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For Research Use Only. Not for use in diagnostic procedure. May.10. 2022. Ver. JE1

[LBIS KLH (TDAR) Rat-IgM ELISA Kit]

Cat # 639-13761 (Manufacture # AKRKM-010)
Please, read this instruction carefully before use.

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

1. Intended use

LBIS KLH (TDAR) Rat-IgM ELISA Kit is a sandwich ELISA system for measurement of IgM-type anti-KLH
(Keyhole limpet hemocyanin) antibody after inoculation of KLH to rat with high sensitivity. This is helpful in
examining TDAR (T-cell dependent antibody reaction) in combination with LBIS KLH (TDAR) Rat-IgG ELISA

Kit. This is intended for research use only.
2. Storage and expiration Q

When the intact kit is stored at 2 °C - 8 °C, the kit is stable until the expirationdatgshown on the label on the
container. Reagents, once opened, should be used as soon as possibfe, to % losing its optimal assay
performance by storage environment. \

3. Introduction %

ICH (International Conference on Harmonisation of Techgical quirements of Resistration of
Pharmaceuticals for Human Use) issues a guideline “ImmunojexigitaStudies for Human Pharmacuticals S8”
in 2005. In the guideline, TDAR (T cell Dependent Antib y%on) is recommended in case target of a
pharmaceutical’s immunotoxicity is not identified. It says “

T-cell dependent antigen (e.g., sheep red blood ¢ C) or keyhole limpet hemocyanin (KLH) that

results in a robust antibody response”. In this study, the production of IgM-type antibody caused by the

primary response to e.g., KLH, and IgG-type a%w production by “class-switch” following the secondary
e

response are tested. This kit makes it possible sure IgM-type anti-KLH antibody in rat blood samples,
and most suitable for TDAR test when used 0 ation with LBIS KLH (TDAR) Rat-IgG ELISA kit.
4. Assay principle

In Shibayagi’s LBIS KLH (TDAR)
to capture anti-KLH antibody. Aft
anti-rat IgM antibody is added<4and

should be performed using a recognized

A Kit, standards or samples are incubated in KLH coated wells
inéubation and washing, HRP (horse radish peroxidase)-conjugated
ubated for 1 hour together with captured anti-KLH-IgM. After washing,
HRP-complex remaining in s I§yreacted with a chromogen (TMB) for 20 minutes, and reaction is stopped by
addition of acidic solution,%orbance of yellow product is measured spectrophotometrically at 450 nm.
The absorbance is nearly ortional to anti-KLH-IgM concentration. The standard curve is prepared by
plotting absorb the standard concentrations. Anti-KLH-IgM concentrations in unknown samples
igy thig standard curve.

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

eWare gloves and goggle and clothing-protection when handling the stop solution (sulfuric acid) and the
chromogen (hydrogen peroxide and tetramethylbenzidine). Be careful not to allow the reagent solutions of
the kit to touch the skin, eyes and mucous membrane. The stop solution and chromogen (TMB) may cause
skin/eyes irritation. In case of contact with these, wash the place thoroughly with enough water and seek
medical attention if necessary.

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
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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 %. @For airstream, refer to our web site.

6. Reagents supplied
Components State Amount

(A) KLH-coated plate Use after washing 96 wells/1 plate

(B) Standard anti-KLH rat IgM solution
(1000 ng/mL) (derived from rat)

Concentrated. Use after dilution 200 pL/1 vial

(C) Buffer solution Ready for use. 100 mL/1 bottle
(D) HRP-conjugated anti-rat IgM antibody Concentrated. Use after dilution. 100 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
(1) Wash stock solution (10x) Concentrated. Use & 100 mL/1 bottle
Plate seal — 3 sheets
Instruction Manual 1 copy

7. Equipments required but not supplied [1Use as a he@&

[IDeionized water (or Distilled water).

[ITest tubes for preparation of standard solution seri

[IGlassware for dilution of washing buffer (a graduated c er, a bottle)

[IPipettes (disposable tip type). One should be to deliver 10 pL - 20 pL precisely, and another for 50 pL -
500 uL. [Syringe-type repeating dispenger li ndorf multipette plus which can dispense 50 L.
[1Paper towel to remove washing buffer remaining,ig’wells.

1A vortex-type mixer.

