FUJFILM LBIS

For Research Use Only. Not for use in diagnostic procedures. Jul. 1.2023. Ver. JE2
[LBIS Mouse IgM Rheumatoid Factor ELISA Kit]

Cat #630-02681
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 IgM Rheumatoid factor ELISA Kit is a sandwich ELISA system for quantitative measurement of
mouse IgM 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 stab@he expiration date

shown on the label on the container. Opened reagents should be used as so sible to avoid loss in
optimal assay performance caused by storage environment. * 6

3. Introduction \
Rheumatoid factors are autoantibodies against Fc region of IgG a@u din 70 % - 80 % of patients

suffering from chronic rheumatoid arthritis, and are consideredyfo b sely related to its pathological

syndrome.

Experimental animal models with spontaneous autoi u%ases similar to those in humans, and
animals with artificially-induced inflammation have been Use elucidate the mechanism of autoimmune
diseases and to search for potential new remedies® epresentative model animal of spontaneous
autoimmune diseases is MRL/Ipr mouse. As MRL/lpr shows high incidence of lymph node tumor, nephritis,
angiitis, and arthritis, this animal strain is u or studies of the mechanism of human autoimmune
diseases including rheumatoid arthritis. Adoa s found in MRL/Ipr serum are 1gG type rheumatoid
factor, IgM type rheumatoid factor, anti-ssD tibodies, anti-dsDNA antibodies, and anti-Sm antibody, etc.

This kit enables quantification and cog on of IgM type rheumatoid factor with a calibration curve using
standard antibody preparation.

4. Assay principle

In FUJIFILM Wako Pure C
or samples are incubated i
Rheumatoid factor. After
anti-mouse IgM4i
HRP-complexfre

d incubated for 2 hours together with captured anti-mouse IgM. After washing,

in wells is reacted with a chromogen (TMB) for 20 minutes, and reaction is stopped

ution, and absorbance of yellow product is measured spectrophotometrically at 450

nm. The absorba is nearly proportional to IgM Rheumatoid factor concentration. The standard curve is

prepared by plotting absorbance against standard IgM Rheumatoid factor concentrations. IgM Rheumatoid
factor concentrations in unknown samples are determined using this standard curve.

in

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.
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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 20-25 °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 Amount

(A) Mouse Rheumatoid factor antigen-coated
96 well-plate
(B) Standard Mouse antibody (5000 mU/mL)*
(derived from mouse)
*The value is different depending on the lot.

Use aftervv hi 96 wells/1 plate

Concentra e after dilution. 200 pL/1 vial

C) Buffer solution for use. 60 mL/1 bottle

D) HRP-conjugated anti-mouse IgM

. Use after dilution.

20 uL/1 vial

Ready for use.

12 mL/1 bottle

F) Stop solution

Be care Ready for use.

12 mL/1 bottle

(
(
(E) Chromogen (TMB)
(
(

G) Wash stock solution (10x%)

Concentrated. Use after dilution.

100 mL/1 bottle

Plate seal

3 sheets

Instruction Manual

7. Equipments required but not

1 copy

plied [Use as a check box

(a graduated cylinder, a bottle)

[ Test tubes for preparation of standard solution series.
ock solution (10x)

[1Deionized water (or Disti
[IGlassware for dilution o
[IPipettes (disposabile fip t . One should be able to deliver 5 uL precisely, and another for 100 uL - 500 pL.

[1Syringe-typegepeati
[JPaper to
well-plate (600
a jet nozzle. [
analysis.

00 rpm)

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]

LJA vortex-type mixer.

penser like Eppendorf multipette plus which can dispense 100 pL.
washing buffer remaining in wells.
LJAn automatic washer for 96 well-plate (if available), or a wash bottle with
6 well-plate reader (450 nm £10 nm, 620 nm: 600 nm - 650 nm)

[JA shaker for 96

[1Software for data

[(B) Standard Mouse antibody (5000 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 : 100 pL 400 L 1000

1000 mU/mL solution : 250 pL 250 yL 500
500 mU/mL solution : 250 yL 250 yL 250
250 mU/mL solution : 250 pL 250 yL 125
125 mU/mL solution : 250 pL 250 yL 62.5
62.5 mU/mL solution : 250 pL 250 yL 31.3
31.3 mU/mL solution : 250 pL 250 L 15.6

0 (Blank) 250 yL 0

[(D) HRP-conjugated anti-mouse IgM]
Prepare working solution by dilution of (D) with the (C) buffer solution 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

4

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 sta ntil 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-mousg |
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 efundilutedibuffer: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
Dispose an d diluted buffer.

