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For Research Use Only. Not for use in diagnostic procedures. Jul.1.2023. Ver.JE2

[LBIS Mouse anti-OVA-IgG1 ELISA Kit ]

Cat # 636-07661
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 anti-OVA-IgG1 ELISA Kit is an ELISA system for quantitative measurement of mouse
anti-OVA-IgG1 antibody titer. This is intended for research use only.

2. Storage and expiration

When the intact kit is stored at 2 °C - 8 °C, the kit is stable until the expiration date shown on the label on the
container. Reagents, once opened, should be used as soon as possible to avoid{lo its optimal assay
performance by storage environment.

3. Introduction *

IgG is the most abundant immunoglobulin and is the main antibody in X dary immune response.
IgG1, with the heavy chain y1 and molecular weight of 146 kDa, occ s _abeut 2/3 of total IgG. By limiting
antigen to OVA (ovalbumin), and by measuring only IgG1, maqus une response is simplified for
elucidation. FUJIFILM Wako Pure Chemical Corporation’s OVA-IgGfELISA Kit is useful for specific

measurement of mouse anti-OVA IgG+ antibody.
4. Assay principle
In FUJIFILM Wako Pure Chemical Corporation’ ISQMouse anti-OVA-IlgG1 ELISA Kit, biotinylated

anti-mouse IgG1 antibody, standards or samples are inc ed in OVA-coated wells to capture OVA-IgGa.
After 1 hour incubation and washing, HRP (hor dish peroxidase)-conjugated streptavidin is added, and
incubated for 30 minutes together wij (@ anti-mouse OVA-IgG+1 antibody. After washing,
HRP-complex remaining in wells is reacted With ‘omogen (TMB) for 20 minutes, and reaction is stopped
by addition of acidic solution, and absogpagce Qf yellow product is measured spectrophotometrically at 450
nm. The absorbance is nearly propo

prepared by plotting absorbance a
samples are determined using t

5. Precautions

eFor professional use onl rs are advised to use this kit under the guidance of experienced person.

e\Wear gloves and labdgato ats when handling assay materials.

eDo not drink, e in the areas where assays are carried out.

eIn treating ag€ay samples of animal origin, be careful for possible biohazards.

onents of animal origin. These materials should be handled as potentially infectious.

eBe careful not ow 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.

e The materials must not be pipetted by mouth.

eResidual 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.

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 %.
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6. Reagents supplied

Components State Amount
(A) OVA-coated 96 well-plate (Dried-plate) Use after washing 96 wells/1 plate
(B) (?;?::da],?;i;qor\nlxlsge? standard (1200 mU/mL) Concentrated. Use after dilution. 100 pL/1 vial
(C) Buffer solution Ready for use. 60 mL/1 bottle
(D) Biotinylated anti-mouse 1gG+ antibody Concentrated. Use after dilution. 200 pL/1 vial
(E) HRP-conjugated streptavidin Concentrated. Use after dilution. 200 pL/1 vial
(F) Chromogen (TMB) Ready for use. 12 mL/1 bottle
(H) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(') Wash stock solution (10x) Concentrated. Use after diluti 100 mL/1 bottle
Plate seal — & 3 sheets
Instruction Manual — 1 copy
7. Equipments required but not supplied [1Use as a checkb 6

[IGlassware for dilution of Wash stock solution (10x) (a dkad ylinder, a bottle)

[IPipettes (disposable tip type). One should be able to delive - 10 pL precisely, and another for 10uL
-100 L. CISyringe-type repeating dispenser like Ep multipette plus which can dispense 50 pL and
100 pL. CJPaper towel to remove washing buffer remaining i wells. [1A vortex-type mixer. [JA shaker for
96 well-plate (600 rpm -1200 rpm) [JAn automati sher for 96 well-plate (if available), or a wash bottle with
a jet nozzle. [JA 96 well-plate reader (4@m, 620 nm: 600 nm - 650 nm) [ISoftware for data

[IDeionized water (or Distilled water) [Test tubes for prep@ standard solution series.
d

analysis.

8. Preparation of reagents
@ Bring all reagents of the kit to . rature (20 °C - 25 °C) before use.

iatgyvolume for your assay. Do not store the diluted reagents.

(C) Buffer solution Concentration(mU/mL)
210 uL 90 uL 120
120 mU/mL solution : 50 pL 50 L 60
60 mU/mL solution : 50 pL 50 L 30
30 mU/mL solution : 50 uL 50 uL 15
15 mU/mL solution : 50 pyL 50 uL 7.5
7.5 mU/mL solution : 50 uL 50 uL 3.75
3.75 mU/mL solution : 50 pyL 50 uL 1.88
0 (Blank) 50 pL 0

*In this kit, 1 U/mL is prescribed to antigen-binding constant (Ka) 6.9x10” M-! antibody 160 ng/mL.