[JA shaker for 96 well-plate (600 rpm
[JAn automatic washer for 96 well- ;
[JA 96 well-plate reader (450 n 10 , €
[ISoftware for data analysis.

vailable), or a wash bottle with a jet nozzle.
20 nm: 600 nm -650 nm)

8. Preparation of reagen

@ Bring all reagents of the room temperature (20 °C - 25 °C) before use.
& Prepare reagept s in appropriate volume for your assay. Do not store the diluted reagents.
[Concentr gents]

[(B) Standard rat IgM solution (1000 ng/mL)]
Make a serial dilution of original standard solution to prepare each standard solution. Example is shown below.
Volume of standard solution (C) Buffer solution Concentration (ng/mL)
Original solution : 100 pL 400 uL 200
200 ng/mL solution : 200 uL 200 pL 100
100 ng/mL solution : 200 pL 200 pL 50
50 ng/mL solution : 200 pL 200 pL 25
25 ng/mL solution : 200 pL 200 pL 12.5
12.5 ng/mL solution : 200 pL 200 pL 6.25
6.25 ng/mL solution : 200 pL 200 pL 3.13
0 (Blank) 200 pL 0

[(D) HRP-conjugated anti-rat IgM antibody]
Prepare working solution by dilution of (D) 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 (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and 900
mL of deionized water (or distilled water).

[Storage and stability]
[(A) KLH-coated plate]

If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate container
and store at 2-8 °C. The strip will be stable until expiration date.
[(B) Standard anti-KLH rat IgM solution (1000 ng/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
[(C) Buffer solution] and [(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) HRP-conjugated anti-rat IgM antibody]

Unused working solution (already diluted) should be disposed. The rest of theglin ed solution will be
stable until expiration date if stored tightly closed at 2 °C - 8 °C.

[(H) Stop solution]
Close the stopper tightly and store at 2 °C - 8 °C. It maintains stability u e n date.

[(1) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10x%) t%lume with deionized water (or

distilled water) to prepare working solution. Example: 100 mL of d washing buffer (10x) and 900

mL of deionized water (or distilled water).
9. Technical tips @
eIn manual operation, proficiency in pipetting technique is ended.

eThe reagents are prepared to give accurate results en 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 tho t have been preserved for some period.

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

eOptimally, the reagent solutions of th uld be used immediately after reconstitution. Otherwise, store
them in a dark place at 2 °C - 8 °C.
eTime the reaction from the pipetti
ePrepare a standard curve for.
eDilution of the assay sam t be carried out using the buffer solution provided in the kit.

eThe chromogen (TMB) §h almost colorless before use. It turns blue during reaction, and gives
yellowish color after ad@itio top solution. Greenish color means incomplete mixing.

eTo avoid dena coated KLH, do not let the plate go dry.

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

eWhen ELISAh 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.

heWeagent to the first well.
ssay.

10. Preparation of samples

This kit is intended to measure IgM-type anti-KLH (Keyhole limpet hemocyanin) antibody in rat serum or
plasma. The necessary sample volume for the standard procedure is 10 yL. Samples should be immediately
assayed or stored below —35 °C for several days. Defrosted samples should be mixed thoroughly for best
results. Don'’t repeat freeze and thaw.

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 mg/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.


http://www.shibayagi.co.jp/en/pdf/Hemolysis_and_chyle.pdf
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Make sure to dilute samples more than 200x% to avoid any nonspecific reaction. Recommended dilution rate is
200-20000% depending on the antibody titer. Dilution should be carried out with the buffer solution of the kit
using small test tubes before assay so as to be within the standard curve range. Dilution rate should be
different depending on the immune or sampling conditions.

Example of dilution: Rate (20x) 200x 2000x% 20000x%

Sample (uL) 10 20* 20* 20*
Buffer (uL) 190 180 180 180
*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 temperature.

(1) Wash the KLH-coated plate (A) by filling the well with washing buffer and di§Catd es(*@), then strike
the plate upside-down onto several layers of paper towels to remove resftiual % n the wells.

(2) Pipette 50 uL of standards or diluted samples to the wells designated fo\ac .

3) Shake the plate gently on a plate shaker (*®).
4) Stick a plate seal (*@) on the plate and incubate for 1 hour atﬁ -25°C.

5) Discard the reaction mixture and rinse wells as step (1).

(D Is, and shake as step (3).
tesfor 1 hour at 20 °C - 25 °C.
8) Discard the reaction mixture. Rinse wells as ste

9) Pipette 50 yL of chromogen (TMB) (F) to wells, and as step (3).
10) Stick a plate seal (*@) on the plate and incuEte the plate for 20 minutes at 20 °C - 25 °C.

