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

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

Cat # 632-13751 (Manufacture # AKRKG-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 Kkit!

1. Intended use

LBIS KLH (TDAR) Rat-IgG ELISA Kit is a sandwich ELISA system for measurement of IgG-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-IgM

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 expirati e sAown on the label on

O ad
the container. Reagents, once opened, should be used as soon as possit’fosing its optimal assay

performance by storage environment.

3. Introduction %
ICH (International Conference on Harmonisation of Technigal uirements of Resistration of
Pharmaceuticals for Human Use) issues a guideline “Immuno@ udies for Human Pharmacuticals S8”

in 2005. In the guideline, TDAR (T cell Dependent Antib tign) is recommended in case target of a
pharmaceutical’'s immunotoxicity is not identified. It says “The T should be performed using a recognized
T-cell dependent antigen (e.g., sheep red blood cells r 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 antibody pr ion by “class-switch” following the secondary response
are tested. This kit makes it possible to m ur%pe anti-KLH antibody in rat blood samples, and most
suitable for TDAR test when used in combierN BIS KLH (TDAR) Rat-IgM ELISA kit.

4. Assay principle

In Shibayagi’'s LBIS KLH (TDAR)
to capture anti-KLH antibody. Aft
anti-rat IgG antibody is added ahd

A Kit, standards or samples are incubated in KLH coated wells
incpation and washing, HRP (horse radish peroxidase)-conjugated
bated for 1 hour together with captured anti-KLH-IgG. After washing,
HRP-complex remaining in acted 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 pr onal to anti-KLH-IgG concentration. The standard curve is prepared by plotting
absorbance agai dard concentrations. Anti-KLH-IgG concentrations in unknown samples are
i stapdard 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 IgG solution
(300 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 IgG antibody Concentrated. Use after dilution. 100 pL/1 vial
(F) Chromogen (TMB) Ready for use. mL/1 bottle
(H) Stop solution Be careful! Ready for use. 12 mL/1 bottle
(1) Wash stock solution (10x) Concentrated. Use dfter d @ 100 mL/1 bottle
Plate seal — 3 sheets
Instruction Manual 1 copy

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

[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 able to deliver 10u - 20 uL precisely, and another for 50 L -
500 pL.

LISyringe-type repeating dispenser like Ep Itipette plus which can dispense 50 pL.

[IPaper towel to remove washing buffer alfing in wells.

1A vortex-type mixer. Qﬁ

LJA shaker for 96 well-plate (600 rpmy- pm)

LJAn automatic washer for 96 w, latey(if ilable), or a wash bottle with a jet nozzle.
1A 96 well-plate reader (450 1+ 9% nm, 620 nm: 600 nm - 650 nm)

[ISoftware for data analysis®

8. Preparation of reagént
@ Bring all reagept kit to room temperature (20 °C - 25°C) before use.

nt solutions in appropriate volume for your assay. Do not store the diluted reagents.

[(B) Standard anti*KLH rat IgG solution (300 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 : 50 pL 450 L 30
30 ng/mL solution : 200 uL 200 pL 15
15 ng/mL solution : 200 pL 200 pL 7.5
7.5 ng/mL solution : 200 pL 200 pL 3.75
3.75 ng/mL solution : 200 uL 200 pL 1.88
1.88 ng/mL solution : 200 pL 200 pL 0.94
0.94 ng/mL solution : 200 uL 200 pL 0.47
0 (Blank) 200 pL 0

[(D) HRP-conjugated anti-rat IgG antibody]
Prepare working solution by dilution of (D) with the (C) buffer solution to 1:100.
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[( 1) Wash stock solution (10x)]

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

[Storage and stability]
[(A) 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 °C - 8 °C. The strip will be stable until expiration date.
[(B) Standard anti-KLH rat IgG solution (300 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 IgG antibody]
Unused working solution (already diluted) should be disposed. The rest of the un@iluted 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 iration date.
[(1) Wash stock solution (10x)]

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

9. Technical tips

eIn manual operation, proficiency in pipetting technique ommended.

eThe reagents are prepared to give accurate results only when used in combination within the same box.
Therefore, do not combine the reagents from h different lot numbers. Even if the lot number is the
same, it is best not to mix the reagents withthoselthal' 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
them in a dark place at2°C - 8 ©
eTime the reaction from the pipégtting,of the reagent to the first well.

ePrepare a standard curve assay.

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

eThe chromogen (TM be almost colorless before use. It turns blue during reaction, and gives
yellowish color of stop solution. Greenish color means incomplete mixing.

eTo avoid de ion @f the coated KLH, do not let the plate go dry.

