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

[LBIS Mouse IgG Rheumatoid Factor ELISA Kit]

Cat #633-02671
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 Kkit!

1. Intended use
LBIS Mouse IgG Rheumatoid factor ELISA Kit is a sandwich ELISA system for quantitative measurement of
mouse IgG Rheumatoid factor antibody titer. 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 t piration date shown
on the label on the container. Opened reagents should be used as soon as possible to id loss in optimal
assay performance caused by storage environment.

3. Introduction *

Rheumatoid factors are autoantibodies against Fc region of IgG andi Nd in 70 % - 80 % of patients
suffering from chronic rheumatoid arthritis, and are considered to sely related to its pathological
syndrome.

animals with artificially-induced inflammation have beenfus ucidate the mechanism of autoimmune
diseases and to search for potential new remedies. entative model animal of spontaneous
autoimmune diseases is MRL/Ipr mouse. As MRL/Ipr high incidence of lymph node tumor, nephritis,
angiitis, and arthritis, this animal strain is useful for studies of the mechanism of human autoimmune
diseases including rheumatoid arthritis. Autoa ies found in MRL/Ipr serum are 1gG type rheumatoid
factor, IgM type rheumatoid factor, anti-ss ies, anti-dsDNA antibodies, and anti-Sm antibody, etc.

This kit enables quantification and comparisol, of IgG type rheumatoid factor with a calibration curve using
standard antibody preparation.

Experimental animal models with spontaneous autoimmu iseases similar to those in humans, and
re

4. Assay principle

In FUJIFILM Wako Pure Cheptic orporation’s LBIS Mouse IgG Rheumatoid factor ELISA Kit, standards
or samples are incubated J oclonal mouse rheumatoid factor antigen-coated wells to capture IgG
Rheumatoid factor. Afte incubation and washing, HRP(horse radish peroxidase)-conjugated
anti-mouse 1gG is add&d a cubated for 2 hours’ together with captured anti-mouse IgG. After washing,
HRP-complex r inwells is reacted with a chromogen (TMB) for 20 minutes, and reaction is stopped
i€ solbtion, and absorbance of yellow product is measured spectrophotometrically at 450
nm. The abso nearly proportional to IgG Rheumatoid factor concentration. The standard curve is
prepared by plot absorbance against standard IgG Rheumatoid factor concentrations. IgG Rheumatoid
factor concentrations in unknown samples are determined using this standard curve.

5. Precautions

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

e\Wear gloves and laboratory coats when handling assay materials.

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.

o 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), which contains hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.

e The materials must not be pipetted by mouth.



LBIS Mouse IgG Rheumatoid factor ELISA Kit

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 %.

eDo not use heat-inactivated samples.

6. Reagents supplied

Components State O Amount
(A) Mouse Rheumatoid factor antigen-coated Use after was 96 wells/1 plate
96 well-plate *
(B) Standard Mouse antibody (10 000 mU/mL)* x
(derived from mouse) Concentrated fUs dilution. 100 pL/1 vial
*The value is different depending on the lot.
(C) Buffer solution eady for use. 60 mL/1 bottle
(D) HRP-conjugated anti-mouse IgG Cancenfratéd. Use after dilution. 20 pL/1 vial
(E) Chromogen (TMB) Ready for use. 12 mL/1 bottle
(F) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(G) Wash stock solution (10x%) Concentrated. Use after dilution. | 100 mL/1 bottle
Plate seal — 3 sheets
Instruction Manual — 1 copy
7. Equipments required but not [1Use as a check box
[IDeionized water (or Distille Test tubes for preparation of standard solution series.
[IGlassware for dilution o ock solution (10x%) (a graduated cylinder, a bottle)
[IPipettes (disposable tlp ne should be able to deliver 5 uL precisely, and another for 50uL - 500 pL.
[1Syringe-type repeating di ser like Eppendorf multipette plus which can dispense 100 pL.
[1Paper towel rem ashing buffer remaining in wells. [JA vortex-type mixer. [JA shaker for 96
well-plate (606 rp rpm) C1An automatic washer for 96 well-plate (if available), or a wash bottle with a

jet nozzle. LIA98 w plate reader (450 nm £ 10 nm, 620 nm: 600 nm - 650 nm) [1Software for data analysis.

