor professional use only. Beginners are advised to use this kit under the guidance of experienced person.

eDo not drink, eat or smoke in the areas where assays are carried out.

eIn treating assay samples of animal origin, be careful for possible biohazards.

e This kit contains components of animal origin. These materials should be handled as potentially infectious.

eBe careful not to allow the reagent solutions of the kit to touch the skin, eyes and mucus membranes.
Especially be careful for the stop solution because it is sulfuric acid. The stop solution and the substrate
solution may cause skin/eyes irritation. In case of contact with these wash skin/eyes thoroughly with water
and seek medical attention, when necessary.

eAvoid contact with the acidic stop solution and chromogen (TMB) containing hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.

eThe materials must not be pipetted by mouth.

eUnused samples and used tips should be rinsed in 1 % formalin, 2 % glutaraldehyde, or more than 0.1 %
sodium hypochlorite solution for more than 1 hour, or be treated by an autoclave before disposal.
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eDispose consumable materials and unused contents in accordance with applicable regional/national
regulatory requirements.

eUse clean laboratory glassware.

eln order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed
reagents, never forget to cover the well plate with a plate seal supplied, during incubation.

oELISA can be easily affected by your laboratory environment. Room temperature should be at 20 °C - 25 °C
strictly. Avoid airstream velocity over 0.4 m/sec. (including wind from air conditioner), and humidity less than
30 %.

6. Reagents supplied

Components State Amount
(A) Antibody coated plate Use after washing 96 wells/1 plate
(8) (Ig];iséznfc:;:? :;ISEZ;‘ (100 ng/mL) Concentrated. Use after dilution 600 uL/1 vial
(C) Buffer solution Ready for use. N, 60 mL/1 bottle
(D) Biotinylated anti-mouse IgE antibody Concentrated. Use after dilution: 10 pL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after d @ 20 uL/1 vial
(F) Chromogen (TMB) Ready for use. ’ 12 mL/1 bottle
(H) Stop solution Be careful! Ready for 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. dilution. 100 mL/1 bottle
Plate seal 4 sheets
Instruction Manual 1 copy

7. Equipments or supplies required but not supplied e as a check box

[IDeionized water (or Distilled water) [Testt r preparation of standard solution series.
[IGlassware for dilution of Wash stock solfition\(#0%)ia graduated cylinder, a bottle)

[IPipettes (disposable tip type). One ShOL’N to deliver 5 pL precisely, and another for 10uL - 100 pL
and 100 pL - 500 pL. CISyringe-type r penser like Eppendorf multipette plus which can dispense
50 yL. (JPaper towel to remove washi r remaining in wells. [JA vortex-type mixer. L]A shaker for 96
well-plate (600 rpm - 1200 rpm) LJAn“automatic washer for 96 well-plate (if available), or a wash bottle with a
jet nozzle. LJA 96 well-plate ( nm = 10 nm, 620 nm: 600 nm - 650 nm) [ISoftware for data
analysis.

8. Preparation of reag n@
@ Bring all reagents of th to room temperature (20 °C - 25°C) before use.

@ Prepare reagen s in appropriate volume for your assay. Do not store the diluted reagents.

Make a serial dilution of master standard (100 ng/mL) solution to prepare each standard solution.

Volume of standard solution (C) Buffer solution Concentration (ng/mL)

Original solution 0 uL 100
Original solution 150 uL 50 uL 75
Original solution 100 uL 100 pL 50
Original solution 50 uL 150 pL 25
Original solution 20 L 180 pL 10
Original solution 5 uL 495 uL 1.0

0 (Blank) 200 yL 0

[(D) Biotinylated anti-mouse IgE antibody]
Prepare working solution by dilution of (D) with the buffer solution (C) to 1:1000.
[(E) HRP-conjugated streptavidin]
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Prepare working solution by dilution of (E) with the buffer solution (C) to 1:2000.

[(I) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and
900 mL of deionized water (or distilled water).

[Storage and stability]
[(A) Antibody coated plate]
If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate container
and store at 2 °C - 8 °C. The strip will be stable until expiration date.
[(B) IgE Standard solution (100 ng/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
The rest of original standard: if stored tightly closed at 2°C — 8 °C, it is stable until expiration date.
[(C) Buffer solution] & [(F) Chromogen (TMB)]
If not opened, store at 2 °C - 8 °C. It maintains stability until expiration date. Once opened,

we recommend using as soon as possible to avoid influence by environmental co n.

[(D) Biotinylated anti-mouse IgE antibody] & [(E) HRP-conjugated streptavidin]

Unused working solution (already diluted) should be disposed. The rest of dilated solution: if stored
tightly closed at 2 °C - 8 °C, it is stable until expiration date. *

[(H) Stop solution ] X
Close the stopper tightly and store at 2 °C - 8 ° C. It maintains stabi il expiration date.

[( 1) Wash stock solution (10x)]
The rest of undiluted buffer: if stored tightly closed at 2 °C - 8 °CHit is stable until expiration date.
Dispose any unused diluted buffer.