Id be used immediately after reconstitution. Otherwise, store

cover sheet with ife 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 IgG-type anti-KLH (Keyhole limpet hemocyanin) antibody in rat serum or
plasma. The necessary sample volume for the standard procedure is 10 pL. 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.

3


http://www.shibayagi.co.jp/en/pdf/Hemolysis_and_chyle.pdf

LBIS KLH (TDAR) Rat-IlgG ELISA Kit (# AKRKG-010)

Make sure to dilute samples more than 500x to avoid any nonspecific reaction. Recommended dilution rate
is 500-50000x 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 (50x) 500x% 5000x% 50000x%

Sample (uL) 10 20* 20* 20*
Buffer (uL) 490 180 180 180
*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 temper

(1) Wash the KLH-coated plate (A) by filling the well with washing buffer and disgard 3 times(*@), then
strike the plate upside-down onto several layers of paper towels to remov
o]

(2) Pipette 50 yL of standards or diluted samples to the wells designa%
C

buffer in the wells.
h.

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

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

(6) Pipette 50 uL of HRP-conjugated anti-rat IgG antibod D@/ells, and shake as step (3).

(7) Stick a plate seal (*@) on the plate and incubate the plate hour at 20 °C - 25 °C.

(8) Discard the reaction mixture. Rinse wells as step

(

(

(

9) Pipette 50 yL of chromogenic substrate reagent (F) to wells, and shake as step (3).
10) Stick a plate seal (*@) on the plate and m% e plate for 20 minutes at 20 °C - 25 °C.
(

11) Add 50 pL of the stop solution (H) to
(12) Measure the absorbance of each we
plate reader.

*Refer to the page 7 for notes of *@,

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

12. Calculations

(1) Prepare a standard curve two -way logarithmic section paper by plotting absorbance* (Y-axis)
against KLH IgG concent ) on X-axis. Physiological or pathological situation of animals should
be judged comprehenswe other examination results into consideration.

(2) Using the standard 'Gurv ad the KLH IgG concentration of a sample at its absorbance*, and multiply

ctor. Though the assay range is wide enough, in case the absorbance of some

t of the highest standard, please repeat the assay after proper dilution of samples

. ¥ We recommend the use of 3rd order regression curve for log-log plot, or 4
meters method for log-normal plot in computer calculation.

parameters or 5
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ssa
13. Performance characteristics A z

eAssay range
The assay range of the kit is 0.47 ng/mL - 30 ng/mL.
e Specificity
The HRP-conjugated anti-rat IgG antib o&t is specific to anti-rat IgG.
The cross-reactivity with anti-rat IgM is Ies% etection limit.
ePrecision of assay
Within assay variation (2 samples, £
eReproducibility
Between assay variation (3 less
eRecovery test
Standard anti-KLH rat ;igGwas¥added in 3 concentrations to 2 serum samples and were assayed. The
recoveries were 95.5 % - 10 '@
eDilution test
2 serum s les were serially diluted by 3 steps.
The dilutidp, cyfves showed linearity with R?=0.999.

%@@. ates assay), the mean CV was less than 10 %.

s, 4 replicates assay), the mean CV was less than 10 %

14. Trouble shootifg
elLow absorbance in all wells
Possible explanations:
1) The standard or samples might not be added.
2)Reagents necessary for coloration such as HRP-conjugated anti-rat IgG antibody or TMB might not be
added.
3)Wrong reagents related to coloration might have been added. Wrong dilution of HRP-conjugated anti-rat
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 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 (0.47 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 IgG antibody.)
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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 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.

[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.
[IStandard solution dilution example:
Original solution L 2 Q
50 L 200 pL 200 pL 200 pL 200 pL \ ul 200 uL
Buffer Buffer Buffer Buffer, &r Buffer Buffer
450 pl 200 uL 200 pL 200 p @o ul 200 pL 200 pL

Concentration @
ng/mL 30 15 7.5 75 1.88 0.94 047

[ KLH-coated plate Q
[0 |Washing 3 times(*®@) *®
(] Diluted Samples / Standa 50 uL
[0 |Shaking(*®), Incu 1 hour at 20 °C - 25 °C (Standing***)
0 Meanwhile, Dilut onjugated anti-rat IgG antibody (D) to 100% with
Buffer (C)geturn 0°C-25°C.
[0 |Washifig 34fmes(*@) *®
[0 HRP-conj anti-rat IgG antibody 50 uL
[0 |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 sglution | . 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.)