[(D) Biotinylated anti-mouse 1gG1 antibody]

Prepare working solution by dilution of (D) with the (C) buffer solution to 1:100.
[(E) HRP-conjugated streptavidin]

Prepare working solution by dilution of (E) with the (C) buffer solution to 1:100.
[( 1) Wash stock solution (10x%)]
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Dilute 1 volume of the concentrated Wash stock solution (10%) 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) OVA-coated 96 well-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) Mouse anti-OVA-IgG1 standard (1200 mU/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
[(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 them as soon as possible to avoid influence by environmental condition.
[(D) Biotinylated anti-mouse IgG1 antibody] & [(E) HRP-conjugated streptavidin]
Unused working solution (already diluted) should be disposed.
[(H) Stop solution]
Close the stopper tightly and store at 2 °C - 8 °C. It maintains stabilitkunti ti n date.
[( ') Wash stock solution (10x%)]
The rest of undiluted buffer: if stored tightly closed at 2 °C - 8 °C, it | ’Auntil expiration date.
Dispose any unused diluted buffer. 6

eThe reagents are prepared to give accurate results onlyyw ed in combination within the same box.
Therefore, do not combine the reagents from kits with d ot numbers. Even if the lot number is the
same, it is best not to mix the reagents with those tha been preserved for some period.

eBe careful to avoid any contamination of assay samples and reagents. We recommend the use of disposal
pipette tips, and 1 tip for 1 well.

eOptimally, the reagent solutions of the kit'sho ejused immediately after reconstitution. Otherwise, store
them in a dark place at 2 °C - 8 °C.

e Time the reaction from the pipetting o

ePrepare a standard curve for eac

eDilution of the assay sample m

eThe chromogen (TMB) sho
gives yellowish color after,

eTo avoid denaturation of

eAs the antibody-coated p

9. Technical tips &e
eIn manual operation, proficiency in pipetting technique is re@ d.
re

2agent to the first well.

Imost clear pale yellow before use. It turns blue during reaction, and
of stop solution. Greenish color means incomplete mixing.

d antibody, do not let the plate go dry.

module type of 8 wells x 12 strips, each strip can be separated by cutting

the cover she i ife and used independently.
e\When ELISAfhas 4o beldone under the airstream velocity over 0.4 m/sec. and the humidity less than 30 %,
seal the we e with a plate seal and place the well plate in an incubator or a styrofoam box in each step

of incubation.

eThe standard of this kit is anti-OVA-IgG1 monoclonal antibody. Therefore, it is possible to compare the
assay results even if this kit is used in a different laboratory. Principally it is not possible to compare the
assay results with other assay kits’ results because the standards don'’t always have the affinity to the same
OVA.

10. Preparation of samples
This kit is intended to measure anti-mouse OVA-IgG+1 antibody titer in mouse serum or plasma.
Samples should be immediately assayed or stored below —35 °C for several days. Defrosted samples
should be mixed thoroughly for best results.
Hemolytic and hyperlipemic samples are not suitable.
* To avoid influence of blood (high lipid or hemolysis, etc.), if your original samples have heavy chyle or hemolysis as the
pictures below, do not use them for assay. Abnormal value might be obtained with hemolysis above 160mg/dL with this kit.

If presence of interfering substance is suspected, examine by dilution test at more than 2 points. Turbid
samples or those containing insoluble materials should be centrifuged before testing to remove any
particulate matter.
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Make sure to dilute samples more than 100x. Recommended is 100-10000x depending on the antibody titer.
Dilution should be carried out with the buffer solution of the kit using small test tubes before assay.

Example of dilution: Rate (10x%) 100x% 1000x  10000x
Sample (uL) 5 20" 20* 20*
Buffer (uL) 45 180 180 180

*One rank lower diluted sample

Storage and stability
Sample is stable at 2 °C - 8 °C within a week. If you have to store assay samples for a longer period,
snap-freeze samples and keep them below —35 °C. Avoid repeated freezing and thawing cycles.
11. Assay procedure
Remove the cover sheet of the 96 well-plate after bringing up to room temperatuQ'
ffer

(1) Wash the antibody coated plate (A) by filling the well with 300 pL of washing d discard 3 times
(*@), then strike the plate upside-down onto several layers of paper tow retgove residual buffer in
the wells. * Q

(2) Pipette 50 pL of biotinylated anti-mouse IgG+1 antibody (D) to the ig d wells. Shake the plate

gently on a plate shaker. (*®)
Pipette 10 uL of diluted samples to the wells designated for sa .
Pipette 10 uL of standards to the wells designated for standa&

)

)

) Shake the plate gently on a plate shaker (*®).

) Stick a plate seal (*@) on the plate and incubate for @O °C -25°C.
)

)

)

)

Discard the reaction mixture and rinse wells as step (
Pipette 100 pL of HRP-conjugated streptavidin soltiti ) to all wells, and shake as step (5).
Stick a plate seal (*@) on the plate and incubate the plate for 30 minutes at 20 °C - 25 °C.