9. Technical tips

eIn manual operation, proficiency in pipetting techni is,recommended.

eThe reagents are prepared to give accurate results only When used in combination within the same box.
Therefore, do not combine the reagents from ith different lot numbers. Even if the lot number is the
same, it is best not to mix the reagents th%t have been preserved for some period.

eBe careful to avoid any contamination o\:& ples and reagents. We recommend the use of disposal
pipette tips, and 1 tip for 1 well.

eOptimally, the reagent solutions of th uld be used immediately after reconstitution. Otherwise, store
them in a dark place at 2 °C - 8 °@.

e Time the reaction from the pip e réagent to the first well.

ePrepare a standard curve for say.

eDilution of the assay sa uStbe carried out using the buffer solution provided in the kit.

eThe chromogen (TMB) s e almost clear pale blue before use. It turns blue during reaction, and gives
yellowish color aft dition of stop solution. Greenish color means incomplete mixing.

eTo avoid den i e coated antibody, do not let the plate go dry.

plate is module type of 8 wells x 12 strips, each strip can be separated by cutting
the cover she a knife and used independently.

e\When ELISA has*to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30 %,
seal the well plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step
of incubation.

10. Preparation of samples

This kit is intended to measure IgE in mouse serum or plasma. The necessary sample volume for the
standard procedure is 5 pL.

Samples should be immediately assayed or stored below —35 °C until assay. Dilution of a sample should be
made in a test tube using buffer solution prior to adding them to wells. Turbid samples or those containing
insoluble materials should be centrifuged before testing to remove any particulate matter.

Hemolytic and hyperlipemic serum samples are not suitable.
* To avoid influence of blood (high lipid or hemolysis, etc.), if your original samples have heavy chyle or hemolysis,
do not use them for assay. Abnormal value might be obtained with hemolysis above 80 mg/dL with this kit.

If presence of interfering substance is suspected, examine by dilution test at more than 2 points.

Storage and stability
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Use samples soon after collected. Collected samples can be stable within 1 week after collection if stored at
2 °C - 8 °C. If you have to store assay samples for a longer period, snap-freeze samples and keep them
below —35 °C. Defrosted samples should be mixed thoroughly for best results. Avoid repeated freeze-thaw
cycles.

11. Assay procedure
Remove the cover sheet of the antibody-coated plate after bringing up to room temperature.

(1) Wash the antibody coated plate (A) by filling the wells with 300 pL of washing buffer and discard 3 times
(*®@), then strike the plate upside-down onto several sheets of paper towel to remove residual buffer in
the wells.

) Pipette 50 uL of properly diluted samples to the designated sample wells.

) Pipette 50 pL of standard solution to the wells designated for standards.
4) Shake the plate gently on a plate shaker (*®).
5) Stick a plate seal (*@) on the plate and incubate for 2 hours at20 °C - 25 °C.
6) Discard the reaction mixture and rinse wells as step (1).

(2
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(
(
(
(7) Pipette 50 uL of biotinylated anti-mouse IgE antibody to all wells, and shake a
(8) Stick a plate seal (*@) on the plate and incubate the plate for 2 hours at 20 °
(
10
11
1
1
1
1
1

9) Discard the reaction mixture and rinse wells as step (1).
0) Pipette 50 pL of HRP-conjugated streptavidin to all wells, and shakqas
) Stick a plate seal (*@) on the plate and incubate the plate for 1 hour 0 5°C.

2) Discard the reaction mixture and rinse wells as step (1).
3) Pipette 50 pL of chromogen (TMB) to wells, and shake as step,( 4%
4) Stick a plate seal (*@) on the plate and incubate the plate for0 mi sat20 °C-25°C
5) Add 50 L of the stop solution to all wells and shake as
6) Measure the absorbance of each well at 450 nm (r %velength, 620 nm) immediately using a
plate reader.
*Refer to the page 6-7 for notes of *@, *@ and *@.

12. Calculations
(1) Prepare a standard curve by plotting stan ncentration on X-axis and absorbance on Y-axis.
(2) Using the standard curve, read the I% ation of a sample at its absorbance®, and multiply the
0 I

(
(
(
(
(
(
(

assay value by dilution factor if the san as been diluted. Though the assay range is wide enough, in
case the absorbance of some sam s higher than that of the highest standard, please repeat the
assay after proper dilution of s the buffer solution.

*We recommend the use o gression curve for log-log plot, or 4 or 5 parameters method for
log-normal plot in comput lation.

*Physiological or pa i situation of animals should be judged comprehensively taking other
examination results i ideration.