8. Preparation of reagents
€ Bring all reagents of the kit to room temperature (20 °C - 25 °C) before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.
[Concentrated reagents]
[(B) Standard Mouse antibody (10 000 mU/mL)]
Make a serial dilution of original standard solution to prepare each standard solution. Example is shown
below.
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Volume of standard solution (C) Buffer solution Concentration (mU/mL)

Original solution : 50 pL 450 L 1000

1000 mU/mL solution : 250 pL 250 pL 500
500 mU/mL solution : 250 yL 250 pL 250

250 mU/mL solution : 250 pL 250 pL 125

125 mU/mL solution : 250 pL 250 pL 62.5

62.5 mU/mL solution : 250 pL 250 pL 31.3
31.3 mU/mL solution : 250 pL 250 pL 15.6

0 (Blank) 250 pL 0

[(D) HRP-conjugated anti-mouse IgG]
Prepare working solution by dilution of (D) with the buffer solution (C) to 1:2000.

2 steps-dilution is recommended.

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

900 mL of deionized water (or distilled water). \
[Storage and stability] @
e

[(A) Mouse Rheumatoid factor antigen-coated 96 well-plat
If seal is not removed, put the strip back in a ag with zip-seal originally used for well-plate
container and store at 2 °C- 8 °C. The strip will be stab til expiration date.

[(C) Buffer solution] and [(E) Chromoge
If not opened, store at 2 °C - 8 °C. It
using them as soon as possible to ave

[(D) HRP-conjugated anti-mous¢ |
The rest of undiluted bufferalf st@ged lightly closed at 2 °C - 8 °C, it is stable until expiration date.

Dispose any unused dil er.
[(F) Stop solution]
Close the stopper tightly store at 2 °C - 8 °C. It maintains stability until expiration date.

[(G) Wash sta€k so 0x)]
The rest afungdilutedibuffer: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
Dispose an d diluted buffer.

[(B) Standard Mouse antibody (10 000 mU/m
Standard solutions prepared above shc& ed as soon as possible, and should not be stored.
n B

ain®stability until expiration date. Once opened, we recommend
pfluence by environmental condition.

9. Technical tips

eIn manual operation, proficiency in pipetting technique 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 kits with different lot numbers. Even if the lot number is the
same, it is best not to mix the reagents with those that have 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.

oOptimally, the reagent solutions of the kit should be used immediately after reconstitution. Otherwise, store
them in a dark place at 2 °C - 8 °C.

eTime the reaction from the pipetting of the reagent to the first well.

ePrepare a standard curve for each assay.

eDilution of the assay sample must be carried out using the buffer solution provided in the kit.

eThe chromogen (TMB) should be almost clear blue before use. It turns blue during reaction, and gives
yellowish color after addition of stop solution. Greenish color means incomplete mixing.

eTo avoid denaturation of the coated antibody, do not let the plate go dry.

3
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eAs the 96 well-plate is module type of 8 wells x 12 strips, each strip can be separated by cutting the cover
sheet with 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 anti-lgG Rheumatoid factor in mouse serum or plasma. The necessary
sample volume for the standard procedure is 5 uL. Do not use heat-inactivated samples. Dilute samples
using the kit's buffer so that to be within the assay range (15.6-1000 mU/mL). Recommended dilution rates
are 51x, 101x and 201x.
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,

do not use them for assay. Abnormal value might be obtained with hemolysis above 160 ith this kit.

If presence of interfering substance is suspected, dilute the sample more x for assay, and
examine by dilution test at more than 2 points. Turbid samples or those conta SO ble materials should
be centrifuged before testing to remove any particulate matter. Sample d|| d be carried out with the
buffer solution of the kit using small test tubes such as PP, PE or glas ssay.

Storage and stability %
Sample is stable at 2 °C - 8 °C within a week. If you have to<4store ay samples for a longer period,
snap-freeze samples and keep them below —35 °C. Avoid rep, @ zing and thawing cycles.

11. Assay procedure
Remove the cover sheet of the 96 well-plate after Sringin@\up to room temperature.

(1) Wash the Mouse Rheumatoid factor antigen-coate ell-plate (A) by filling the well with 300 pL of
washing buffer and discard 3 times(*@) trike the plate upside-down onto several layers of paper
towels to remove residual buffer in t we@

(2) Pipette 100 L of standards or dilute ’x

(3) Shake the plate gently on a plate shia

the wells designated for each.

(6) Pipette 100 pL of HRP-co
(7) Stick a plate seal (* t late and incubate the plate for 2 hours at 20 °C - 25 °C.
) @ inse wells as step (1).
ro n (TMB) (E) to wells, and shake as step (3).
sea n the plate and incubate the plate for 20 minutes at 20 °C - 25 °C.
e stop solution (F) to all wells and shake as step (3).

plate reader.
*Refer to the page 6-7 for notes of *@, *@ and *@.

12. Calculations

(1) Prepare a standard curve using semi-logarithmic or two-way logarithmic section paper by plotting
absorbance* (Y-axis) against IgG Rheumatoid factor concentration (mU/mL) on X-axis. Physiological or
pathological situation of animals should be judged comprehensively taking other examination results into
consideration.