Discard the reaction mixture and rinse well tep (1).
) Pipette 100 pL of chromogen (TMB) (R)to s,Jand shake as step (5).
) Stick a plate seal (*@) on the plate and Thcubate the plate for 20 minutes at 20 °C - 25 °C.
) Add 100 pL of the stop solution ( alhwells and shake as step (5).
) Measure the absorbance of each % 450 nm (reference wavelength, 620 nm*) immediately using a

plate reader.
*Refer to the page 7 for notg$ of§ @, * 3 "and *@.
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12. Calculations

(1) Prepare a standar sing semi-logarithmic or two-way logarithmic section paper by plotting
absorbance* (Y—a;is) inst anti-OVA-IgG1 concentration (mU/mL) on X-axis. Physiological or

ituati animals should be judged comprehensively taking other examination results into

(2) Using the¥§tandérd curve, read the anti-OVA-IgG+1 concentration of a sample at its absorbance*, and
multiply the ay value by dilution factor. Though the assay range is wide enough, in case the
absorbance of some samples is higher than that of the highest standard, please repeat the assay after
proper dilution of samples with the buffer solution. * We recommend the use of 3rd order regression
curve for log-log plot, or 4 or 5 parameters method for log-normal plot in computer calculation. Clinical
findings in mouse should be judged collectively considering clinical manifestation or other test results.
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13. Performance characteristics {
eAssay range
The assay range of the kit is 1.88 mU/mL - 120 mU/m
e Specificity
The biotinylated anti-mouse 1gG+ antibody of this kit is specific to mouse 1gG1.
ePrecision of assay

Within assay variation (2 samples, 5 r& assay) Mean CV was within 10 %.
y

Abs.A450( ~1620)nm
n

eReproducibility
Between assay variation (3 sampl
eRecovery test
Anti-mouse OVA-IgG1 was adde
The recoveries were 92.5 %
eDilution test
2 serum samples we diluted by 3 steps.

y duplicate assay) Mean CV was within 10 %

ncentrations to 2 serum samples and was assayed.

OVA administrat

: Equal volumes of alum (20 mg/mL) and OVA (50 ug/mL) were mixed, and 0.2 mL/head of the mixture was
intraperitoneally injected twice with 1 week interval, then blood sampling was made 3 weeks later. OVA
was first solubilized with 0.1 M carbonate buffer pH 8.5 at a concentration of 1 mg/mL, then diluted with
saline to make 50 ug/mL. These data should be considered as guidance only. Each laboratory should
establish its own normal and pathological reference ranges for OVA-IgG1 levels independently.

15. Trouble shooting
elLow absorbance in all wells

Possible explanations:

1)The standard or samples might not be added.

2)Reagents necessary for coloration such as biotinylated anti-mouse IgG1 antibody, HRP-conjugated
streptavidin, or chromogen (TMB) might not be added.

3)Wrong reagents related to coloration might have been added. Wrong dilution of biotinylated anti-mouse
IgG1 antibody or HRP-conjugated streptavidin.

4)Contamination of enzyme inhibitor(s).

5)Influence of the temperature under which the kits had been stored.

5
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6)Excessive hard washing of the well plate.
7)Addition of TMB solution 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 (1.88 mU/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.
¢Q-1: Can | divide the plate to use it for the other testing?
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.
eQ-2: | found 96 well-plate is empty when | opened the box.
A-2: As this kit is dried type, not preservation stabilizer is added. O
2
Summary of assay procedure [ : Use as a check box \‘
*First, read this instruction manual carefully and start your assay afterg€onfirmation of details.
[IBring the well-plate and all reagents to 20 °C - 25 °C for 2 hour
[UWash stock solution (10x) concentrate must be diluted to 10 times eionized water (or distilled water
that returned to 20 °C - 25 °C.
[1Standard solution dilution example: @
Original solution
10 pL S0 uk S0 b 50 L 50 uL 50 uL

Buffer Buffer Q\ Buffer Buffer Buffer Buffer

90 ul 50 ulL 50 L 50 ul 50 ul 50 L

Concentration 30 15 75 375 188

mU/mL 120 @ . .
[IDilute biotinylate ankmouse IgG1 antibody to 100x with buffer (C) returned to 20 °C - 25 °C.

Chromogen (TMB)
(After dispense, the color turns to blue depending on the concentration.)

6

[J OVA-coated 96 well-plate (Dried-plate)

[0 |Washing 3 times(*®@) - *®
[0 Biotinylated anti-mouse IgG1 antibody 50 yL

[0  |Shaking(*®) _

[l Diluted Samples / Standards 10 uL

[0 |Shaking(*®), Incubation for 1 hour at 20 °C -25 °C. (Standing(*@®))

[J Dilute HRP-conjugated streptavidin (E) to 100 with buffer (C) returned to 20°C -25°C. 5

[0 |Washing 3 times(*®@) *®
1 HRP-conjugated streptavidin 100 pL

[0 |Shaking(*®), Incubation for 30 mins at 20 °C - 25 °C. (Standing(*@))

[0 |Washing 3 times(*®@) *®
O

100 pL
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1Shaking(*®), Incubation for 20 mins at 20 °C - 25 °C. (Standing(*@))

Stop solution
After dispense, the color turns to yellow depending on the concentration.
1Shaking(*®) (Immediately shake.)