Standard Curve(an example)
) /./
08 //

0 20 40 60 80 100

abs.450(A620)nm
o

Mouse IgE(ng/ml)

Absorbance may change due to assay environment
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13. Performance characteristics
eAssay range
The assay range of the kit is 1 ng/mL ~ 100 ng/mL.

e Specificity
The antibodies used in this kit are specific to IgE. Cross-reactivity of the kit is shown below.
Substances Cross-reactivity Concentration
Mouse IgE 100 % 100 ng/mL
Mouse IgG <0.01% 1 mg/mL
Mouse IgA <0.01% 1 mg/mL
Mouse IgM <0.01 % 1 mg/mL
Rat IgE <0.1% 100 ng/mL
Human IgE <0.1% 100 ng/mL

BSA <0.01% 10 mg/mL
ePrecision of assay
Within assay variation (3 samples, 5 replicates assay) Mean CV was w

ithi %
eReproducibility ¢ Q
Between assay variation (3 samples, 4 days, 5 replicates assay) Mea within 10 %.
eRecovery test
Standard IgE was added in 2 concentrations to 2 serum samples re assayed.
The recoveries were 99.7 % - 103 %. K

eDilution test
Serum sample was serially diluted by 3 steps.

The dilution curves showed linearity with R = 0.999.

14. Reference assay data
Mouse IgE assay data
Mean assay value: 85 ng/mL, SD: 18 /m@
Mouse strains: NC/Nga, female, 5 we&
Number of animals: 24 Samples: s
These data should be considered nce only. Each laboratory should establish its own normal and
pathological reference ranges els independently.

15. Trouble shooting

el ow absorbance in all wi
Possible explanations:
1)The standard or sampl ght not be added.

r coloration such as biotinylated anti-mouse IgE antibody, HRP-conjugated
romogen (TMB) might not be added.
ated to coloration might have been added. Wrong dilution of biotin-conjugated anti-
IgE antibody P-conjugated streptavidin.
4)Contamination of peroxidase enzyme inhibitor(s).
5)Influence of the temperature under which the kits had been stored.
6)Excessive hard washing of the well plate.
7)Addition of chromogenic substrate reagent soon after taking out from a refrigerator might cause poor
coloration owing to low temperature.
eBlank OD was higher than that of the lowest standard concentration (1.0 ng/mL).
Possible explanations:
Improper or inadequate washing. (Change washing frequency from 3 times to 4-6 times at the constant
stroke after the reaction with HRP-conjugated streptavidin.)
eHigh coefficient of variation (CV)
Possible explanation:
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
eQ-1: Can | divide the plate to use it for the other testing?
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A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate, which is still the
seal on, in a refrigerator soon.
e(Q-2: | found there contains liquid in 96 well-plate when | opened the box. What is it?
A-2: When we manufacture 96 well-plate, we insert preservation stabilizer in wells.

Summary of assay procedure [ : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.
[1Bring the well-plate and all reagents back to 20 °C - 25 °C for 2 hours.
[I1Wash stock solution (10%) concentrate must be diluted to 10 times by deionized water (or distilled water
that returned to 20 °C - 25 °C.
LIIgE Standard solution dilution example:

Original solution  Original solution Original solution Original solution Original solution

150 uL 100 pL 50 uL 20 uL 5uL
Buffer Buffer Buffer 4Buff Buffer
Original solution 50 pL 100 pL 150 pL 188 u 495 plL

Concentration 100 75 50 @\ 10 10
ng/mL

[J Antibody coated plate
[J |Washing 3 times (*@) *®
[J Diluted samples, or Standards @ 50 pL
[0 |Shaking (*®), Incubation for 2 hoyrsyat 2@, °C - 25 °C (Standing (*@))
0 Dilute biotinylated anti-mouse Ig @ dy (D) to 1000x with
buffer (C) returned to 20 °C - C.
[J |Washing 3 times (*@) *®
[J Biotinylated anti-mou ntibody 50 pL
[0 |Shaking (*®), Incu r 2 hours at 20 °C - 25 °C. (Standing (*@))
0 Dilute HRP-conjugate eptavidin (E) to 2000x with buffer (C) returned to 20 °C -
25°C.
O |Washi es, @) *®
] HRP-conj streptavidin 50 pL
[0 |Shaking (*®), Incubation for 1 hour at 20 °C - 25 °C. (Standing (*@))
[J |Washing 3 times (*@) *®
0 Chromogen (TMB) 50 uL
(After dispense, the color turns to blue depending on the concentration.)
[0 |Shaking (*®), Incubation for 20 minutes at 20 °C - 25 °C. (Standing (*@))
0 Stop solution 50 uL
(After dispense, the color turns to yellow depending on the concentration.)
[0 |Shaking (*®) (Immediately shake.)
0 Measurement of absorbance (450 nm, Ref 620 nm) immediately using a plate *®)
reader. (Ref. wave cancels the dirt in the back of plate.)

*@ After dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Guideline of washing volume: 300 pL/well for an automatic washer and for a pipette if the washing
buffer is added by pipette. In case of washing by using 8 channel pipette, sometimes the back ground
tends to be high. If so, change washing frequency from 3 times to 4-6 times at the constant stroke after

6
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the reaction with HRP-conjugated streptavidin.
Standard of plate-washing pressure: 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle’s
diameter.)

*® Guideline of shaking: 600 rpm - 1,200 rpm for 10 seconds x 3 times.