(2) Using the standard curve, read the IgG Rheumatoid factor concentration of a sample at its absorbance*,
and multiply the assay 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.
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13. Performance characteristics

eAssay range
The assay range of the kit is 15.6 mU/mL - 1000 mU/mL..

e Specificity
The HRP-conjugated anti-mouse IgG of this kit is spe@ificiio anti-mouse IgG Rheumatoid factor.
The cross-reactivity with anti-mouse IgM is less than the detection limit.

ePrecision of assay @
Within assay variation (N=30), the mea

eReproducibility

9 %.

Between assay variation (N=30, 3 e mean CV was 8.7 %
14. Reference assay data
# A novel assay kits for auto s rfate on spontaneous autoimmune model mice.
Kikukawa, T, Kojima, M. . Jap J Inflammation 20: 697-701, 2000
15. Trouble shooting

el ow absorbance *

or samples might not be added.

chromogen (TMB) might not be added.

necessary for coloration such as HRP-conjugated anti-mouse IgG antibody or

3)Wrong reagents related to coloration might have been added. Wrong dilution of HRP-conjugated

anti-mouse IgG antibody.
4)Contamination of 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 chromogen (TMB) 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 (15.6 mU/mL).
Possible explanations

: Improper or inadequate washing. (Change washing frequency from 4 times to 5-8 times at the constant

stroke after the reaction with HRP- conjugated anti-mouse IgG antibody.)
eHigh coefficient of variation (CV)
Possible explanation:
1) Improper or inadequate washing.
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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?
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 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 to 20 °C - 25 °C for 2 hours.
[IWash stock solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water

that returned to 20 °C -25 °C.
[IStandard solution dilution example:
Original solution
50 uL 250 L 250 L 250 uL 250¢L 0L 250 ul
Buffer Buffer Buffer Buffer Buffer Buffer
450 pL 250 uL 250 pL 250%L 5 uL 250 uL 250 pL

Mouse Rheumatoid factor antigen- 6 well-plate

IWashing 3 times(*@) *®
Diluted Samples / Standards 100 pL
1Shaking(*®), Incubati ours at 20 °C -25 °C (Standing***)

Dilute HRP- Iabeled IgG (D) to 2000x with (C) Buffer solution returned to
20 °C -25 °C.2-st s recommended.

Concentration
mUmL 1000 K@ 125 62.5 313 156

*®
d ahti-mouse 1gG 100 yL
cubation for 2 hours at 20 °C - 25°C (Standing(*@))

|Washing 3 times(*@) *®
Chromogen(TMB) 100 pL

After dispense, the color turns to blue depending on the concentration.

1Shaking(*®), Incubation for 20 min at 20 °C - 25 °C (Standing(*@))

Stop solution 100 L
After dispense, the color turns to yellow depending on the concentration.

1Shaking(*®) Immediately shake.

0O 0O 0O o0 oo o gdgogad
T
Y
U
o)

Measurement of absorbance (450 nm, Ref 620 nm(*®)) immediately using a plate

= reader. Ref. wave cancels the dirt in the back of plate.

*(QAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Guideline of washing volume: 300 uL/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



LBIS Mouse IgG Rheumatoid factor ELISA Kit

the reaction with HRP-conjugated anti-mouse IgG.
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 from the seal and stick the
seal on the plate. Do not reuse the plate seal used once.
*(®600-650 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 | 1000 mU/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 500 mU/mL Sample 2 Sample 10 Sample 18 Sampie 2 Sample 34
C| 250muU/mL Sample 3 Sample 11 Sample 19 e Sample 35
D| 125muU/mL Sample 4 Sample 12 Sample 20 | 28 Sample 36
E | 62.5mU/mL Sample 5 Sample 13 Sample 21 mple 29 Sample 37
F | 31.3mU/mL Sample 6 Sample 14 Sampl @Sample 30 Sample 38
G| 15.6 mU/mL Sample 7 Sample 15 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 32 Sample 40
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Assay worksheet

-

LBIS Mouse Ig eumatoid factor 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 #] 633-02671

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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TAFT A 2023 7 B 1 BHikET

COEFEHBRZTBAVWVEESEUTHEONESTIVNET ., ZHEARICBLUTEFY MIERSNZEIRERIAZ (CHED
TAEZEML TLIESWV, KFv YO TTERICRSNIBEEFRND [ ERAFICTHERES LT EoE>Y ~
ROSFEEE| 2RO LESHERIESL.