Measurement of absorbance (450nm, Ref 620nm (*®)) 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
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 -1200 rpm for 10 seconds x 3 times.

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

100 L

O o O

OJ

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

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

Worksheet example

Strip 1&2 Strip 3&4 Strip 5&6 Strig\7 &8 Strip 9&10 Strip 11&12
A 120 mU/mL Sample 1 Sample 9 e 7 Sample 25 Sample 33
B 60 mU/mL Sample 2 Sample 10 e 18 Sample 26 Sample 34
C 30 mU/mL Sample 3 Sample ample 19 Sample 27 Sample 35
D 15 mU/mL Sample 4 Sam Sample 20 Sample 28 Sample 36
E 7.5 mU/mL Sample 5 Sample 21 Sample 29 Sample 37
F 3.75 mU/mL Sample 6 Sample 22 Sample 30 Sample 38
G 1.88 mU/mL Sample 7 Sample 23 Sample 31 Sample 39
H 0 (Blank) Sampl ample 16 Sample 24 Sample 32 Sample 40
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Assay worksheet

-

LBIS Mouse antiFOVA-IgG+1 ELISA Kit

[Storage condition]  Store the kit at 2 °C -8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.
[Cat #] 636-07661

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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B TOREIBRIANT T,

2 AEREE
KFw NMIEAF ST IR 1gG ik, IZ8#F. FIRRA%E OVA BHEt~Y-ro0 L — hox)LHh
TA>FaAR—KUFET. 1 BED1> N S EHRE, NILAFIAH—T - FESEEYEN
Z. WIEEINIZEX DRI OVA -IgGh ik (C30 D1>FaAR—KUET, BEDHRE. DT)LICK
DIERIVAF S —CHEFEEH(TMB) 9, RIGIIEEDBROFINTELEEIN, RICOFERE
UTleEEOEYH 450 nm (BiKE 62 “HEERIESNE T, IREE (I OVA-IgG LM (C (F
(FLEBIUET . ZERBE(CHU JOwv b UZEERIR 2 ERR U, S OOZEERREEN S R FHRARR D
BENMRESINET,

3. %Y bR & ERAN
Fv k&2 CT~8 GC <FESVY (RIEEE) . CORGFRAETTFY MIFMEDSNILICEEH S
NIZENHARN R EL HAR DB Feed Z(HMEARA LW TL S0, M U&HECDEHUL TR,

RENRE(CKIDTEZ NS DX ITDTRDDIHERZHRELET.

4.FY USSR ERERE OFTvIUX S

OFFEUK (FREBK) DEREREARARRE URFRHERANSABRE (AXU2F—-E—H—-
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(D) Biotinylated anti-mouse IgG+1 antibody oy
EAFAEBTT DR 19G itk AR 200 L1 K
(E) HRP-conjugated streptavidin 2< 30
RIVAFSH—L - FES > EaY FIRE(RA 200 pL/1 &
(F) Chromogen (TMB)
(H) Stop solution Be careful!
RISELER B TDFEFFEHR 12mL/ 1K
(1) Wash stock solution (10x%) g
B (10x) AR 100 mL/1 7
Plate seal
JL— k-l 31
Instruction Manual 1B
S E RS -
6.:EDAR
* I\@Eﬂ?‘fﬁ(&*@ﬁﬁﬁﬁ(lu‘é\ :l:/JIIl(20 C~25 C)(L_}: LJ_C<7_ =W Q_Cg_)o

£5.C [ZOFFEA &3 M FERLE TDF EDRIE CHMA T & TG SBIEER | &555 50
COWNT (3 FROBETHEL T <l
* MECHBLDH I REE BB T L) (Z‘Kﬂﬂmﬂﬁlz(i% <R,

(IEMEENIZHEHE]

[(B) Mouse anti-OVA- IgG1 standard (1200 mU/mL)] ;
(B) Mouse anti-OVA- IgG+ standard (1200 mU/mL)
LTLIEEW,. FaEldE— W'J_C@“

Buffer solution Z{#> TIZEB R T FHR

BREBRRDOE (C) Buffer so BE(mU/mL)
Eﬁ‘}ﬁ‘}ﬁi}?iﬁi 10 L uL 120
120 mU/mL &R 50 uL L 60
60 mU/mL 325 50 L 50 L 30
30 mU/mL &% 50 uL 50 uL 15
15 mU/mL 3558 50 pL 75