[(B) Standard Mouse antibody (5000 mU/mL)
Standard solutions prepared above shr& 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.

eOptimally, 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 colorless 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.
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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-lgM 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 21x, 51x and 101x,
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 @h this kit.

If presence of interfering substance is suspected, dilute the sample more thah ® assay, and examine
by dilution test at more than 2 points. Turbid samples or those conta ble materials should be

centrifuged before testing to remove any particulate matter. Sample dilutiomyshould be carried out with the
buffer solution of the kit using small test tubes such as PP, PE or glas%e assay.
Storage and stability

Sample is stable at 2 °C - 8 °C within a week. If you ha@ e assay samples for a longer period,

snap-freeze samples and keep them below —35 °C. Avoidfte dgfreezing and thawing cycles.

11. Assay procedure
Remove the cover sheet of the 96 well-plate after brin p to room temperature.
(1) Wash the Mouse Rheumatoid factor antig@ted 96 well-plate (A) by filling the well with 300 uL of
I

washing buffer and discard 3 times(*Q), stiike the plate upside-down onto several layers of paper
towels to remove residual buffer in the

0

) Pipette 100 uL of standards or dilut

) Shake the plate gently on a plate

) Stick a plate seal (*@) on the d incubate for 2 hours at 20 °C - 25 °C.

) i ells as step (1).

anti-mouse IgM solution (D) to all wells, and shake as step (3).
late and incubate the plate for 2 hours at 20 °C - 25 °C.

m and rinse wells as step (1).

ampogen (TMB) (E) to wells, and shake as step (3).

(2 amples to the wells designated for each.
3

4

(5) Discard the reaction mixtu
(6) Pipette 100 uL of HRP-con
(

7) Stick a plate seal (*
(8) Discard the reactid

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 IgM 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 IgM 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.


http://www.shibayagi.co.jp/en/pdf/Hemolysis_and_chyle.pdf
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13. Performance characteristics \6

eAssay range
The assay range of the kit is 15.6 mU/mL - 1000 mU/mL.
e Specificity @
The HRP-conjugated anti-mouse IgM of this kit is specific t0 anti-mouse IgM Rheumatoid factor.
The cross-reactivity with anti-mouse IgG is less tha etection limit.
ePrecision of assay
Within assay variation (N=30), the mean C@EH %.
eReproducibility
Between assay variation (N=30, 3 mean CV was 7.6 %

14. Reference assay data
# A novel assay kits for auto
Kikukawa, T, Kojima, M.

15. Trouble shooting
e ow absorbance in all w

Possible expl

jiesWate on spontaneous autoimmune model mice.
e, C. Jap J Inflammation 20: 697-701, 2000

r samples might not be added.

cessary for coloration such as HRP-conjugated anti-mouse IgM antibody or

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

anti-mouse IgM 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 3 times to 4-6 times at the constant

stroke after the reaction with HRP- conjugated anti-mouse IgM antibody.)
eHigh coefficient of variation (CV)
Possible explanation:
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
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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
¢(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.
[IBring the well-plate and all reagents to 20 °C - 25 °C for 2 hours.
[I1Wash stock solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water
that returned to 20 °C - 25 °C.