[ LER® UYIFEFIgG B - IR ELISAKit | Huk:HIASE

1.4> kOS5 O3>

U FRF(FIEMEREET ) DI FBEIED 70 %~80 %IC:RHSND IgG D Fc 2T B3EHHA
T. REEFBCEAELTVDEEZISNTUVEY, £ MNEERRECRERET BARIE I 2EREN
AT (CRAEZ R S BT ERREMZERH U CHC RBRBOMFERER S HEOMRNSHESH SN TS
DFET., BARIEIT DIRERNWRAYITRDZRKEE L TIE MRLIpr XOXNE < DE] HEntTunxd,
MRLU/lpr YR > ) \EifEE S H(CE X, MEXR. BERXENIDEXRCRIERNDOEC. & NEHRED
INFRADEFILESDE FOBEREBEREOREMFEHA T I2EYPRERIL XD TUVET,
MRL/lpr ¥ D XADIMER(CREENDESHURC(E. 196 BLUITIYFEF(R B IIFREF(RF).
1 ssDNA #i4K. #T dsDNA HUiK, 1 Sm AENHDE T,

AFv MICTNSEESHYMMBERD IgG B DI F R FOHikfili %z 12 fMRERRZ AL 1w M
BB EICKDBIEB TOBIBERNRLLEZRIRE(C LE LT,

2= T H

Ay MIVIRUDIYFREF I9G BFUMDZZRIE I D28

([CTEARLEE0, @
SEMDBER

o ERLIFME 4 BFfE 20 9 T,
oY IRAMBFEZ(FMBEHRD Y DY FREF IgG Gl ZAE LUET .
BRI (BFREER/EE(L 5 uL) _C‘f,E\UEEJ?@o

o1 Fv NI DITILTT,
FEMIN I RBRDENTY,

R TDHRETERYAITTY,
2. AIEREE

EETY . AFY MMIFARDIH

Ay NMIRER, BIRIRY @EHEYr 0T L — hITIILHRTA>FaR—-MUET, 2 D
A 2FIANR-2 3> EFFR ALY —TREENN IR 196 FiAZINR . iR U DY FEF I9gG
BIFRE CBIC 2 KA AR hUET . HiF. DTILTEK S ENILAFI I -—TZRER(TMB)E
RIGESEFE T RIGIFEZA0 @ DTN TELE SN RISDFERE C T2 OEYAY 450 nm (KR 620 nm)
TLEEBRAIESNE T, WLNED DY FEF I9G BEFUME(C(EFLEAILE T, BERRE(CH LU TRLEZ
J0Ov kU bl C DIRFERIERD SRANRAF DIRENRESNET .

3.Fv bR

Fv hFE2 T CTREFLCLSLESV (FREER) . CORFEFTTFHY MIFMEDSNILICETEHS
NIZENEARARE TS . BRHIROBE IR (MER LRVNWT K IEE W, M UZ&REICDEE LTI
REREBICKIDHEZRTDHEEN DD FTITOTROOEAZTHELET.

4.Fvy NUSHCHEREBE FTvIUXBS

COFEEUK (FREBK) IEEEARGRARERE DRNPFRERBHISREE (AR U A —--E—H—-
) OFvIEAERY N (EULMETFY I TS UL~10 L ZIEEHICERY T4 2O TE3HED. &
M50 uL~500 pL ZIEEHECERY T4 I TEDED) UEHEDFENRY & (5l Eppendorf @ multipette
plus). 100 UL ZEFEEFTET D ED OR—/\—SA)ILEDRKMEDGHDED (BREICTL— MM’k
TERZEEDRLS)  OE#HEE (Vortex F17) OXAo07L—MrESER (#9600 rpm~1200 rpm)
(196 DTV L — NS (BNEFELW) £ @EsEY 0% 1)L — ~J—4—(450 £ 10
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*:0v MCKDEF. ENERDFT,

6.:XEDAR
* v hORE(SERRICHT EIR(20 CT~25 RO TLEELY 2 BBBINABEERTY),
*5.T [ZDFFFEA| &EHBIRESERMEEETDE FECTERATEEI, [HIREER] &HDd36D
[CDWTITTEDBERECHE LTS ZE0,
*MEEME@%EH&%&%@bT<Eé<25$%@%[@aﬁméb@<ﬁémh

G- bt e )
[(B) Standard Mouse antibody (100
(B) Standard Mouse antibody (10000 g

<IZEW,
FaclE—fHTtd,

5.4&
¥ O m R RE B =

(A) Mouse Rneumaloid facto; antigen-coated 96 wellplate | e sis 96 wells(8x12)./1 4%
(B) Standard Mouse antibody (10 000 mU/mL) <30