7.5 mU/ImL 35 50 pL 3.75
3.75 mU/mig; pL 50 pL 1.88
50 UL 0
>Z<2|§¢‘y = ImL ZHEEE TS (Ka)6.9%x10” M DFUAR 160 ng/mL EARELE T

i-mouse IgG1 antlbody]

200 L =75 HR‘C%%%’&Z‘}E@E LU CUL\E T, iEHER % (C) Buffer solution T 100 f&(CHRIRL TS ZELN,
RREBEEAFUB/EENI DX IgG1 IAEDIBETT .
[(1) Wash stock solution (10x)]
IEFRERR(10x)E BRI SNIZEEVK (EREB/K) T10E(ICHRLTSIZEL,
{5l : 100 mL DIRMESEFE(10x) +900 mL DIFEIK (EEB/K) (96 D TILETZEAT DIHE)

(HARDOREN L REFFE]

(A) OVA-coated 96 well-plate (Dried-plate)
FEA (BEAREZR D TTIRRE TS —ILZERIN U TUVRLY) OVA BREER bW T IFRED S W T —
WIWOICRU, ZDFEF 2 CT~8 CTHRIFLTLESW. BIMHIRRNLZERZREF T,

(B) Mouse anti-OVA- IgG1 standard (1200 mU/mL)
Fv hZEREUTERT IRIMERITIEFICHEELDRDEUARRARL . EKODRERREIERICERE
SIRNWTESBICEZ UMD ERSD. 2 T~8 CTHRELTLIZEV. BIHRANTZEEZHREE T,
BMUEERFRETRIES(CHERAL. RFEFLBVTZS,

(C) Buffer solution & TF) Chromogen (TMB)
—EBDOBERZERIT IRENEBEL DD UEZHDEZFIDELECHE L. EDEERICERSIIRVTESI(C
EZUOM DD, 2 T~8 CTHREFLTLLZEV, BMHIRNZEEEZHREET.

10



LBIS Mouse anti-OVA-IgG1 ELISA Kit

(D) Biotinylated anti-mouse IgG1 antibody BTU'E) HRP-conjugated streptavidin
Fv hZEDEIUTERT IREFEREFCDTEEIODBDE UARARL. KD DRERIEERICREIIR)
TESICEZUDO>MD LD, 2 T~8 CTHRIFLTLIZEV, BMHIRNEZEEZREEFT ., FAK
DOFEIRBEABRITEREL T ZS,

(H) Stop solution
FRARDZREFIDHEE. EZLoMDERMD. 2 T~8 CTHRIFLTLZEV. BMHARARE Y
ZREFT,

(1)iRHEEIFE(10%)
IRHEERR(10x)ZRF I DHEE. EZUOMD LMD, 2 T~8 CTHRELTLZSL).. BRHAR
ALZEHZREET T, ERKDOFRIRNEHTERRIIERZEL TS0,

7RBDHAR

AFy MINDRAMBFZ(FMIBEFR DY T AT OVA -IgG FUMBZAIELE T .

RIKFTEEIC U D TEHRUL I SITRAE T DH. —35 CUT THRERF LTIV, BRiE UTTiRiK
(FRET DEANCHFR LI (T U TSIV, #EDIRUDRERIAR (S8 L0 IEUULVERM
BTENBWRRICIRDET,

oRIMDIRICE NADIRMEZ R (CIEDD(FEETTIES 0, Eﬂi%ﬁ% 3 & DFNIFIAVAIER(C
FEEZSZDRMENEISNET.

oA U AR SEBIRIN IRBIEDORELERRE L7320 E?OD_CJEH_C

XMBRAIOHE (BIEHE - iFME) 2T 3RICRREPOIES (ALE ‘J:D.s.b\iﬁ‘“(ii.%ﬁ%ﬂsa)ﬁlil
ERDBAENBDFTOTHECEALBNWT S EZV.FFY FDIBEG] 160 mg/dL YL L TRHEHRNE T,
o8 D RURNBMDH DIRIK IR DI BEE TRHREBRBIE (CAL
oIHEMBEDRZENFEND UL MRIKE, BE—IRIK(CHNT. E
U TLIZE0N,
iR &I 100 fEU EICHIRU TS IEE L\ HUAAI
T9., RFZERING DHaEH 5N Uik E«PP. \PE.
DTIUCHFELTLIZEN,

1RAKFIRD— I Fi) 1004ﬂ: 1000 % 10000 £
FRAK (L) 20" 20*
BER(UL 45 180 180 180

i) O EDEMBERDFBIR

(RAEDREN L RFHE]
TRARNIEREME I C(SRIEI D
(CREIDIHZAE. 35

8. MEIREE
) FIDREZREGOD CHBELTSZEL,
D= TL— MORDICERICE > THERINA LT IZE0,

(1) »5HMU0 IEEEREZEDTILISHEIEL,. 3 BER(xO)LET. TDE. R—/\—FA)LIxE
DETTL—FZHEE(CL, BLMNEDIFDILICUTITILCEDTZTRZEDIREET,

(2) BIIIVCEAFUEETINDIR IgG1 A%z 50 uL 9O35FLFET. X170 L — MrEDSERRE
ZRWCE#(xQ)LFET,

(3) BRAATED T)LICHIRFAZRR B H 18477 10 pL IOELET,

(4) BERAEDTILICHRREDEERRZ 10 )L 3 DELFET,

(5) YXAoOTL—MrESBRBREZANWTER(xQ)UET,

(6)