[JStandard solution dilution example:
Original solution
100 pL 250 uL 250 pL 250 uL 250 pL 6 250 L
L 4

Buffer Buffer Buffer Buffer B& Buffer Buffer
400 uL 250 ulL 250 pL 250 uL@ 0 uL 250 pL 250 uL

Concentration

mUimL 1000 250 125 62.5 31.3 15.6

[J Mouse Rheumatoid factor antigen-co \@ -plate
[0 |Washing 3 times(*®@) *®
[0 Diluted Samples / Standards 100 pL
[0 |Shaking(*®), Incubation 20°C — 25 °C. (Standing(*@))
O Dilute HRP- conjugated a e IgM (D) to 2000x with buffer (C) returned to

20°C -25°C. 2- step istecommended.
[0 |Washing 3 time *@ *®
0 ' ouse IgM 100 pL
O bation for 2 hours at 20 °C - 25 °C. (Standing(*®))
O s(*@) *®
B Chromogen (TMB) 100 pL

After dispense, the color turns to blue depending on the concentration.
[0 |Shaking(*®), Incubation for 20 min at 20 °C - 25 °C. (Standing(*@®))
O Stop solution 100 pL

After dispense, the color turns to yellow depending on the concentration.
[J | Shaking(*®) Immediately shake.
O 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
the reaction with HRP conjugated streptavidin.
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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 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 | 1000 mU/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B | 500 mU/mL Sample 2 Sample 10 Sample 18 Samgle Sample 34
C | 250 mU/mL Sample 3 Sample 11 Sample 19 Sample 35
D| 125muU/mL Sample 4 Sample 12 Sample 20 ¢ e 28 Sample 36
E | 62.5mU/mL Sample 5 Sample 13 Sample ample 29 Sample 37
F | 31.3 mU/mL Sample 6 Sample 14 Samp, Sample 30 Sample 38
G| 15.6 mU/mL Sample 7 Sample 15 S 3 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 p Sample 32 Sample 40
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Assay worksheet

LBIS Mouselg%

heumatoid factor ELISA Kit

[Storage condition]
[Term of validity]
[Cat #]

Store the kit at 2°C - 8 °C (Do not freeze).
Expiration date is indicated on the container.
630-02681

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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TR 202347 A 1 H&ET

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

[ LEX® UDIFEF IgM B - DR ELISAKit | HUREHEAE

1.0>8605023>

U FRF(FIEMEREET ) DI FBEIED 70 %~80 %IC:RHSND IgG D Fc 2T B3EHHA
T, MEEFIHCEAEL TV EZEZIBNTUVET, £ MEEFRGBCRERE T BARARIE T SRR
AIH(CREZRIESEEEREY ZFER U CBES REREOHFRIA S FFEOMBTNSHEDSSNTD
NEI., BAREIT DIRENRIIYIADZRMEE LU TIE MRLIpr ¥OANE < DE] BHEncTunxEd,
MRL/lpr ¥R (EU > ) \EifER S (ICBX. MEBX. %EDAED‘BDEX(L%F E MEMRIETD
OXFRADETILZSTVE FNOECREEREDREMFEZEIAIT IER &Tcko‘cmia“o
MRL/lpr ¥ D XADIMER(CREENDESHUR(C(E. 196 BLUIIYFEF(R I'“J DX FEF(RF).
11 ssDNA Hi4k. #1 dsDNA 4K, 1 SmtiAENHDET,

AFv MITNSEESHYIIMBEDD IgM B D FEF O MAREFE AV, 1w MM
BEIEB3TEICKDAIFERT ODySZﬂEE’JTtht@x%i_Jﬁb ZLExEURE.

%

AFY MINVDRAUDVTFRF IgM B ZRIE I DT &) RRAEETY . Ay MMIBAFTRDH
(CTERLTEESLN,
*ERDBE

o ERLIFME 4 BFfE 20 9 T,
oY IRAMBZFZ(EMEBEFRDY DY FHEF IgM Bz lIE LUE T,
o /MMRIN (BFREERMEE(L 5 uL) _C‘f,E\UEEJ?@o

o1 Fv NI DITILTT,
FEMINV I RERDENTY,

R TDHETERYAITTY,
2. AFEREE

AFw NIABRR, FIRR BHE B o0 L — NI TR TA>FAR—NUET, 2 BREID
A2FAR—Z T EHEE. I/ S —CHABMY IR IgM PR Z X SRS U O FEF IgM
RIS E &0 2 BEREA S ‘, NUET, 02%. ITILICESERILAFTISY —CERER(TMB)E
RISSEET RS LB @ DTN TIEIE SN RIEOESRE U =SB OEYIH 450 nm (BIEE 620 nm)
THEIESNET, BARE ITFETF IgM BRME(CFF A UF T, EERERE (L ORAES
T0Owv kU . RSN SR AR OEE NRE SN E T,