AEZ(10000 mU/mL) * IR 100 L1 &
(€) Buffer solution TR 60 mL/1 7
(D) HRP-conjugated anti-mouse IgG o

B (LA S —OREA) AR 20 plL/ 1 A&
(®) Chromogen (TME) TR 12mL/1
(F) Stop solution Be careful!
O a0 FIRIL(E OmL/ 14
Plate seal ¢ 34
JL—b2—)L
Instruction Manual 1%
ENGRIASE \ -

ImL)] ; BREERRER{ERL A
L) (B&) &(C) Buffer solution &> TIEERRERAE L T

REERT (C) Buffer solution =E (mU/mL)
Eh: 450 uL 1000
1000 pl/m AR 250 L 250 uL 500
0 mU/mL &7 250 uL 250 uL 250
mU/mL &R 250 uL 250 uL 125
125 mU/mL & 250 pL 250 L 62.5
62.5 mU/mL &% 250 uL 250 uL 31.3
31.3 mU/mL &7 250 uL 250 uL 15.6

0(Blank) 250 pL 0

[(D) HRP-conjugated anti-mouse IgG]
20 L ZFEN DI CES D2 IR LU TVET,
B Z (CRENR T 2000 fFICHIRL TS IZELY 2 BEERIRZEBHLET).
[(G) Wash stock solution (10x%)]
ISR (10x) 2= RESNITABRRIK (FREBK) T10&CHERLTIZS0,
5 : 100 mL DIEAESEFR(10%)+900 mL DFBFRIK (ZZREK) (96 D TILECZERT DHE)

(HROREN L HRFHE]

(A) Mouse Rheumatoid factor antigen-coated 96 well-plate
KEA (DEHRREZR D ITIREETS —ILZRIN L TLVRW) OFURERIEX kU w T (EEROZ Y TS
=W OICRL, ZDFEF 2 C~8 CTHRIFLTLZEV., BRHIRALZERZREEY,
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(B) Standard Mouse antibody (10000 mU/mL)
Fv hEREIUTERTIRIMERIT IEFNCHEEIDOMDEHUAHFARL. BDDRRIIERICE
SIRNWTESICEZ UMD LD, 2 T~8 CTHRIFLTLLIZSV. BIEIRNTZERZREET,
FRULBRBREBTREES (TFEAL. REELRBRVTLIZE0,

(C) Buffer solution &TE) Chromogen (TMB)
—EDBERZERIT DIREVNEBEL DD UEZHDEZFIDELR(CE L. EDFERICERIRVNTESI(C
EZUoM DD, 2 T~8 CTHRIFEL T ZEL, BMEHIRANEEEZREFET .

(D) HRP-conjugated anti-mouse IgG
Fv DB U TERT DEREHINFF(SHEELORDEUARRARL . KO DRERRIEIERICER IR
TES(CEZ LoD LR, 2 T~8 CTRIFLTLKESV.. BYHRNLEMZREF Y. ERA%
DOFBIRBHRITEREL TIZE,

(F) Stop solution
@Eﬁ%b%ﬁﬁ@“&%é(i\ EZUoMD LD, 2 T~8 CTHRIFLTLIZEV,. BREIBRANEZE M
ZR5FT,

(G) Wash stock solution (10x)
IRHETERR(10x)Z2R1F I DiHEIF. F2ULoMD LMD, 2 T~8 CTTHRE Z=U\. BIHAR
ALZEMZREF T, ERKDORIRNBEHTRERIEREL TIZEU,

MRIRFIEE(C LN > THERMU I S(TAIET DH. —35 TUT LTSV, RS UITARIK
(FRETDEFNCERRUFD (TR L TS0, #BDIRL BT TS0 IEUWERD
BESNIRWRRAICIEDFE T,

oMNEIEENL LTTARIRE, ERLVWTLIES 0,

oIRMMERICE MAEDIRMEZ ZERIC/R DD o MBEDBHEERZDFRNNFIASAERC
FEZSRD0REMENEZISNFT T,

oA U TR S IE BRI I EBIEDORERRA £ 7S DTEIFTLIESN,

XMBMDOE (SIEE - BMF) ZNHITIRICERGEPOEE (AE) - BONSVESEREBEREDRE LR
DEEDNSDFITOTHUECEALBRNTLE AFv bOIBA, BM(E 160 mg/dL M L THEHRENET.
o5 D&UK‘?E%@E%@%(&E:D%%RX AIEICAWTLSZES0,
(C