(7)

7:: o
IR > B EDFRIRETHIREREZ

FIMMRAEAIRE L (S 100~10000 &
AH) FZRAVWTEERTHRUVAIE

BILINICRAIE I dmE(E 2 T~8 CTHRIFL TS ESW, Fiz. KHA
RIEREZHRUE T, Fo. REOHREAFRARE LTI ZSN,

TL—bh2—)LzEED, ER((20 C~25 C)T 1 ERERE(*xQ)LET.
RIS TH., RIGRZE THREFRZEDTILISEIZL. 3 BER( Q) LET, TDE. R—/\—-45FA
IWREDLETTL—hEFEZ(CL, BKMNEDFBDILDCUTITILICE D IEREBMDBREET,

(8) BITILICNILAFIA T - PESAEEWZ 100 L 3 DELET, ¥ro0O0TL— MRESER
REEZRHWTEHUET,

(9) TL—h>—JLEMED., =R(20 C~25 °C)T 30 DMEEFE(* @) LET.

(10) RIIR T, RIGRZE TRFRESDTILISHEIZL 3EEFR(x Q) LET, TDE. R—/\—FA)L
REDLETTL—hEFES(CL, B<NEDFBELSICUTIIILICEDIEREZRDREET,

(11) EOT)UICHEERZ 100 LT DELE I X170 L — NMREDSHBELXTHANWTEBIE(xQ)LET,

(12) L — b2 —JL&BED . =E(20 C~25C)T 20 DEEFE(*)LET,

(13) &I T)LICRIMELRZ 100 pL T DO5F L. RERICEZEFELEUET,

(14) B (x Q). BSE(CNro0OTL— MEDHAESTT 450 nm (BIIEE 620 nm) TOWRNEZRTE L
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LBIS Mouse anti-OVA-IgG1 ELISA Kit

*£9 ., BIEE(IL600 nm~650 nm OEFEEBEI CHERT=ZX9,
(D) () (xQYUEFIERE (14, 15R—=) BSSBIIZE0N,

9.5:18

(1BIEE (AZEMEEFRUE T, iz ERL X (Log i) ZZERRERE(MU/ML). Y BEZEIREE
DIREERIRD S T =R U T<IEE 0N,

QMZEERIRL D, HBIRRADOIRNE (LG T DRE(MUML)ESRAHEDE T, 5 D IERE (CIRAFRIRE
ZRUAEMBEUET,

* ARIRDIREE DI RFRIR I E K DN TZIHE(E(C) Buffer solution ([CCEHER(CGARUBENERRE

LT ZEE0,
* — B EEDZERROIRNETILDERIA(L(C) Buffer solution (CTEHEEXR(CARUBERANEIDICE

ZEHBHEUET,
*EEQIR TR, 3IRBIERFC(F 4 FL(F 5/ SA—F—DERZHSBEDHULFT,

* N R DEERFT R (SRR P DIRERER IR EZ SN (CHIBT U TIT OB ETY,

D5 D (HRERBITT (REEG. HERBCLIDEEHLIG).
R R

*

3.0

M
=]

Abs A450(.A1620)nm
&n

o

10 100 1000
Anti OVA 1gG1 (mU/ml)

(7" L=F)=%" = : #4342 L4UK" ~/Tecan)

10.%Fv MDA +
o B TEEFFH
I3 OVA -1g@1 FiAfi = 1.88 mU/mL~120 mU/mL O&EE CRIETEE 9,
o FEM
CDELISA RTHEASN TV EAF UAESHIN IR 1gG1 FLARIZIY IR 1gG1 (LI U THREN T,
FEHER (Vv REH) (5 F|HE. 21%AK) 15 C.VAEIL 10 %kim

oBIRMHER (VY HEE) Q2EAE. 3K 4 BRH) 19 C.VAE(Z 10 %Kit
o I NNEINEHER
2 IEIRIRICERIRD 2 IBEDN IR IgG1 1 OVA Z UBIE UFTHER. BIUER(E 92.5 %H'5 103 % T UTZ.