3.Fv bR

Fv hFE2 T CTREFLCLLESV (FREEE) . CORFEATTEHY MIFMEDSANILICETEHS
NTIZENHARARE T Y . BRHIROBE IR (HMER LRVNT K IZE W, T UTZREERE(ICDEF XL T,
REREICKDHEZRTDHEEN DD FTITOTROOEAZTHELET.

4.Fy MASNCHERBE OFTvIURS
OFERK GREB/K) [EEARAIRAERE OmFRHERANSREE (AU P —-E—H—
) OFvIBEAERY ~ (EUVMETFY I TS5 UL~10 L ZIEEHICERY T4 2O TE3HED. &
TM100 uL~500 uL ZIEHE(CERY T4 >0 TE2EM) LEHEDEERY k(5 Eppendorf D multipette
plus). 100 pL ZEFEMETETDIED OR—/\—FAILEDRKEDHDED (FERERICTL — MK
SIERERDRL) OB (Vortex F-17) OO — MrES2E: (9 600 rpm~1200 rpm)
096 D)L L — MRS (BnEFE W) £e@dEs e 06 o)LL — ) —4—(450 %10
m . 620 nm : 600 nm~650 nm) OF—4%~:tERY I DT
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*:0v MCKDEF. ENERDFT,

6.:XEDAR
*x v FORESMFERFNCHTERQR0 CT~25 WWeRQ T EEW 2 BN BEZTY).
*5.T [ZDFFFEA| &EHIRESERELEETDE FETHEATEEY, [HIREER] &H5D36D
[CDWTITTFEDERCHE LTS IZE0,
*MEEM%@%EH&%&%@bT<Eé<25$%@ﬁ€@8ﬁméb@<ﬁém%

(EREENIzaEEA]

5.485% 6
¥ B fm R B 5 =
(A) Mouee Rheumatolg factor griger. coated 96 wellplate | i arrn 96 wells(8x12),/1 4%
O e (Sone raU s 000 mufmb) FAR (S 200 pL/1
(C)%%‘g;;so'“ﬁo” TDFEEER 60 mL,/1 A&
(D) HRP-conjugated anti-mouse IgM paay

B (LA S —OREAI) AR 20 plL/ 1 A&
® o TOFEBA 12 mL/1 &
(F) Stop solution Be careful!

RSB BRI COEFE QmL/ &
<G>5g§§;g;;§f;,&;“°“ (10%) FIRIS(EFD 0mL/1 A&
Plate seal ¢ 3
TL— RS —)L
Instruction Manual 120
BiRERBAE K =

[(B) Standard Mouse antibody (50 L)] ; FREEniR/Em A
(B) Standard Mouse antibody (5 (/&) &(C) Buffer solution Z{#> TIEERRZRE L TL
ccl),
ZI—:EéEt/i—{ﬁU_C‘@'O
BRERROGE B (mU/mL)
BREER) ML 400 uL 1000
1000 ML 250 uL 500
pL 250 yL 250
2 L &% 250 uL 250 uL 125
125 mU/mL &7 250 uL 250 L 62.5
62.5 mU/mL &% 250 pL 250 uL 31.3
31.3 mU/mL /&% 250 pL 250 uL 15.6
0(Blank) 250 L 0

[(D) HRP-conjugated anti-mouse IgM]
20 L ZRDDMTEI2ZERMLUTVET,
IEHERZ (CHRENR T 2000 fE(CHRIRL TS 2L (2 BEERIRESBHLET).
[(G) Wash stock solution (10x%)]
IEHEERR(10x )2 BRIESNZRBRIK (REK) T10BICHRULTIIZS0N,
{5 : 100 mL OIEAESEFR(10%)+900 mL DFFRIK (ZZREK) (96 D TILECZERT DHE)