7 RADAR ¢
Kb v NETORMEES FMERDUITFET 196 ;ﬂ}mm%km
?
4

o HITEEEFE (15.6 mU/mL~1000 mU/mL . Fv bORERZERAVTIREZBIRLU T IZE0N,
FIMDEZR(E. 51 8. 101 &, 2014 NIRIRZTIRT DIHA(EH SN UHEREF AV TEER

THIRUAIED TILICHELTL
IHEYNEDEZEMNTEND LU R RIK(CHUT., 100 BULEOHRIRTAELTLSZEEL, Fe.
WEEHERLTSIZE0N,

F]I2D 2 RA > MU L DR
(BRIFDRTEN & RIFT)
FRAR(SEREVR 9 < (TR BB AISHIE T DmEF 2 CT~8 CTHRIFLTLSIZSW, Fe. KH
(CREITDHZAE. - "DFRAEREZHREUE T, Fo. BREOFREAEFARE LTIES),

iﬁlEE’%{’F’E

(CHET 2EERFEO> CHRLTLZE,
S—)LlE. TL— M RDICERICE D THSRMALTLIZEN,
AR UIERERZEE I TILISHIZLU. 3 BEIEF(xQ)LET, 2DE. R—/\—FA)LRE

DETTL—bZEFEEICL. BLMEDIFBRLDCUTIOTILICHE S IERERDBREET,

(2) BE () BR. FEEHREEEZDTILIC 100 i 3 DOFELET,

B) N¥roOTL—MRESFHRREZAVWTER(xQ)LET,

(4) TL—b3—)L&EED, =E((20 C~25 C)T 2B/EFE(xQ)LET.

() RIETE., RIGRZBTREREZZDTIVISHEEL. 3 EER(xOQ)LET. TDE. R—/)\—4FA
IWIREDLETTL—hEFES(CL, B<MEDIFBELICUTIOIILCESIERERDREET,

(6) B ITIVICEHITUA (NILAFSA—EHEEHAR) Z 100 L 9DO35FLFET. ¥XroO0TL— MrE
SRR EZANWTEHF(xQ)LET,

(7) TL—hr3—JL&EEED, =R(20 C~25 C)T 2 BFMEFE(*x Q)LET,

(8) RIEHET#. RIGRZR TREFREZDTILISHEL 3EEF(x D) LET ., TDE. R—/\—5FHIL
REDETTL—REHFEE(CL. BLMMEDIFBLDICUTIOTILICHE S IERERDBREET,

(9) BUIILCRERZ100UL I DFELET  XMIO0TL— MRESZHRREZAVWTBER(xQ)LET,

(10) L — b2 —)LZED. =R(20 C~25 °C)T 20 DEEFE(* ®)LET,

(1) B TIUICRISZLERZ 100 yL I D935F L. RERIGZELELET.

(12) B (x Q)& BEICNro0O7T L — hEZHAAESTT 450 nm (BIEE 620 nm) TORAEZRIEL

F9., BlKE(IE600~650 nm DEF TERTEET,

(xD). (@) (xQVUEFIEMIE (14, 15 R—>) ZSESBLIIZE,
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LBIS Mouse IgG Rheumatoid factor ELISA Kit

9.;:t8
(BIES (TIZERRE/ER UE T, mxdEaER U X BEiZERRERE (mU/ML). Y 8% IR DIEE TR
IS I2ERR LT IEE0N,
(QVBHERIRL D FIIREDIRAE (CXET DEEMUML)ERHFED £, HiAHE D IoBE [CIRIAFIREK
ZRUAEBEEVET,
* %ﬁw)ﬂ&ﬁ‘ﬁfﬁb“ ZAERRARIRO R K DIMNTEI5E(E(C) Buffer solution (C CEHMBXR(ICGARUBEATERSE
LTLIZEN,
*x — B R DIZEBRROWSEEHIDMR(E(C) Buffer solution (CTEUMER(CGARUBEATEI D&
TEHBHEUET,
BEHUIBT(E, 3RZLIEXEEE4FE5/I\SA—F-—DFERESBEDHEUET.
x AFw FOBIEEG. YOEERDOU ITFEF IgG BiniklizEE L ESHIHETH D, B—IBEED
v N R U TR COBRIEE SR T D L (CROIZEETT .
X' ZADEGRFT R (FEERAEIA DAL DIREER /R E RS (CHBT LU TITOENMMETY,

D50 (HEEHREITY (RN, AIEREC L DEEJJL/ZQ

O

Abs. (430nm-620nm)

10 100 1000
RF-1gG [mU/ml]

10.%FvY bDTERE
o A TE &G ]