(
(
(
(6) Pipette 50 uL of HRP-conjugated anti-rat IgM antibod
(7) Stick a plate seal (*@) on the plate and incubate the
(
(
(
(

11) Add 50 pL of the stop solution (H) to all we
(12) Measure the absorbance of each well'at 4
plate reader.
*Refer to the page 7 for notes of *@), }@

shake as step (3).
(reference wavelength, 620 nm*) immediately using a

12. Calculations
(1) Prepare a standard curve
against KLH IgM concentratio

be judged comprehensivel§ taki

vay logarithmic section paper by plotting absorbance* (Y-axis)
) on X-axis. Physiological or pathological situation of animals should
ther examination results into consideration.

(2) Using the standardcurv, d the KLH IgM concentration of a sample at its absorbance*, and multiply
the assay value i n 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 bu Y * We recommend the use of 3rd order regression curve for log-log plot, or 4
parameters or eters method for log-normal plot in computer calculation.
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KLH rat IgM assay standard curve (an exa )
Absorbance may change due to assay sitdation®

13. Performance characteristics
eAssay range @
The assay range of the kit is 3.13 ng/mL - 200 ng/mL.
e Specificity
The HRP-conjugated anti-rat IgM antibody of this kit is specific to anti-rat IgM.

The cross-reactivity with anti-rat IgG is less thar@etection limit.

ePrecision of assay
Within assay variation (2 samples, 5 replicates assay), the mean CV was within 10 %.
eReproducibility
Between assay variation (3 samples
eRecovery test
Standard anti-KLH rat IgM Was%added in'3 concentrations to 2 serum samples and were assayed. The
recoveries were 94.8 % - 102 %
eDilution test
2 serum samples viere lly diluted by 3 steps.
The dilutiongeu wed linearity with R2=0.998 ~ 0.999.

14. Trouble
el ow absorba
Possible explana :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as HRP-conjugated anti-rat IgM antibody or TMB might not be
added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of HRP-conjugated anti-rat
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 (3.13 ng/mL).
Possible explanations:

Improper or inadequate washing. (Change washing frequency from 3 times to 4-6 times at the constant
stroke after the reaction with HRP-conjugated anti-rat IgM antibody.)
eHigh coefficient of variation (CV)
Possible explanation:

Vs, 4 replicates assay), the mean CV was within 10 %

wells
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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
e(Q-2: | found there contains liquid in 96 well-plate when | opened the box. What is it?
A-2: When we manufacture 96 well-plate, we insert preservation stabilizer in wells.

Summary of assay procedure [J : Use as a check box

*First, read this instruction manual carefully and start your assay after confirmation of details.
For more details, watch our web movie [ELISA by MOVIE] on our website.

[IBring the well-plate and all reagents to 20 °C - 25 °C for 2 hours.

[IWash stock solution (10x) must be diluted to 10 times by purified water.

[]Standard solution dilution example:

Original solution

100 uL 200 uL 200 pL 200 uL 200 ub ul 200 uL
Buffer Buffer Buffer Buffer %‘fer Buffer Buffer
400 uL 200 pL 200 pL 200 uL 200 uL 200 pL 200 pL

Concentration
L 200 100 5 @25 12.5 6.25 3.13

1 KLH-coated plate
[0 |Washing 3 times(*®@) *®
[0 Diluted Samples / Standar 50 uL
[0 |Shaking(*®), Incubatien fer 1 hour at 20 °C - 25 °C (Standing***)
0 Meanwhile, Dilute jugated anti-rat IgM antibody (D) to 100x with
Buffer (C) returned to -25°C.
[J |Washin *®
[J HRP-co ti-rat IgM antibody 50 uL
1 |Shaking( Incubation for 1 hour at 20 °C - 25 °C (Standing(*@))
[0 |Washing 3 times(*®@) *®
0 Chrompgen (TMB) . . 50 L
(After dispense, the color turns to blue depending on the concentration.)
[0 | Shaking(*®), Incubation for 20 min at 20 °C - 25 °C (Standing(*@))
0 Stop splution . . 50 L
(After dispense, the color turns to yellow depending on the concentration.)
[0 |Shaking(*®) (Immediately shake)
0 Measurement of absorbance (450 nm, Ref 620 nm(*®)) immediately using a
plate reader. (Ref. wave cancels the dirt in the back of plate.)