*@ Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the
seal on the plate. Do not reuse the plate seal used once.

*® 600 nm - 650 nm can be used as reference wavelength.

*® After removal of wash buffer, immediately dispense the next reagent.

Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 100 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
B 75 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
C 50 ng/mL Sample 4 Sample 12 Sample 20 Samplg28 Sample 36
D 25 ng/mL Sample 5 Sample 13 Sample 21 Sa 2 Sample 37
E 10 ng/mL Sample 6 Sample 14 Sample 22‘ Ie 0 Sample 38
F 1.0 ng/mL Sample 7 Sample 15 Sample 23 ample 31 Sample 39
G 0 (Blank) Sample 8 Sample 16 Sample ample 32 Sample 40
H Sample 1 Sample 9 Sample 17 Sample 33 Sample 41

Sé&
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Assay worksheet

LBIS Mouse LISA Kit
[Storage conditio Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.

[Cat #] 639-02891

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
https://www.fujifilm.com/ffwk/en
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AZTAEE 20237 B 1 Be&ET

[ LEA®IgE - ELISA F¥vb (¥DR) | HUERSHEAE

COEFEHARBEIBAVIETLTHINESTEVET . TERICERU TEFY MCEEEN L ERERBRE (ST
AIEZ ML TSV ARy M) TTIERICIRAN 35S (3RO @ CERRIICTHEERIRS VT o> Mk
CEEEIA | 2CHR0 ETERCIZE V.

14> 05933

IgE (Immunoglobulin E. &5 07U> E) (5 BRICERBINEEIOTVUS T, RX(> 54E (VH. CHe 1~4)
NSIEREN TS He $8 2 ARL L 88 2 ANS72%93F=4) 190000 OFEY> (VBT EXUKEINI(C(E y1 FRIICHE
BILE Y, AHEREAEH 3 HT. [EEADMBER TORE FEDH TEL 300 ng/mL FZE TIN, FAEROREGLP
FEEATIENUES . PUILF—(CBE5T3 IgE (LTI EMFENTOWEIH, FLUILG D TRAFENIBIENULEZL 7+
JIIRZIE ., IIRES. SHILBRREICTFIE T DIFEE M FRNIBR W AEEHIAED FceR1 AR Fe SMITHEAL. Hliz
RBAEL. CNICTLIVT O MEE S 2EIRRIIAREERI A CLTERAZY . Oy JOF 77— AN {EEEHER
F. ORI 5220, (NI EzE . [ESZIGECRMEZIE. DEERECED. [EXZME. —3B0
CAFEZ. PUILT—MHMEX, 7FI453F3-50 | VLI F -RIGEESEUET,

R TIEHZRIRY IR IgE RMSEDTLILSY (OVA) (LRI IR IgE BIERN 2R THENET .,

AFYMIYDR IGE ZEEHCAIES BRHOY> MyFBERBEATELTY. % FFRDHC BRIV,
SRRORE

o B SBFMEIZ 5 BRI 20 9T, \
oNIRIMBF(EMIZERD IgE ZHIELET . &

ofMEIMRIA (FREER(FE(I 5 uL) TRIERIEETT.

o1 Ty 96 DI TY,
R EMEINVIABRDEDTY
o R TDHEFBRIITTY,

2 EFE

Ay NHEER, BIRBHAEN I0E T/90— JIPENIL (V0L — MILLERTA Y41/~ NUET., 2 51
DAVFIN-SaERBiE. EAFAEEH, 108 EIGA— RN IBIEANT: IGE ELEIC 2 B F 1R~ N
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NSERBRE AR, COBEER PR MG ORE S AESNET.
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OB AEIRANSA2E (XX F—-E-h—-HR)

OFvIABBIERY N (BUVETFYIT 5 L ZIEHE(CERYT( I TERE0. XU 10 uL~100 yL. 100 yL~500
uL ZIEFE(CERYT( I TERED)

OEHEEERYN (1 Eppendorf @ multipette plus) . 50 UL #&E#3ETERHD

OR=)\=FANEDRIKEDHZDEN (FiRE(CTL — NI IERZERDER)
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5.4 m
B B m R RE 5 =2

A e P & SopieEE | 96 wells (8x12),/14%
(B) IgE Standard solution (100 ng/mL) oy

B IGE &R (YUR) (100 ng/mL) AR 600 pL/1 &
(©) g Souten ZOFFER 60 mL/1 A&
B b e e 20 4L/ 1 A
) %g;g"giﬂé{m) ZOFHEA 12 mL/1 &
() ;%éﬂ?%on %;ﬁ?;%“" ZOFHER 12mL/1 A&
e om0 FIRALAE 100 mL/ 1%

) U |=V2AvY; 7/ ‘
AV S 4 M
NGNS 186

* 5. CIZDFFEAEHDHRIERIEBREOTIODIRE g9 [RIRRERIEHDBDICOVTIFFE
DOEFECHRL L,
*AECHERDEIIREZ AR TWZEN (CRALREEBRIVEDEEEY)

6y b )

[(B) IgE Standard solution (100 ng/mL)j, ; {ER%

(B) IgE Standard solution (100 ng/mL) CN ) Buffer solution Z > TERERRZ AL THZE0,
TEEFE—HITT,

6.EREQTAR &7
* vy MO (HERFICHTINE(20 T~25 C)TRLT r% SHNEETY) .