(HRDOREN L RFHE]

(A) Mouse Rheumatoid factor antigen-coated 96 well-plate
KEA (DEHREEZ R D ITIRREE TS —ILZRIN L TLVRWY) OFURERIER kU W T (EEROZ Y TS
=)W OICRL. ZDFEF2 CT~8 CTHRIFLTLKEEV. BMHRALZERZHREET .
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(B) Standard Mouse antibody (5000 mU/mL)
Fv bZEDEIUTERT DRSMERTDERNICHEEIDEDE USBIRAR L, KDDRERIETERICE
STRNWTESBICEZ UMD D, 2 CT~8 CTHREFEL T ZSL. BREARALZESZREFT .
ARULELBEREFREIES(TFEAL. REELRRVTLIZE,

(C) Buffer solution 5 T'E) Chromogen (TMB)
—EDOBERZERAIT DIREMNEBEL DD UEZHDEZFIDELR(CE L. EDFERICERSRVNTESI(C
EZUoM DD, 2 T~8 CTHRIEFEL TS ZEL. BMIRNEZEMZEREET,

(D) HRP-conjugated anti-mouse IgM
Fv hEREI U TERT DEREHINFFSHEELOMDEUARRARL . KO DRRIIERICER IR
TES(CEZ LoD LR, 2 T~8 CTRIFL TSV, BYHRNLEMZREFT . EA%
DDOFBIRBAHRITEREL TIZE,

(F) Stop solution
ﬁgﬁ%b%{%ﬁ@“&%é& EZ LoD LD, 2 T~8 CTHRIFLTLIZEL, BREIRANLZE Y
ZRB5FET,

(G) Wash stock solution (10x)
IRHEERR(10x)Z2R1F I DIHAIF. LoD LMD, 2 T~8 CTTHRE 2=\, BRHAR
NLEMZREF T, ERKDOBIRBEHTERIEREL TIZEZU),

ARIRFTEE(C LN > TERUL I S(SAIET DH. —35 CTUT FLUTLIZE, RS UITARIK
(FAIET DERICAFR LD CIRIHFL TS0 BOEL BT TS0 IEUWERD

7 BEDER ¢
A+ v MEITIRME E /= (FMIEPD U D TFEF IgM B :15§v°
bt
SNIWRRAIICIRDET,
o NNEAIEENME UTaARIK(E, FERULRNTLIZESUN,
oIRMMDIR(CE MNHDEME = CERIC/IRBDILEE T ME7 BT
EEE5Z BAREMNEZ SNET,
OB L IoARRA S A EARA (B E DR R S 73 DTEIFTTLIEEN,
XM OEE (IS - BMmE) 20T 3AICRREDOIE (AE) - BOHhLDENVEAREEREDER
ERBIBAD BN ETOTHECHERULBNT WekF Y hDIEA. Bl 160 mg/dL M ETHELBENET,
-%D&U%E%@@%@%@E@ﬁﬁgsalﬁﬂicmmr<ﬁémo

ZEDORNMFIACAIER (C

o BITEEEF(15.6~1000 mU/mL)(CAD KD DEERZAWVTREZHRIRL T LSV, BIROB
Z(E 2118, 5118, 101f5TT, % I2BE(EH 5N UiERES AU TEER CRfR LA

EUI)L(&.ﬁEL}_C(?Z‘_éL\O

IHEMBDRZENZEND UL VR KICHWNT, 50 BUEDHBRIRTRATEL TS, Ffz, 2
12% 2 7R > FAEDFRIRE =R L TSIZE0,

(IREDEEEERFES]