*(QAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 sec 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 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.

*(®600-650 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 200 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 100 ng/mL Sample 2 | Sample 10 Sample 18 Sample 26 Sample 34
C 50 ng/mL Sample 3 | Sample 11 Sample 19 Sample 27 Sample 35
D 25 ng/mL Sample 4 | Sample 12 Sample 20 Sample 2 Sample 36
E 12.5ng/mL | Sample 5| Sample 13 Sample 21 Sample 37
F 6.25 ng/mL | Sample 6 | Sample 14 Sample 22 Sample 38
G 3.13ng/mL | Sample 7 | Sample 15 Sample 23 Sample 39
H 0 (Blank) Sample 8 | Sample 16 Sample 40

Sample 24\
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Assay worksheet

LBIS KLH (TDAR) ELISA Kit

tore the kit at 2 °C - 8 °C (Do not freeze).

[Term of validity] Expiration date is indicated on the container.

[Manufacture #] AKRKM-010
[Cat #] 639-13761
This kit is FUJIFILM Wako Shibayagi Corporation

manufactured by
1062-1 Ishihara, Shibukawa, Gunma, 377-0007, Japan

TEL.+81-279(25)0279, FAX.+81-279(23)0313

<E-mail> wksb-info@fujifilm.com <URL> https://www.fujifilm.com/wksb/en

distributed by FUJIFILM Wako Pure Chemical Corporation
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Plate seal
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Instruction Manual 120
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0 (Blank) 200 L 0

[(D) HRP-conjugated anti-rat IgM antibody ]

100 L ZFRDNENCETIEZ IR U TUVE T, IEHERZ (C) Buffer solutionT 100 f&(CHIRL TZEUN,
[(1) Wash stock solution (10x)]
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WwIICRUL., TDFEF 2 T~8 CTHREFELTLZEL. BHHIRALZEEZHREFE T,

(B) Standard anti-KLH rat IgM solution (1000 ng/mL)
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oRIMDIRICE NADIRMEZ ZER (T2 DFEEEIT T IZE V., BN BHEER FORIMFINRER (R
EZ5X30REMNEZSNET.

o8 D KU NEY D SRR (& D BEE QIR EAUE (CARWTIZE0,

oI EVMBEDRZENFEN UL VRIRE, FE— cHUT. TED 2 RA > MU LDFRIRKR THRIRERRIE 2
BLTLIEZ,
OIHRFERICZEEE T DIz, Rk
AIREZ(E 200~20000 f&C9.

B EICHIRUTSIES WV FUMIEIC K DRIXD T IHMRIK
CADESHAIAREL TSV REDOFBIRERS, 5% -

)

BRMEHFICLIDERDET, BEEHSHUHRBRESETHWTEER CARUAED )L
[CHELTLIZENN,
IRARFIRD—HI &R (20 1) 2001Z 200012 2000015

10 }/’ 20* Y/’ 20* Y/’ 20*
190 180 180 180

i) O EDIRMBROBIRUIRA

(BREDEEEE RFHIE]
BRANSEREME T SITAIET DN 1 BREILAISAET DHEE 2 T~8 CTTHRIFLTLZE L, Fz. &Y
(CRETDHE(E. —35 CUTTORBREZHRLUFT. Fo. REDHBIREABEEAR LTSN,

8. AITEIRVEE

TERRERIRD BEITRICET DRELEFEO> THELTLIEE),

KLH Bt L — b2 —ILE. TL— M FTRDICERICED THSRHALTLIZS0N,

(1) HSHMUHARUEHFRZEZDTIVICSHELZLU. 3 BEEFR(xO)LET. €D, R—/\—FH)LIRE
DETTL—hEFEE(CL, BLPEDFBLDSCLUTOIILICE D IERERDREET .

(2) WBRRTED ) LICHRIRARFE A 1RIK Z 50 ML IOMELET,

(3) EERAEDITILICKBEMZERRZS0 L I DMELET.

(4) X107 —MRESBRREZANWTEIR(xQ)UET,

(5) TL—bh>—)L&EED, =E(20 C~25 C)T 1 BEEEE(xQ)LET.