*(@After 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
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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: 600-1200 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

3

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 30 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 15 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 7.5 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 ample 35
D | 3.75ng/mL Sample 4 Sample 12 Sample 20 Sample Sample 36
E | 1.88ng/mL Sample 5 Sample 13 Sample 21 Samp @ Sample 37
F | 0.94 ng/mL Sample 6 Sample 14 Sample 22 Sample 38
G | 0.47 ng/mL Sample 7 Sample 15 Sample 23 le 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 2 ple 32 Sample 40
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Assay worksheet

LBIS KLH (TDAR) Ea\lg&; Kit
t

[Storage cogditio, ore the kit at 2 °C - 8 °C (Do not freeze).

[Term of validit Expiration date is indicated on the container.

[Manufacture #] AKRKG-010

[Cat #] 632-13751

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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5.8 % an
B Ak o A RE 58
A e e oL —~ P 9 wels(8x12),/ 145
(B) Standard anti-KLH rat IgG solution (300 ng/mL) O

HLKLH S b IgGEBEA(300 ng/mL) ks 200 LK
(©) B solution ZDFHEA 100 mL/ 17
T okl o114 ey AR 004/ 1%
O moamy ) ZDFFEA 12mL/ 1%
(H) Stop solution Be careful!

RIGEILR BRI COEFE 2mL/ 1%
s (1) ARG 00mL/ 17
Plate seal
JL—hi—)L D AL
Instruction Manual 120
ERGRBAE \ =

6.:0ZDAR

\ (2 BREINBEETY)
‘%"C@ﬁﬁf%i@“o [FMIREER] £5356

*:F“J F@Eﬁﬁ(iﬁﬁﬁﬁﬁ(l%\ :|:/J:|:|1(20 CT~25 C)(L}:L/
*5.T [ZDFFFEA] &HIMRIERIEEETD
DIEDVWTETFERDODEE CHELTTZE0,

* ﬁ'JIE(«.M\%Hﬁ?Z_Huit%%uﬂ*”L/_C<7Léb\®3ﬂfd~f5ﬂ(dia'3f'ﬂb\/—\b‘d< ZEW) .

(iR#E S Nz EEER)
[(B) Standard anti-KLH rat IgG solutiof80 ImL)] ; {REERFRVERR A

(B) Standard anti-KLH rat IgG solution (800 n@imL) (/&) & (C) Buffer solution Z{#> TIRERRZ AR L
TLIEEW, Field—fhITd,

BERROBE ) Buffer solution = (ng/mL)

RAEBRIR R 450 uL 30
30 ng/mLizR 200 pL 15
200 L 75

200 pL 3.75

200 pL 200 L 1.88

1.88 ng/mLia% 200 uL 200 pL 0.94

0.94 ng/mLi&R 200 ulL 200 pL 0.47
0 (Blank) 200 pL 0

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

100 uL ZFDDENCEI2Z IR U TUVE T, EiER%Z(C) Buffer solution T 100 f&(CHAFRLTIZELN,
[(1) Wash stock solution (10x)]

IR RR(10x) 2 R SNITARRIK (FEEK) T 10 BICHRIRUTTZS,

{5 : 100 mL DIEHESFR(10x)+900 mL DFERIK (FEBK) (96 DIILETZEEATDIHS)

(HEDOREN LRFFE]

(A) KLH-coated plate

FEA (FEIRBEFR D TTRETS —I)LZRN L TUVRW) KLH BHEERX MU v T (FERD YW T2 —)L
INWOICRL., ZDFEF 2 C~8 CTHRELTLZEV, BMHIRNEEGZREET .

(B) Standard anti-KLH rat IgG solution (300 ng/mL)

Fv hZEDEIUTHERIIRHMERATIERICHEBELDERDEUATRARL. BDDORREIBRICES
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RWTESICEZ UMD ER®D. 2 T~8 CTRIFLTLKZSL, BMEIRNLZERZREF T, &R
UeBREFRFES(TEARAL. RFEFLRVTIZEU,

(C) Buffer solution ’XTUF) Chromogen (TMB)

—EBDBERZERAT DIREAVEBEEXL DD UEZHDEZFIDFERICEL. BDEBRICESIRVWTESICE
ZUDMDE, 2 T~8 CTHRIFLTLZEL. BIHIRARELZREEFT .

(D) HRP-conjugated anti-rat IgG antibody

Fv bZEDEIUTER T SBREAIREF (CHEEL DI H UGRIRARL. KD DREREERICRSIRNT
BES5(CEZULoMD LD, 2 T~8 CTHRIEFELTLSZS V. BMEIRNEZESHZREF I, FARKDD
FBIRBHRISERELTZS0N,

(H) Stop solution

ERKDZRFIDHBEEFEZLOND LD, 2 T~8 CTHREFEL TSV, BRERALZEEZR
5%F9,

(1) Wash stock solution (10x)

EERRR(10x)ZRFIDHEEE. BEZULoMD LD, 2 T~8 CTHRIEFL TV, BMHARNE
EMEHEEET . FEREDORIRBEHEERIIEREL TIZEU, 6

7 ROBY . O

AFwv MMISY MDBF(FIMERDOS Y MLKLH-IgG Hrikiiiz8E U3 .