RARIIEREUE 9 < (TR MM SBRIIRICEIE S dma(d 2 CT~8 CTRIEFLTLESL, . EH
[CIRETDHEEE. — CDRFEREEHERUE T, e, REOBERISAFRARE L TLIEE,

iﬂﬂﬁiﬁf’ﬁ’f
[CETDREZF B> TCHELTLES,
S—)UE. TL— MOREDICERICED THBSRA LTS EE,
AR LSRR EZDTILISHZL,. 3 BRF(x Q) LET ., €DE. R—=/\—FA)LIRE
DLETTL—bhEHFES(CL. BLMNEDIFBRLSICLUTIOITILICE S TERZERDBREET,
(2) = FuR) BR. TLEHFFRREZZDTTILIC 100 L 9 O3FLET,
(B) ¥ oO7L—MNRESBERBREZAWVWTER(xQ)UET,
@) TL— RS —)LEBD. 820 CT~25 C)T 2 BB (xQ)LET .
(5) RINET#H., RIGRZIE TCEFRZEZDTILISHEEZL. 3 BEEFR(xOQ)LET, TDE. R—/\—4FA
IRREDLETTL— hEFS(CL, BLPEDFBLIICLTIOIILICE D ERERDREET,
(6) B ITIVITEHETUR (NRILAFSAH—CRESHTUR) Z 100 yL I DFELET, ¥1ro0O0TL— MNMRE
SEREZRANWTER(xQ)UET,
(7) TL—h2—)LZAED, R0 C~25 C)T 2 FEEHE(*x ) LET.
(8) RID¥ET#H. RIGKRZB THFRZZDTILISHEEZL 3EER(x D) UET . TDE, R—/\—FFH)L
REDLETTL—hEHFES(CL. BLMNEDIFBELSICLUTIOIIVICE D EREZRDREET,
) BOITILCRERZ 100 L I DOBELE T MO0 L — MREDSHRREZANWTEHR(xQ)LET,
0) TL— hS—)LEBED, ZDR(20 C~25 C)T 20 HEIEFE(x Q) LET
1) FITIVICKRMZIERZ 100 yL 3 D9F L. RERISZEFEIEUET,
2) B (x QY. BB(CNTo0OT L — MADENESTT 450 nm (BKE 620 nm) TOIRKELRIE L
F9 ., 8IKRE(E 600 nm~650 nm DEFH CHERTEET,
(*D) (xQ). (xQ)UEFIEME (14 R—>) ZZTESBIIZELN,
11
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LBIS Mouse IgM Rheumatoid factor ELISA Kit

9.518

(AES (CIRERIRE/FR LUE T, MEafEA U X Sz iR ERERE(mU/ML). Y 8z IR0 E DIREERIRD

S IR U TS IEEN,

(FLEHIREK D . FIRRIADISEE (CHIE T DIRE(MU/ML)ZFHRAHEND F T, Hid D ITRE (TR

ZROAEMB/ELET,

* FRARDIN N EHMZEEBRFRINIRE K DN T235E1(3(C) Buffer solution (CTOEUEERICGARUBEANEEZR

ML TIEE0N,

*x — B e DIZEBROWSEFHIDMR(E(C) Buffer solution (CCTEUMEXR(CGARUBEATEIT D&

EHBHEUET,

*HEEIIET(E, 3RBIERFC(F 4 FE(F 5 /S A—YF—DERZEBHILET.

*x KW RORIEE, YO RAEPD) OYFEF IgM BFiMbZEE L EDHEIETH D, A—IEED
B+ MR U TR COBITEIE S LB T D L (TRDIZEUETT .
N ADERARFR RISERARIEIR M DIRERR /R EZ SR (CHBT U TIT S EMRETY.

D50 (HEEMREITY (RN, AIEREC L 'O’EEJJL;?Q

O

Abs . (450nm-620nm)

100
RF-IgM [mU/mi]

1000

10.Fv bOD1ERE
o AU %v
DO FREF IgM B = 15.6 mU/mL~1000 mU/mL DOEFE TRIETCEEY .
o PR
CDEL

TR
ofBEER (

oBIRMEER OO

11.2%(H
MAE  Vol.20 No.6 November2000

1NZE)) (30 1&R{K)
vt EIZE) (30 &4k, 3 HFE)

12.:5TNWV>a1—F1 >0 & Q8A
e INRNTDITILTORIEHEFLY
EREULTEZRSNDCE
ZERDARERD AN
QFRE(CEET DRFEIRDANTI L,
FEE(CAHE T DMEBB RO DB PHEFRARAR,
4)EEZRBAERI DR A
BEUIIBA).