(6) RIIETHR. RISREE TREREZE D TILISHIZL,. 3EEFE(xO)LET., TDE. R—/\—FA)L
REDLETTL—FEFES(CL. BKMNEDFBLSICUTITIVCE S TEREZEDBREET,

(7) BFIITILICHRP &S WY MgM FiAZ 50 uL 3 O3FLET. X0 L — MRESHRIEZH
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LBIS KLH (TDAR) Rat-IgM ELISA Kit (#AKRKM-010)

WTEH(xQ)LFET,

(8) TL—bh>—JL&EEED, FR(20 C~25 C)T 1 BFEERE(xQ)LET,

(9) RIGHT#HE. RISRZEIETHRFRZEZEDTIVLISHIZL 3 BIEHR(x Q) LET, 2DE. R—/—=5FA)L
REDLETTIL—FEFES(CL, BLMNEDIFBESICUTIOTIVCE S IEREZEDBREET .,

(10) B TILICRERZ50 L TDOELET, X170 L — MRESHRREZHWNWTEHR(xQ)LET,

(11) FL— b2 —)LZBED. =R(20 C~25 C)T 20 DRERE(* @)LET.

(12) O TIVICRIMEIE®R Z50 uL 9D L. HRERISGEELEUET,

(13) #BI(x Q). BSE(CNro0O0T L — MNEDEHESTT 450 nm (BIEE 620 nm) TOWRFNEZEAITEL
F9 ., 8iEE(L 600 nm~650 nm DOEFH CERATEEI .,

(D). (*@). (* QVUEFIEMIE (14R—>) ZITSRIIEELN,

9.518

(AES ICREMREFR L E I . MsaEAL X MaiRESREE(ng/mL). Y BEloEORERIRD
SR L TLIESV, AR Web B b [H4i71B3R]  TELISA OIREMIR| ZZSR<IES0N,
(2)FREERHIR K D . AIRIRADIE (DG DIRE (ng/mL Y2 FHAED £ o Fidr E (CTARARIREZ

FUANEBEUET,

* ARARDIRSEEHWEEERHRINCE K DIMIZIEE(3(C) Buffer solution (C CEk S @ IUBEAEZEMmL T
20N

* — e O RO AT I DR FHEER I OEEEER (S

MET D EZHBHIELET .

*HBIIE TR, 3 RBIERFZ(F 4F2(F5 /S A—F—DfE BOHUET.
*x 5w NOBRPRPT R (FERARABIA A DIREFRER /L EZ A S EY (T ENMECTT.

1.0

01

Abs. (450nm-620nm) /Blank

10.Fv hDi%d

10 100
Anti-KLH-IgM[ng/ml]
l—‘—lkk

b‘fﬂi’ﬁ%—iﬁ%ﬁﬁﬂ‘cﬁ (MEEF. AEREBECEIDEZEULUET) .
o Bl TEEEH

Sw MUKLH-IgM Hi#ii%Z 3.13 ng/mL~200 ng/mL DEEFE TAIFETEE Y,
MFEM
C D ELISA ZTHEHASTNTULSBHRP #Fa>wY MgM FURESw b IgM (S UTHREN T,
Sw BgG EDFREME ELISA LNILT/I\w OISO REUTTY,
B (PvA/NZELE) (5 BAE. 2 1&4) g C.V. fElE 10 %Ki
oHBIRMER (PYrRIZE) (4 TRIE. 3 &K 4 B 9 C.V. fE(E 10 %Ki
o NNEINGER
2MMEIRIRCRIRD IRED S v MMLKLH-IgM Fuiaz 7wl URIE U7zFER . BIUNER(394.8 %h 5102 %
o ATRBEIRIE
21M;ERAR%Z BT (CATRFRER CIEPEAIR UAIE UIciER. EffEIIRD R2 (30.9980.999

M. 550> 1—5F1>0& QA
e INRTDITILTORIENFFUN
EIEIAN: 2N
1 EERARKRD ANE L.
12



LBIS KLH (TDAR) Rat-IgM ELISA Kit (#AKRKM-010)

2YFRE(CEHEYT DRFEFRDANT .
FE(CEHE T DRFEFRDEDEX PHIRARAR,
A\EEZRBEERI DR A
5F v MREBREDHE (FELICHBES) .
6)7 L — hOBRIIRS .
7 FRERDBEMEN DIz,
o5/ MEEEFRIERE(3.13 ng/mL)D OD fBLDTS> 4 0D ENELRB,
EIEAN: 2
RN TNEY., A2 THDI.
(NIVAFSAS—T - PESAFEY ERICEDFTROEL 3 E7ZFEUFRET 4B]~6E(TIEPL T ZE0N, )
o ZEMRE(CV)IRELY
B RETRARIR
NFEENTELE, A2 THOT
2NZERDEIRMMAE. £E(IREDBIENRTD Tho Tz (RIEERADERIFTED (@m0 T EEW)
JERY T+ D IREN—TE TN o Iz, G

oQ-1: Fv MNMIDEIUTERITDCENTEEIN?