UDRFET 196 u;@ 15.6 mUImL~1000 mUjmL OREE CRIETEE S,
\\1§
ng—

oiFE

E;CD ELI NTVWDEEFIUR I DR IgG (CHUTHRENTY ., YIX IgM EDRREMIE
ofEE s ER AZEE)) (30 #&1K) 5 C.VAE(L 6.9 %
oFHIRMER (v zrEZE)) (30 #&{k. 3 HE) ) CVAE(L 8.7 %

11.8%(H
MRAE  Vol.20 No.6 November2000

12.:5TNWV>a1—F1>0& Q&A

e INRNTDITILTORIEHEFLY
EREULTEZRSNDCE
)ZERPARIERD AN
QRE(CEET DREFRDANTI L.
FEE(CEHE T DMBE RO IEX PHEFRARLRE,
4)EEZRPAERIDIEA
5+ v MEEREDRE (BELIEES).
6) L — hDBRIIHR.
REBRODEEMNMEN D=,

o/ MEEERTRERE(15.6 mU/mL)D OD fEL D TS> 77 OD fELE L 123,
FEREULTEZRSNDCE

12



LBIS Mouse IgG Rheumatoid factor ELISA Kit

FENRNES, REETHDO I,
(RILAF A —CHEETUR E RIS DOSEFEI 3 B2 E URE T 4 BEl~6 E(CIEP™ LT EE0,)

oZENFE(CV)IAREN

FRELTEASND L

RN NESE, RNTEETH DI,

FEMPBEMB. EZ(IRAEDERHFNARFTEDTH O (RERABDER(IFED (TITo>TIIZELY),

3)ERY T+ S IBRIEN—ETIFREM DTz,
Q-1 : Fv MINEILTERIDZENTEFRIN?

A-1: TEFY., TL— MCMESNIEERS —IILZX Ny TORBICED THYF—1RETUIDEELT

ZERLZEV. FRULRBVWT L — IS —)LZR D THIREETHEEICRE L T IZE 0,

Q-2 : JL— hZEDOHUIESTTIILORISBRESAD TOELIZAMETI M ?

A-2 : B (CHMREFRZERNFTIELTHDFT.

13



LBIS Mouse IgG Rheumatoid factor ELISA Kit

(AEFIRIEEFIY IV
I EURGRIAE T —5t U TRIRSRMF. AIESRM. AIESEZ R ERAITERFZIT O TIIES U,

O DI)LTL— b AEEERDICER(20 CT~25 C)CRLTL LS., BREICIS 2 BRAGLLE
O EHETEROAIR ERESNZRBRIKT. 10B(ICHRUTIZE,
O SEERROHR (F) : BRIESNIEERT. HIRUTIIEE0,
R
50 L 250 pL 250 pL 250 pL 250 L 250 plL 250 uL
RENR BER EER EENR IREE REE EENR
450 ul 250 uL 250 plL 250 uL 250 ul @ 250 ul
O
AR
S 1000 500

BEREERFIRLO(CRERHR

O UEEREAE 96 I TILT L— @
O EFE3E  (CREkbrisR. BESIORDRERT) * D
O HBFRRIREZ (FAEEE (X)) B/ 100 pL
O [#B#. R0 C~25 C). 2 ¥ rc% *xQ*xQ
TR (R)LAFS A —CIRETER) o BmibSNIcEER T,
[0 2000 fECHERL TS0,
HBIRAROAR(IE —ISH (CIT SPEARIRZREHLET,
O 5EF3E  (RRbrs REDE) * D
O ZEIuR (NLAFIB— TS TUR) 100 L
O [#B#. =R20 €~ ). 2 BfEIRIE. BRE JOEIE)
O %% 3 (GRRRBRER. BS(OROREDE) * D
- REH( TMB AERIEENTWBZ L&ME )
SEk. BRI LnERCEE H
O [#B#. ER(20 C~25 C). 20 HHERIG. 5E *Q*xQ
- RUSEIER R (C DS BURER 100 UL
5%, BEICLDEBEILEE H
O [#B¥ (EBCEH) * @
a BESICIRNERIE (FEE 450 nm. SEE 620 nm:600 nm~650 nm)
BIREET L — hEADBENSEEF v > ILUET

250 125 %\ 31.3 15.6

(* QyFEFRZITILICHER. FOUOSDLET1I0MEEEIRDERLE T, 3 BhEEFE, X—/(—5

FAIWEETL— ha#eE(

U CIERFRZTECIHRELX T, FPFRRERDIFETSERL TRDOE

BEES(CIELETT, FREERY NORIIT SRORERR(E 300 )L/ I TILTI, TL— b
@*%%c_ﬁﬁﬁd)iﬁﬁ‘dbl_bﬁy(i 5 mL/ﬁ~25 mL/53 (JZ) LORICEDEZDFEY) TI, H—RIE