o FIREARIE
2 MBS BT (CAFRFIFEENR C 3 ExPEfR UAIE LU7THER. EFRENIRD R? (£.0.9994 & 0.9998 TUTZ,

1.851E

XA OVA-IgGH vAAMiRIE E : SF15 27.2 U/mL. SD 1.92 U/mL

dhfE : BALB/c. M. 8:Eins. 3 [T, MME

OVA #%5753% : Alumina(20 mg/mL)& OVA(50 pg/mL)ZEZE=EF(viv). OVA (& 0.1 M @ Carbonate
Buffer(pH8.5)C 1 mg/mL (CEIiA{E L. Saline T 50 pg/mL & U7z, 0.2 mL/It% 1 iR
PR CREREASS 2 [0, $Rim(d 3 B/

BB FRINFFARMMRERF(C K DAEMBEIZEUF I DT, COREMBIFERZ E L THENIZEU),
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LBIS Mouse anti-OVA-IgG1 ELISA Kit

12.:STN>1—F1>0& Q&A
e INRTDITILTDRFENEFLN
FERELTEZISNDCE
1)ZERDARARD ANTZN.
FRE(CEET DAFEBFTRDANT L
3FE(CEEYT BMEBTROEDEZ OHRARRE,
4)E2ZREEFIDE A
5+ v MREREDRE (RiEULIEHE).
6) L — hDBEIIREF.
RERODBEEMEN Dz,
o/ MEERREE(1.88 mU/mL)D ODEL DTS > OD fEL'E L 13D,
FERELTEZISNDCE
TERENANEY, A2 Tho .
(RIVAFSA - - T ES AEEY) ERISEDFEEE 3 A% R UFR T 4 [E~6 BB LT ZE0\)
o ZTENFZEL(CV)N KN
RERELTEZISNDCE

3)ENRY T o DIREN—ET(IRN DT,

Q-1 :FvNIDEIUTERIDICENTETEIH?

A1 TEFEI., TL— MIEHSNEEBES —ILZZA KW,
TTERLESW, FRULRVWTL— IS —)LER

Q-2 L —hrEEODHEULESDITILOPR(THRAENAD

A2 BIRESDFEEA. COFvY NIEETL —

RN RES, RTETHDOI,
m%ﬁﬁb%@m%\itd@%@ﬁﬁﬁxﬁﬁﬁﬁjt(ﬁ%@ﬁe:gb BT TLIZZEWY),

ZTOCHYI—RETHYIDEEL
TRRE CmEE(CRE LTS TZEN,
ATURHE@ESDEEAN ?
FDTHEDFET.
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LBIS Mouse anti-OVA-IgG+1 ELISA Kit

(AEFIMEEFTYIVARN]

I EURERBAE T — 5 U CTIRIRSRAE, BIESRME, AES EZHRRAEREZIT O TIIEE,
=L 2 RREAIGE

O 2Dx)L7L—bh BEHEERDICERQR0 CT~25 CRLTLIZEL,
O EEEEROBIR BRESNERBRKT. 10ECHRUTSEE0N,
O SEERROFHR (F)  BRICESNIEEERT. HIRUTIZEE,

e AR T

10 uL 50 ul 50 uL 50 uL 50 ulL
EER HER RER TRETR BER
90 uL 50 uL 50 uL 50 ul 50 uL

- O
AR

el 120 60 30 6\ 375
BIREFRSBIENLONCEEIFR &
) OVABHHME 96 9 TILTL—k (88 TL— ho1 )@
] /5'[’./%3@ CEERbRER. BESBICROREDE)
[0 EAFAEEHRY IR IgG ik 50 pL
O [B#
O ARRAE HEEER 0L
O B, =R(20 CT~25 C). 1H%FEFJ%
RIVAFEZH - - TESD % EREESNEERT. 100 &
O (CHRIRLTLIESV, BIREROMAE % RIGH(CIT D,
AREBIEAF O EETE
O (%% 3mE (bR . B5(OROEEFEDE)
[ RILAFSS— - " a1 100 pL
O [B#. =&R(0 30 DREIRIG. FRHE
O |55 3 &!ﬁﬁ«% BBS(ORDREDE)
- RErtw o TMB IERIEENTNB T LZHR o0,
D%, FE@XDBEICERE
O [48#, =820 CT~25C). 20 HERIG. BB '
- RIGEIEE _ SR DE AR 100pL
DER. RECKDEBBICEE g ;
O B (BESCER)
0 BES(CRAEERE (FKEE 450 nm. &i& &K 620 nm:600 nm~650 nm)

BIRRETL — hEEAOBENSEZF v > ILUET

50 uL

RENR

N

50 ul

RER
50 uL

1.88

*@
*

*xQ*xQB®

*®

*Q*x0®
*x@D

*Q* 0B |

*@

(* OQYEFRZITIVICHER. FOUOSDLET 10 EEEIRDRERUFE T, 3 BhEGESE, X—/(—5
A LT — bz (CUTINERPRZETE(CHRELE T, HPRREROERTIEL TORDE
BEBESCHMELET, TFRzERY NTHRINT DBRORERRE 300 UL/ D TIL T, 71/ st
P ERDIZEEDOENBERE 5 ML/ D~25mL/ D (JXILDOEICEDRIRZDZFT) TI. BT