BRERTROEE ) Buffer solution =E (ng/mL)
REBRIFR 0 uL 100
JE5T 150 L 50 pL 75
&% 100 100 L 50
150 pL 25
180 L 10
495 L 1.0
200 pL 0

[(D) Biotinylated anti-mouse IgE antibody]
10 uL ZFR DD ECE 22 HRMULTVET,
=& % (C) Buffer solution T 1000 fS(CHAFRL T2, 2 EXPEHRIRZHBEHLET
[(E) HRP-conjugated streptavidin]
20 UL ZFE D PDENTEZBZHRMLTVET,
BE®% (C) Buffer solution T 2000 fS(CHRFRL T2, 2 ERPEHRIRZHBHLET .
[(1) Wash stock solution (10x)]
(1) Wash stock solution (10x)2Z=RILSNIAFRIK (REEK) T 10 f&(CHIRL T2,
1 : 100 mL (| ) Wash stock solution (10x)+900 mL DFFEUK (GREB/K) (96 VIR TEERAT35S)

(HBOREELRFSE]
(A) Antibody coated plate
FREA (DEAREEZFOIRETS —ILZ2RINLTORW) OFARBIREEZ Ny TREED Sy TS —)LI\wIICR
U, ZDFF 2 CT~8 CTHRIFLUKIZEW BREIRALZ EMZREFT .
(B) IgE Standard solution (100 ng/mL)
Fy bz EIUTER T 2REHMERITIER CHEELDEDEUABIRARL ., KDORREERCRIBZVTES

10
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(CEZUONMDERAD. 2 CT~8 CTHREFELTKIEV BRHARALZ EHZ2HRE5FT . BIRUBIFREBTREES
(SFERL. RIFRFLBVTIIZEN,

(C) Buffer solution 5T (F) Chromogen (TMB)
— BB RZEAIIREMNBESLNVIULSHDOE 2RI DB ER(CEL. FKDEERICRSRVTESICEZLOND
FAH. 2 CT~8 CTHRIFL 2V, BMEARN L EEZF5ET .

(D) Biotinylated anti-mouse IgE antibody &' (E) HRP-conjugated streptavidin
Fv bR EIUUER I 2R EHIREFCDRELDEDHE URTRGARL., EKOORRIEERCRIBVTESLICEZ
LohDERA®, 2 CT~8 CTTHRIFLTKIZEV BMHARANRZ EHZHRE5FT . (FARKDOBIREHRIFEREL WK
20,

(H) Stop solution
FREKDEREFIZHEE. EZULONMEED. 2 T~8 CTHREFL WLV BMHIRANEZ EMZREFT .,

(1) Wash stock solution (10x)
Wash stock solution (10x)z{R{73 2155 (&, EZ2UoNDEEAD. 2 CT~8 CTHRIFLTKIZEV, BRIEARANZ
EMZFREFT ERKDOFRINBEHTRRITFEREL TUZEL,

71RAEDRAR
AFYNIVIRMBF(EMIZHROD IgE ZRIELET

oRIK(ITEECUN > TEREUICISRAITET DN, —35 CUUT THEIARFEL RSV NSEABIAR K (TRIET 2 E
BIICARERUTE D (CHEIEL TIEE W #&03RU D ERAERIAZ (8 1 TEE V. IELVEERMMESRBVRERCRDET,

ERIMOBE(t MM E % B IR 3D R TUE, MEBHEESIS @
ATREHENE 2 SNET .

o,eﬂfllbmﬁﬁibmﬂ"‘"’@%(iﬁ.%ﬂE(D%E)ﬁltBDi‘g“(D‘CJEH'C(TQ‘\

HINBIERICREZSZD

XMBRAOHE (RIS BM%) T3 AICRRIENOISE (L) =SB ARREEREDOEEL L3
ANBHFTOTAELEAULRVTEEN, Ay bMOIBS, B 80 alg/dL UK THEIBRNFT,
o BO R URNBAYI OB KGR DD B THREZBECAVTE
o IHEVIBDFZENEFNULMRIN T, B—HKCH VT, BR
o RAK(TAITEEEFH(CA DL, FvMEEREZFAVTIRAE
(PP. PE. i5A&) &x2BAVWTEER CHRUVAED TN,

(RIAEDRE L RTFFE]

IRARFIREVE I CICAIE T BN\ 1 BREILIAICEEISSSE 2 T ~ 8 CTHREFL T, Fe. REAICRET
Bi5Aald. —35 CLUTTORBREZHRELET . AROAIRIFARFRRIEL TTZEL,
8. AITEIRIFE

/ﬁ/%ixﬂz%ﬂl'\&)5ﬁu(Ll)\(:ﬁ/jfg_5nit§'< ARUTIZE0,

FUABRBIE T — b —)UE. TL— m(CRITHBRINU TZE L,

(1) HEHUDRRLILTFRZS 3 [EFEE (x@) ULET ., 2D R=N-AANRED LTI -z
WE(CU, BBINEDFD LS WCHEDTERZEDBREE T,

(2) BRIRAEDTIVUCTFHE e &A% 50 uL IOVELET  REIRIEE T 10 BHBIR (FBER% 45 L.