A1: TEZFEYI, TL— NTHBSNEERES—I)LEA NI Y TORIICZE® ‘CU&“CUJ DEtLCHE
RA<EEW, FARLBVLTL— H;i—)b&ﬁﬁot#ﬁ%f}%ﬁﬁﬁ(:ﬁ%b& \,

0Q-2 : JL— rZEEDHE UIESDTILOFITRIAN A D TLE UL

A-2 . B C(MRELZTERNTIEL THDET,

ol '?
o E(TFHFLWKSTILEZ 2 —F 1 2T QA (FEEHI/R—LR—2& AN
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LBIS KLH (TDAR) Rat-IgM ELISA Kit (#AKRKM-010)

(AEFIMIZEEFTYIVARN]
I EURERBAE T — 5 U CTIRIARSRAF, BIESRAF. BIETS R RBERFZIT O T,
IBEEGE M Web T+ MEUVWERZE I IZHDMRA > b (BiFE]) MECC [Q&A] ZZ BRI EE.
O 2Dx)LTL— b, SEEZFRDCER20 CT~25 C)CRLTLZEV, ERIEIC(E20FMEAL6E
O IREEEROAIR  EBRIESNITBRKT, 108(CHRUTIES0,
O  REFROFHR (B)  BRESHIZEER T, FIRUL TS0,

BRI
100 L 200 pL 200 pL 200 pL 200 pL 200 pL 200 pL
BT EETR EER EET B EE
400 pL 200 pL 200 pL 200 pL 200 uL 200 ul
1O
AR
ng/mL 200 100 50 25 \ 6.25 3.13
RIRUETEBIEL N EEIER
O KLHEWEME9s 9 TILTL—
O 56%3E ORI ES. B5IORODERESS * @D
O &HRBRAER FAKLHS v NgMEES TR 50 pL *@
O B, TR0 CT~25 ). 1R rc% | £ @%@
- HRPEEEASY NgMAKDREIR. = EERT. 100{ECERLT
<RE, BREROBESE— I T> . |
O s GHERRES. B % ) | *@
[ HRPHESIMS Y NgMbiR 50 uL *@
O 1B, =ER(20 C~25 &). W O BHE JOEIE)
O 5693E  CEeREmsE NE S [OROEREDT) * @D
. SER(TMB) TMBHOSR{EENhTWB Z & 2R — ‘@
Sitts, BEICADEBICEE H
O 8. =m0 C). 200EIRIE. EHE ' *xQ*xQ
U RS IC DS AR
U Sxe. e fozrecse 50 pL *@
O s (EBCER * @
O B5I(C, IREEAIE (EEES50 nm. FIEE620 nm:600 nm~650 nm)
SIRERTL — FNEEOENE L+ > ILUES

(x Q)FEERZEDTILICHFER. FOOSDLETIMFERIRDEELET, EEFRTRE. X—/(—45
AILECTL— hEFES(C U TNERFRETEICHREUE T, FTRRFREZOIRSER L ORDBRZE
B(CEUET, RRZEERY NCHRINT IBOREEZ(F300 L/ D TILTT ., TL— NEFHSHERD
BEDEABRIIEmL/ ~25mL/ 5 (J ZILDRICEIDERDET) TI ., E—RIGEDVLCIDFREDH
DTJLBIDI A ZSEELUTLES,  [FERRIE] OBE%ECSBIEE0N,

(* QBHDHEZ(E600 rpm~1200 rom-10F2f]. 3@, [BIHRIE] OFEZCSRIEE,
(xQOMWEHRTRIL— b —ILEM> THEHELTLZEE, [RIGEML] oEECSRIEE0,
TL— b —)LIHRERZRN LT, #EmE T L — MIICUTHODRHITTLSEE0.,. —BFERLETL—
N —)UIEBMER UIBWTLIZEL,

(*@D)ERYFT 4 DI CEAITBERFEE [EXVFa>T] OBEEZCSEBIZE0N.