5+ v MREREDFE
6)~ L — hOBRITREE.
1 FRERDEEMEN D,

MER SN TODIEFIAREY DR IgM (S U THRENTI . YIR IgG EDREM(F

19 CVABIX 8.1 %
49 CVABIX 7.6 %

o/ MEEERTTREE (15.6 mU/mL)D OD fBEL N TS> 72 OD fEL E L 123,

FRELTEASND &
12



LBIS Mouse IgM Rheumatoid factor ELISA Kit

FENNES, REE2THDO I,

(RILAF A —CHEETUR & RITEDOBEFEI 3 B2 E URE T 4 BEl~6 E(CIEP LT ZE0,)
oZENFE(CV)NIAEN

FERELTEASNS L

RN NES, RTEETH DI,

FERPEIRME, FZERADBHN RN TH O (REARARDIBI(IFED (CITO>TLIEEW),

J)ERY T+ S IBREN—FETIFREM DTz,
Q-1 : Fv MINEILTERIDZENTEFXRIN?

A-1:TEFY., TL— MCAESNEERS —IILZX Ny TORICED THY SR ETUIDEELT

ZERLEZEV. FRULRBVWTL — IS —)LZR S THREETHREEICRE L T IZE 0,

Q-2 : JL— hEEDHUESD TILORISRAENA D TOE LM TI N ?

A-2 : BAEF(CIHMREFRZERNFTIELTHDFET.
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LBIS Mouse IgM Rheumatoid factor ELISA Kit

CAIEFIEMEESFTVIURBN]
WO EURERIAE Z —5t U TR, HIESRMF. BIES EZMRERATEREZIT O TIEEL,
O oL — bk BEEERDICZER0 T~25 C)CRLTLEE, ZREICIE 2 BRIGL%E
O EREEROABIR BRAESNTBERIKT. 10 BICHRLUTIEELN,
O BERROAER (H) : BRICSNIEERCT. FRUTIZE0,

ARG
100 pL 250 pL 250 L 250 L 250 uL 250 pL 250 L
BER EER EER EER EER BEm EER

400 ul 250 pL 250 L 250 uL 250 uL 2@ 250 uL

O
B
S 1000 500 250 125 eg\ 31.3 15.6

BIFMPEIEFRT U CEIEFR

O UEERE 96 I TILTL— ~ <é§\
5 (CRDIAESE)

O EF3E  (ChHekbrsi. B * D
O BRI EZ(IAEE (FUR) B3R 100 pL
O 8. =R20 C~25 C). 2 KIS, & *xQ*xQ
ZITE (NILAFS S —EEETR) . 1SN EE®R T,
O 2000 fE(CHRIRLTLIZESL), BIRBROQAREE —IEP(T1TD. 2 EBERA
RePEDHDLET,
O 3 E  (BRbrsR. B REDE) * D
O ZEus (NLAFS S5 — 100 L
O [#B#. =E((20 C~25 FHERIG. FRE *Q*xQ
O EE3m Gl BS(ORDREFEDE) * D
0 FER(TMB) TMB EB{EENTUWB C & &R 100 uL
SES. R L2 H
E =N 25 C). 20 NG, BRE *Q*xQ
- RiEILR MR DS IRER 100 UL
5%, BEICLDEBEICEE H
O [B¥ (EBCEH) * @
O BSICRNEEAIE (EFEE 450 nm. SEE 620 nm:600 nm~650 nm)
BREEFT L — hNEROBENEZF v > ILUET

(*x QFERZDITILICOFRE. FOOSDLET1I0RFERIRDERZELUET, 3 EhEFRERE. RX—/(—5
FILEICTL— b EFES(CUTMERERETRICBREVUE T THRRREROESIREL TRODEA
BRZBESB(CHELET ., HEREERY NTHRINTIBOREBEZR(E 300 L/ I ITILTT, TL— Kk
@%dﬁﬁﬁ@%ﬁ*@}‘b@g(is mL/ﬁ~25 mL./ 53> (JZ)W) RICKDERDFT) TI, F—RIib