14K% 5 pL)o
BEMAEDTIVC RURIE AR % 50 pL IOFELET,
HAOWTE#R (xQ@) LET,
B0, B)E(20 C~25 C)T 2 BRB%E (x®) LFT.
OREIE TRERZZVIISEEL. 3 BIEFE (x D) UET . 2D R—/\=FAIREDET
1(”U%’JLJ‘5&Z5(ZUC'71Jb(Cﬁ%DEiﬁ%HQUBﬁ%i?O
7) FEAP IgE FUA%Z 50 uL 9D FELET . ¥1U0T L — MREIZ/BEZFAVWTIEE(* @)UET.
(8) TL—h3—)L%AED, ZR(20 C~25 C)T 2 BEIEE (xQ) LEY.
(9) RIHET#. RISREIE TRFRZEZITIVISHERL 3 BI%FE (x @) ULET, TDE. R—/{-FANRBEDETT
L— MEEE(CU. BINEDIFBISICL TSI REEDREE T,
(10) BITICARIVAFIA-C - TESUAEEWZ 50 L IIFELET . X170 — MRESERBREZBVTIBHE(*
@)LET,
(11) FL—bh—)LERED, T8 (20 C~25 C) T 1 BEEE (xQ) LEY.
(12) RIHE T RISREE TREFREZDIIVISHRL 3EEFE (@) ULET., ZDE. R——IAINRED LTS
L— NeE& (L, BKINEDIFBLIICL TIDIVCE ISR EDBRE T,
) BUDUCRERZE 50 uL 3DFELET . N(I0TL— MRESEIREEAVTER (x Q@) LET,
) TL—bh—)L%8ED. =R(20 C~25 °C)T 20 PREEFE (x Q) LFI.
) BUICISMSLER%E 50 ul 3295 EL. REBRICEFELIEUET,
) B (x Q) &, B5(CR1707L— MRDHLESTT 450 nm (BIKE 620 nm) TORAEZAELEFT .
&KL 600 nm ~ 650 nm OFFE TERATEFT,
(D). (x@) (@ YHEFIBMIE (14, 15 R—-2) ZISHEZEL,

AR CARIRERR A HERL TEEL,
JZ8 W\, 1A 2 FHBIRT 5 E(EHSN UHRERE
TLIZ&0,

(13
(14
(15
(16
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LBIS Mouse IgE ELISA Kit
9.518

(1) BEBIREMIRZIERLE T X HZREDREE (ng/mL). Y #ZIRICEDRERMIR) ST%/ERL TS

LY,

(2) FRERIRED ., FIRRAEOIRNE(CHIEIDIRE (ng/mL) ZF5HRAIMDET , SEHEODREIRAERBIREK (K

AIEETIE 10 M8) ZRUAIEMELLET.

* BRARDIREENMRERIRIFOEE LDIMIIZE(E (C) Buffer solution ([COEHERISGRARUBEAIEZEMU T

At AN

* — B IR OIZERROREHEOMRIKL(C) Buffer solution (CTEHERICGARUBERTEI I LEHED

BUFET,

(3) RILEENSWEE. FEN AN ICERBDET . BIEHZRCLDTINRIEDSTRIEDR TRIDIRAERTHR

(FEALBRVTLIZEW, Fo RIEEZ 20 C~25 CEHEERICL THRRIEZERMU TTZE0,
* HEIET(E, 3RZIANF(F 4 F2(F 5 )\GA-I-DERZSBHIELET .
* YD ADEGRFR RSERRAEIR B OIRERER R EZ RS (CHIBT L TTSENMBE T,

J30REERMIRPITY (BoLERRERIBCEINZEFLEY) .

R RG]

‘ O
1.2 /
Ola / &
0.4 /
0.0 . L L L

o] 20 4 60 80 100

BE(ng/ml)

* JL—MN)—4"g SUNRISE RAINBOW(TECAN)% &

abs.450( /620)nm

10.Fv bDTERE
o I TEEEH
YR IgE % 1 ng/mL~100Mg/mMyDEEFE TRIE TS XY,

o
M ELISA %Tﬁﬁﬁé@nwwvz IgE (S TR TT

B EMEZATY N UItERE FEROBENTY,
& REM NRYERE
A IgE 100 % 100 ng/mL
NUX IgG <0.01% 1 mg/mL
N9 IgA <0.01% 1 mg/mL
N9 IgM <0.01% 1 mg/mL
b IgE <01% 100 ng/mL
Eb IgE <01 % 100 ng/mL
BSA <0.01 % 10 mg/mL
ofBEER (YA ANZE) (5 JAIE. 3 1&1K) 15 C.VAEIF 10 %Ki