'fé@*ﬂ@@/ﬁ/@@%g I) I/FEﬁmj /9 = (L/IE LC < t_él/\
(*x @)E#HDEZ (L 600 rpm~1200 rpm-10 #fE. 3 [@l,
(x QEHIE TR IL— S —I)LZEM> TEREL TS IZELN,

TL— 2 —ILMREREZIN LT EEZT L — MICUTHD I T e, —EfFALET
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LBIS Mouse anti-OVA-IgG1 ELISA Kit

L— b2 —JLEBERLRNTLSIES0N,

el N ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 120 mU/mL 11K 1 1R1K 9 1RAK 17 1R{K 25 1R4K 33
B 60 mU/mL 1RAK 2 &K 10 1&{K 18 &K 26 1RIK 34
C 30 mU/mL %K) IR 11 1RIK 19 KRR 27 1R1K 35
D 15 mU/mL 1RIK 4 1R 12 1R{K 20 1Rk 28 KRR 36
E 7.5 mU/mL 181K 5 1R{K 13 181K 21 1R{K 29 1R{K 37
F 3.75 mU/mL 1Rk 6 1RAK 14 1RAK 22 8R4 30 1R4K 38
G 1.88 mU/mL 1RAK 7 1RIK 15 1RAK 23 1% R4k 39
H 0 (Blank) 1Rk 8 1RAK 16 1Rk 24 1RAK 40

eELISA E(HAITEIS(C L D EAE S =T, BITRIE. BERS S8 20 C~25 C (BREF
I 30 %RBDEE T TR BBA (I B2y TOBRBRGE. TL— N —ILE T3 & [CIA.
BRBEAN BN ETOT. EMIBHNADES

oK &SR (CAFMINSE 5@m£5cﬁ%&%;<ﬁéwAUI%/1¥W7@Z@%%B%®bE?o
RICIEE X5 S DI OBRI, BB CER < R0,

S FERFICCHERIES LI oY NRNEREIE

XREFAFIAIR-FIREE) ZETLTLIEE0, Fiz, AR ( FEHET) : 0.4 m/sec L,U:
SRE 30 %RBOEB T CORIEREIT TSV, POEES, HIEREZERE : 0.4 m/isec AL, &
TEDOLSRTFEESHETTIES0N,

B) 4 >FaR—FAN, FEAFO—) BN TERE %, BEEDREBEMFICKDHRAEN
BT W I TORBMBRIGIEIC(E. D)Lz, AL BEDRD. DFREOEXRRZHLLETD
A w3 TL— b — VRS TLIE S,

oFHEW(F 96 ITIL T L — NMTERT BOWEEEATY, AEBITTRELTLESL,

o MEILR (IMERIT BETIIEETT,

oA+ NI ELISA SEDHHEEIR T 5 T3 BED T CTERLIZEV., AFERETAET D
O EfFI NIRRT Y MEED(Z 3 (REAZKREF(CDIF TS,
OJ%E%&FhHUBMTs‘ v ROENER- T, B, O, B0, HES(CHBEUESES

(FEBI(CKEKTTED(THE DISSUNEBEEITV, HRERIBEIEOFHTEZZITTSESL,
oARKF v NEER L TUL\FIBATE (FEREEUEZ LIRWTLIEE0),

oREFHIOTERY b IRNTLTESUN,

ODVF§?®LDu” e TTEDIRNWT LS IZEELN,

Y Tr N R 20 \B2BEDEUTRMERBLTED/R> TSV, KF v NMIEWIHRRDKD %
SATLY

UTEiBFERE (1 %LU 2 % DIV —)LT7)LT E RFEIF 0.1 %A EDIRE
1E3RAE T ! YRIC 1 B BRI TS ESWN. Fe@A— ML -—TREAIEL TEELTSES
W\e fEA UTTEREmR AR ERA DR R (IFTEMEER DR E L N CEHUHDED (TR TREL TTESL),

o+ hDIREm(E. H1 OVA-IgG1 E/ IO—FILFEATT . fiEWL\FE U CAIEMSN R > TEEMFY

hMeERUBE. BEVWCAEEZLER T S ENHEFT . MHOBEFY el USREE LS (3R
ERMI UER—D OVANDIHMMZE T D E(FRDFEADTRAINICLERIERH T,
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LBIS Mouse anti-OVA-IgG1 ELISA Kit

X
&

QQ’

CAlER] 5 @

(FrE]

CAIER] CAIER]

(Ov hES] (B5NHARR]

(f&=]

(Hmi] L EX® OVA-IgG1 ¥R
(F0¢0— k) 636-07661

(REEZ&KEC] LBIS Mouse OVA-IgG1 ELISA Kit
(BREVEEE]

RiEFT7T SLT7/IVLA M HERARHT
ARHHPRXEEZAI=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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