(* @)E#HDHEZ(E 600 rpm~1200 rpm-10 ﬂ‘ﬁa‘ﬂ\ 3 G,

(x QBT I L — b —ILER D TRRBEL T EELN,

TL— b —)UHRERZIN LT, MBEZ T L — MUCUTHDFIFTSIZEEW. —EBFERLE
TL— b2 —=)UEBERURBRWTIZE0,
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LBIS Mouse IgM Rheumatoid factor ELISA Kit

D=0 —k ()

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 1000 mU/mL HRIK 1 1RIK 9 1RIK 17 1RIK 25 1R{K 33
B 500 mU/mL 1RAK 2 1R4K 10 1R1K 18 1RAK 26 1R1K 34
C| 250 muU/mL 1RAK 3 1RAK 11 1Rk 19 1ReK 27 1R1K 35
D 125 mU/mL 1RIK 4 1RAK 12 1R4K 20 1R1k 28 1R1K 36
E| 62.5muU/mL 1RIK 5 1R 13 1RAK 21 1ReK 29 1ReK 37
F| 31.3muU/mL 1Rk 6 1R 14 1RAK 22 1R4K 30 1R1k 38
G| 15.6 mU/mL 1RAK 7 1Rk 15 1R1K 23 1RAK 31 R4k 39
H 0 (Blank) 1RIK 8 1RIK 16 1RIK 24 1RIK 32 1RIK 40

oELISAAFAERIR(CKDFEZRITH T AEERIE. FHERICHFIDE; C~25 C (e L
FREAZFIR-TNRE) ZEST U TLIESV, Fiz, B (T77 020 =) :0.4 m/sec DAL,
MRE 30 %ARMODRIE T CTORAEET TSV, POZEFT . AEE -'

TROLSBAEECRA &0,

Bl) A >FIR—IRN. FBXFO— LB THBRSS RS, AESDBERI(C L DS ED

BRBEANBOETOT. HHIBHNEDE 0,

B 2T W S COBBRISHIC(E. &)L, BY @@ DIRD. PERBEORREILTS
N (5

* BRI CRRIBS oLV EOE S MRS RSB Q

B I TL— b — )LD TLEELY,

TIL/ N FYvITDOERZSEDHUET,
oFHER(FZ 6 ITILTL— MNIERIDIXETIHFEEWMEE T, HEBITTREFEL TS,
RUMEIER(IMER I DETIEIEET,

oK+ v NI ELISA SEDHMEZIL T UT=A.
BRICIFERY T D TRMEOBRMENRE
o EEIITNCARTF Y MEFER(EITFL, BRIRS
OREREE (CHITRNTLEEL
(FESB (KBTI THVIRTH

BEEDOTFCIHERALLIESV. AFERMETUETSD
NCERIES0N

IKEE(CDIFTLIEE0N,
ROsEENR-> T, B, O, B0, HEECAELEEE
SLEZITU, BERISGEIEMOFHETEZIFTTIIZEN,

oA+ w NEEARAL TULBIGFIG RPRELES LIRWTL ES0N,

RXEFAIOTERY T 27 = ES0N,

oV FESMEDHEL (I RNWTLZE0N,

o IRIR(IRELDERMEN EUTEDEELTERDHROD TLEEV, AF v MNIEWIRFRDOMD &
SATVET,

o FFEADIRIK, HH UISERERZE (T 1 %LU, 2% D)L —IL77)LT E REZ(Z 0.1 %A DR
EFRS NUD [aRc 1 BB B2 TSV, FrldA— ML —TRHEVIELU CTERELTLES
o H REFADEZFE IPRE IS OMRE T N R HURODES (> THEREL T IZE0L),

o hNZAIEED  ERULRBVWTLIEZL,

)
_

15



LBIS Mouse IgM Rheumatoid factor ELISA Kit

O
&

QQ)

AQJ

CAIES]

GiE)

CRIEZE] CAIEH]

(Ov hES] [(BXhHARR]

(&)

€D LEXR® UDJIYFRETF IgM B - <X ELISAKit
(F0¢ 20— K] 630-02681

(ZeEEZREC) LBIS Mouse IgM 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
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