FRIERR (FYUARIZE) (5 BRE. 3i%k. 4 BRI C.VABR 10 %K
o TN

2 MEIREACERAS 2 MEED IgE ZRMIURIELIASR, EURE 99.7 %15 103 %TUL.
HIRERIE

IMBIRAZIEGH (CARTRABEER T 3 REARIRUAIEUHER., EFRO)F0 R? (% 0.9997 TUR,
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LBIS Mouse IgE ELISA Kit

1.8E(E
NUR IgE BIEME : 19 85 ng/mL. SD 18 ng/mL
1@ : NC/Nga. lt#. 538w, 24 [T, M5
BB, FAMSR. AR ESRHLDAEMBIZEILFI DT, CORIEMBIBZEL THERL K&,

12.85TW1-FT10JE QRA

e INRTDIII TORIGHEFL

RERELTEZRANDE

1 RS PARAD AN

2)FRBICEET A FEFTRDANT .

)FEBE(CEET R EFROENEI PHIRFARAR,

AR AFSAH - CEERAZEFIDIRA

5FyMREREDHE (BEULLES) .

6) 7L — hDIBRIRER.

7 RERODBEMENOE.
o=/ MEEFREE (1.0 ng/mL) ® OD fBLNT >4 OD BN &S,

[REELTEZSNDBE

RN REY, A2 THok,

(RIVAFIA - - PES AGEWERIGZDFREEL 3 BIZREUTRIRT 4 [B~6 POTRE, )
oZENZE(CV)HAZ L4

[REELTEZANDBCE

1)FFHNIEE, REETHOI,

QNEEROBIRMME. FIARAOBEENM T THo (G FERTATOTLEEW) &

J)ERYTA U IIRIEN—TETIFRN DI,
oQ-1 : FYNIDEIUTERITBZENTEEIH ?

A-1 : TEFET, JL—MNBESNIEBEAES -2 A Ny ﬁ(@w@—@ﬁ'@tﬂbﬁﬁbfiﬁﬁﬁ<7’:“él,\o {ERU

ROTL— NI — )V EBE TR RE CIRRUECR B U IC&0,

Q-2 : JL—MEEHULESITIOFITRIAN A MAI T ?

A-2  HEBFICREFEZERNFTELTHOET.

13



LBIS Mouse IgE ELISA Kit

GRIZEFIEMEELFIYIVAM
I EIRGERBAE 7 — 55U TRRIARSA . RITESAY . RITE S A2 MR A E IR EZ I T O TIZEL,
0 9oLTL—bh REEEERDCEE (20 CT~25 C) [CTRLTLREN, ZRALICE 2 BRSNS
[0 (1) Wash stock solution (10x) O&HFR : ERIESNIABRIKT. 10 F&(ICHFRL T2,

[J  (B)IgE Standard solution (100 ng/mL) Q&R (f5) : RE/ESNIZ (C) Buffer solution T. #FFRU TS0,
EESRREE  EEERER EAREE SEERRR  EEARREE

150 uL 100 pL 50 uL 20 uL 5uL
o EER BER BER EEn BER
RERRER 50 uL 100 pL 150 pL 180 uL 495 uL

. Q
ng/mL 100 75 50 25 * 10 1.0

SR TEEIET P EEER 6\
O HUKEREME 96 DL TL— K &

O P43 E  (FEERbRER. BEIOROHEDF) * O
O HFIRE (BIZ(SEER 45 uL+AR4K 5 uL) (3R %E7 50 pL
O [#8# =B(20 CT~25 C). 2 BREIRIG. 53iE *xQ*x0Q
(D) Biotinylated anti-mouse IgE antibody D& FR. ZmibENfc (C) Buffer
(] solution T. 1000 f&(CATRL TV RIRBRDARIIE—RISHICITI. 2 P
HIREBBHLET . g
O |73 E (FEERbREE. EB(C}N ) *©
O EAFAEETL IgE T4k 50 uL
O [ =R(20 C~25 C). 8 . BRE *Q*Q
(E) HRP-conjugated stregtavidin @R, =m{t&11/z (C) Buffer solution T,
0 2000 fF(CAIRU TKIZEV HIRNBROARLE RIS (T, 2 ERPEFRIRZ2HE
HLET,
O 53 m (o B5IORDHEDF) *®
O RILAESS & im% 50 L
i %=X 25 C). 1 BREIRIL. 58 & *xQ*®
O 5553 RRIRER . B5OROREDE) *©
0 RE®R (TMB) TMB H'ER{EESNTVB L 2R 50 UL
S BECLNERCEE .
O |#B#. =E((20 C~25 C). 20 DIRIG. 5FE *xQQ*Q®
O RIEMELIER SRS OEEURER 50 ul.
A RECLNEBRIIZE .
O B (B5HEH) *
0 B5IIREERE (FHEE 450 nm, BlifEEK 620 nm:600 nm ~ 650 nm)
BIERETL - NEROBENEZFr>ILET BEICAIEL THZEL,