14



LBIS KLH (TDAR) Rat-IgM ELISA Kit (#AKRKM-010)

-3~ ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 200 ng/mL R 1R RK17 1RIKR25 1R1K33
B 100 ng/mL 1RK2 1RK10 1R1K18 1R1426 R34
C 50 ng/mL RIK3 RAR11 1R1K19 RIKR27 1R1K35
D 25 ng/mL 1RK4 1RK12 1R4K20 1R1K28 1R1A36
E 12.5 ng/mL 1RIK5 1RK13 1RR21 1R1A29 1RAKR37
F 6.25 ng/mL 1R1K6 1RK14 1R4K22 IRAA30 1R1A38
G 3.13 ng/mL RAKT 1R1K15 1RAR23 IRAA31 1R1K39
H 0 (Blank) 1R1K8 1R1K16 1R4K24 1R1AR32 1R1K40
& CEARICCHRIES LW EilT Lo > RRUVFEEIR Q
25 C (ERRaLx

oELISAE(LHTERIB(C L DHEEZ T, ATIRE. BFERISHIIDE;

A FAR—IREE) ZESTLUTLESV, Feo BE (T773% }) 1 0.4 m/sec L. B
E 30 %FKBDRET CORIE(LEBITTLLIZSV, 2OEET . JHIEERS % 4 m/sec A L. JEE 30 %
FEDEB T CTEMI DBEIC(E. ERTVIOBRERIGE. L ZIDEICNR. FEEDK

SIRFEZEIHRET < TZELN,

B) A >FaAR—FAH, BEXFO-I/ILEFENTHERIGIEZ &EU
RBGEMNSDEIDT. Mzt Web B bDENE] [Tz,

o BATW I TORBBERICIF(C(X. DIT)LDEZIE. EYIDBANERZEDRD. ﬁE.:fC%@??%’iBEJJ:@“%E\
3T — =)L TLIEE0N,

OIRIR EERER(CAFPHSRES BTNV KD(CRZEDIFTTLIE 19TV N FYVITDTERZESEDLUET,
oFHER(FZ 6 DTILTL— MNIERITIETITBEVEEEBIRTY, XEBITTREFELTLESL,
MBI (IMERITDIETIEIEET,

oRTFw NI ELISASEDOIHMEZER T U

(CIEERYF 1 D TRMEOBRENZ

BT NI ART v MEEDR(IFLS, BB
O RAEF TR E(CAITRNWTL ] = . 2
B 5 (CIKEBIK TFD (CHEU TR I ERDIT BTV, HEBEIRMGSEIEMOFETEZRZITTLZEE,
oA+ v AL TL\DIZFRE -
o XEFAIOATERY T 2
o[dv hESDMEDSHE
RN (TR DEIREMN D

BEDOTTITHERALZZV., AFERMEFCAEY DR
N LSTEE0N,
EZ‘ZZ‘%(CDUT <IZE0N.

: @bmmt<rém
EUTHEDFEUTEDIRD TLIEEW, Ky NIEBWIBROR D =

ATWVET,

ofEFIEHD TTHERE(E 1 %LU 2 %0IILF—IL77IL7 E RFEIZ(F 0.1 %A LDREEE
=B hUD R BRI TS EE 0. Fe@EA— ML —THEUEL TREL T ZSL), £
R UZEFEm® DI EAASFREFEER DT O CEHURDEG (T > THREL T EE0,
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http://www.shibayagi.co.jp/movie_008.html

LBIS KLH (TDAR) Rat-IgM ELISA Kit (#AKRKM-010)

O
&

QQ’

CAIES] S @

GiE))

CRIEEE] CRIER]

(Owv h&ES) (B%hEARR]

(fmZ&E]

[H74) L EX® KLH(TDAR)S Y k-IgM ELISA Kit

[2)WW£0—R]  AKRKM-010 (A% 30— K]  639-13761
- LBIS Anti-KLH(TDAR)Rat-lgM ELISA Kit

(AKRKM-010, FUJIFILM Wako Shibayagi, Gunma, Japan)
[BREVEEE]

SEX7C/VADI-INVFHRIIEH

T377-0007 EB¥HBE/IITAER 1062-1 TEL.0279-25-0279 FAX.0279-23-0313

<E-mail> wksb-info@fuijifilm.com <URL> https://www.fujifilm.com/wksb/ja
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	6. Reagents supplied
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