(* @)E#HDHEZ(E 600 rpm~1200 rpm-10 ﬂ‘ﬁa‘ﬂ\ 3 @,
(* QWEMIRTHR I L — b —)LEB > TERBEL TS ES0 N,

TL—b2—I)LIHRERZRN LT, MBEZTL— MUCLTHOMIFTIZE,

14
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LBIS Mouse IgG Rheumatoid factor ELISA Kit

TL— b —ILEBERLRNTIZE,

D—o2—h~ ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 1000 mU/mL 1RAK 1 1RIR 9 IRAK 17 IRAK 25 IRAK 33
B | 500 mU/mL 1RAK 2 1RAK 10 1R{K 18 1R{K 26 1R 34
C | 250 mU/mL 1RAK 3 1RAK 11 1RIK 19 &K 27 R4k 35
D| 125mU/mL 1RAK 4 1RAK 12 &K 20 1R{K 28 1R{K 36
E | 62.5mU/mL 1RIK 5 1RAK 13 1RIK 21 1&R{K 29 1RAK 37
F| 31.3mU/mL 1Rk 6 1RAK 14 1R{K 22 &K 30 R4k 38
G 15.6 mU/mL 1R 7 1RAK 15 1R{K 23 1% 1R{K 39
H 0 (Blank) 1RIR 8 1RIK 16 IR 24 % 1REK 40

& ERRICCHRIES ZL\ T Lo > MR OSTFESEIE
oELISA EIFATERIBICADEFE R TET, AITFIRIE. FBRERIS
FrEEAFAR-FGIRERE) ZEESTUTLSEE0, Fie, BUR ( EAHEED) : 0.4 m/sec L/(L
SRE 30 %RBORIE T CORETEITTLLIZEEV, POEES. VE% EE : 0.4 misec BAE.
E 30 %EXmWDIRET TEMI BDHECIT. BTV TDE F L — h/—w%¢5_tmmZ
TEROKIDIRFEESIHEET S IESUN,
Bl) A >FaR—FIAH, FEBRFO—)LEFENTHE
BRBGENSDEIDOT. FHEBEVED -
o BT W S TORBERIGEFC(E. DTILDEZIE, A SREDRD. EREOERFREHLLET S
B I TL— S —)LEIS TS,

OIRAR &SRR (CAFIHSES B2V ELDICR CL<IEEW 1 D)L N FYVITDTHERESEDLET .
oFEW(E 96 UL T L — NIERT BWEEEHETY. XERITTRELTSIES,
UHMEILRIFMER I BETITEETY,

oA+ w NI ELISA SEDHHESEIR T EHEEED T CTERLLIEESV, AFERETAET D
BRICIEENRY T« O REOBIRN .brﬁn ERLIESV,

LN AT v NMEMER(E R§g! REREREZE(CDIF TS,
oA A BB (CAHTR U\ T e - hMORENE- T, B, O 0. HESFCHELESS
(FES(CKEKTTRD (TN DIH2INEZEITV. HEBIRMZESEEEMOFHTEZITTIEEL,
oRFw hE{HEAULTL) S (FEREDEEZ LIRWTLIZE0),

oEFAIOTENRY b IRNTLTIEE0N,

o[1v F%GGDLD.J BES e CTEDRNWT LS ESE0N,

o MRAR (F R S DEDEUTHEDEELTEDIRD TLIEE0V. AF v NMNIBWIEBERDED %

EATUL
o [FHIEH USEERE 1 %LU, 2% 0L —)L7)LTE RERZ(E 0.1 %A EoixdE
1B ! SRIC 1 BRI LS T<ESV, FeldA—MNML—JREIEL CREREL TS
ORI (IS DM E L N B OESICHE > THEEL TLIEEL,

m 20 CT~25 C (et

%, AEZDEIEERMACKDMRTED

W ERULTCH
o MNEIJEFME LIERA(E,. FERULBWVWTLSIES,
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LBIS Mouse IgG Rheumatoid factor ELISA Kit

O
&

QQ)

AQJ

CAIES]

GiE)

CRIEZE] CAIEH]

(Ov hES] [(B%hHARR]

(&)

€D LEX® UDIFRETF IgG B - DX ELISAKIt
(F0¢ 00— K] 633-02671

(ZEEZREC) LBIS Mouse IgG Rheumatoid Factor ELISA Kit
[(BREVEEE]

WiEFTTT L7V L MR ERASHT

ARHRRXEEH=TE1&25
Tel : 06-6203-3741

Fax : 06-6201-5964
https://www.fujifilm.com/ffwk/ja

16



	6. Reagents supplied
	0 (Blank)
	5.構成品