(* @) FAREDDUER. FOUSD LT 10 FEEIRDFERELFT . 3 EEGEFE, X—/\—57)L _ETL—h
ZIFEICU TINERFRZTR(CPREVE T FTRRIREBDIZIECTFEL ORDBRZBESICEVET ., FoFR
EERYNTRIIT SEOREBEZ(E 300 IUITLTT . F5—. B MREERRE (1.0 ng/mL) @ OD BELNTT
’7 OD ENEKRBIHBEFIIERTITED 1 DELT, RVAFIA—T - FES ALEYERISEDTEREE 3 E2REUR

IRT 4 [Al~6 [ETEEPU TSV T — NERETEROBEDOEHNBZR(E 5 mL93~25 mL5y (JXIDORICEK
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LBIS Mouse IgE ELISA Kit
DERDEY) TI, F—RICEOYIEIDFFRDHFITIVEIOIFZSEFRL TUZEL,
(* @) EBEH#HOEZ(L 600 rpm~1200 rpm-10 F2[1. 3 [@l,
(xQ) BHIETRIL - M-I MO TEREL TIZEL,
TU— M —UNHRFERZRNU T, $hBmEZ T — MUICLTREDFIFTSZE V. —EFRLRTL - —ILIEE
EARULRBVTLIZEW,

79> —h (1)
Strip 182 Strip 384 Strip 586 Strip 7&8 | Strip 9810 | Strip 11&12
A | 100 ng/mL 1&ek 2 IR 10 IRIK 18 181K 26 181k 34
B 75 ng/mL &4k 3 HRAR 11 IRIK 19 IRIK 27 &4k 35
(o] 50 ng/mL 11K 4 IRIK 12 181K 20 IRk 28 1&1k 36
D 25 ng/mL &1k 5 IRIK 13 18K 21 IRIK 29 &4k 37
E 10 ng/mL &1k 6 RIK 14 1&ik 22 184K 30 11k 38
F 1.0 ng/mL 1RIK 7 184K 15 184K 23 IR 1R{K 39
G 0 (Blank) 184K 8 &K 16 &K 24 1RIR32 &K 40
H N 1RAK 9 KRR 17 IR 25 3 TRIK 41
& CERFICCHERIESVE Loty NRISFEEIA
oELISA EFREIRBICLDFEZZTET . AITFEIRIE. BFERICIHE (% 20 C ~ 25 C (RBaHLEFE
(FA>FIN-FRRE) ZEESFLTZEW, Fe, B (T72>0 Ol 0.4 m/sec KL E.JEE 30 %Ki

/sec LA_E. JRBE 30 %FRimODIEE FTE
SECDIIRTTERTHRFITZELN,

M BIEAICE. ATV TOREBRIGEE. -~ - % .
Bl) 4>FIR—IN, FAZFO-)RFENTEB RS EOBIERMACLDIE T ENRRBIES
HHOFTOT. SEAEFHBREVEDETEE,

e Z 2TV I TORBRISIEICE. IO IR, BYOE ORD. DEREORFEMLILTEE. BT TL—
RS — LB TEEL,

O IRIRLFHFRICA ﬁ%b‘mbébﬁb\&ﬂlmﬁ’)b‘ o 19TV FVTOTEREEEDLET .

oFKEB(% 96 TS L— I\Mﬁﬁ%@“éitlx Ht@“ FRBHF TIRIFLTURAL,

o ULMFILRIERI DI THEETT
o R+ NI ELISA JEDIHMEZFR T UIT BEOT TIERKEEV BF AR CREIBRICIERYT
N EFHEZ‘Z%%&’)U'C(K&M

4>’j‘};Ts4’E0)EIE'I¢b‘EEbfc?‘ib“z“{ i<
uit%b“ho‘c B. IZI %IZI Fi}%"ﬁ(gh‘EbUﬁA(i 5(KEK

OIRIB T TORIE [BBHI TSV, PEZET ), E'J;E??M’F’iﬂ:ﬁ

MR 1 %ALY, 2 %I P RERE0.1 %Ll EORBERES MY
FTKERN, FRl3A— ML~ TEIIEL TRERL TRV, RUSE R R BRI

aaxA( PR A TE TN CEHURODET(AETHREL TTEE W,
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LBIS Mouse IgE ELISA Kit

O
R

CAIER] A

(FRIE]

CRIEH] CRIER]
(OvhES] (B2DHARR]
(iwZ&]

(®m] LEA® IgE-ELISA Fybh (XUX)
(F05€E3—K] 639-02891

(ZaEE&K5C] LBIS Mouse IgE ELISA Kit
(BRIVEEE]

RiEFTTT SLT7MIVAMEHEKRASH
ARHRRXEEH=TE1&25
Tel : 06-6203-3741
Fax: 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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	6. Reagents supplied