RIRIITEEC UIEN D TEEMU I SITHETDH. —35 CUT CTHERGFO TSV, HiE UK

(FAIE T DERNICARERUITD (TEHRL T EEU, 2D &bwﬁ% FTLIEE0, IEULVERNE

SNIRWRERIICIRDET,

oA U IEtR{R B IR BRI IR EORERR /XD EXT L <IEE0N,

XIEMADHE (SISHE - Bn%) T 3ACERERDS - BOAEMEA RS EREORR RS

BAELBDEIOTHECEALRVNT EEW. F+v hDIgE 1ngﬂuitwﬂ#ﬁh§?°

o IRIMMDIR(C & NHDRME % AT D D8 T ‘ b\mﬁﬁﬁﬁLﬂgmmm%ﬁmE%uw

5 X DueENEZSNEY,

o&D&UT,Wmaéﬁ%uiﬁﬁﬂ%tﬁ FCAHWNWTL S,

o IHEYNEBDFENEEN UL VRIR(Z, E—# B3 2 R MALDOFBRIRETHIRNER =T

BLTLESEL,

OSERRNRSZER T DD, REFEHE 500 U EICHFIRUTSESW, FMACLIDERDFINR

HREIREZ(E 500~50000f5C 9 , LEERIBNIC AR L OFARL CL<eal\, BEDFEIRERE, &

9% RMEHICKDERDET, 3 2I5EEHSNUHRBRES AV TRER CHAIRUVAIED

TILICELTLIESL,
¥RAFFFRD—15I

L#&FR (50 f5) 50015 50001 500001

TR (L
R

10 :V”’ 20* :V/’ 20* :y/’ 20*
490 180 180 180

i) O EDIEMERORBIRUIRAE

(REDREE 73ik]
BRANSEREME T S(CAIET DN 1 BELAICAET DIHEE 2 T8 CTHRIFLTLESL, Fel &

HIICIRE I D5HEIF. —35 CUTTOFRBREZHRELFT. Ft. RAOHREARKRARE LTS
LYo

8. RITEIRVEE

FORRIFRIRD DETIORICHE S BEERFE O CTHREL TS EEU,

KLH Bt L — b2 —)LE. TL— MFEDICERICED THSRANALTLIZE0N,

(1) HBESHUHRARUIEESEERZ D TILICHRZU. 3 BIER(x Q) LET ., TDE. R—/\—SFA)LRE
DETTL—hEFESICL, BLPEDFBLSCLUTOIILICEDIERERDREET .

(2) BRARRITED ) LICHRTRGARE AR %Z 50 M L3 DELET,

(3) EEMSAEDTILICREEDZERRZ50 uLd DELET,

(4) N17o0O0FL—MRESEREZANWTEE(*xQ)UET,

(5) TL—bh>—)L&EMD, =R(20 C~25 C)T 1 BEMEHE(xQ)LET.

(6) RINHETHR. RIGRZEBTRFREZEDTIVISHEL. 3EEER(xO)LET, ZDE, R—/\—45F
JVIREDLETTIL— hEHES(CLU, BLMNEDIFBREIDICUTITILICE D TERERDBREET,

(7) FITJLICHRP &S WY MgG HifkE 50 uLd D LE T . o0 L — MREDEERH
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LBIS KLH (TDAR) Rat-IlgG ELISA Kit (# AKRKG-010)

WTEH(xQ)LFET,
(8) TL—bh>—JL&EEED, FR(20 C~25 C)T 1 BFEERE(xQ)LET,
(9) RIDHETH., RIGRZEETRFRZEDTIVISHEIZL 3 BR(xOQ)UET, TDE. R—/\—45F
IREDLETTL— hEHFES(CL, BLIPEDFBELSCUTIOIILCE D EREMDBREET,
(10) B TIVICRERZ50 L3 DELET . Y100 L — MRESFRRAEZANTER(xQ)LET,
(11) TL— RS —)LEBED. Z8(20 C~25 C)T 20 HREEFE(x ®)LET .
(12) HEOTIVLICRIMEIER Z50 u LD L. HRERSZELEUET,
(13) #BIE(x Q)& BE(CNro0O0T L — NEDEHESTT 450 nm (BIEE 620 nm) TORICEZRITE
LET, alKREE 600 nm~650 nm DEFE CRERATEET,
(D) (*@). (x QNUEFIEME (14 R—) BSTSBLIZEN,
9.5t8
(1AES (AREMRZER UET, Mtz FER LU X MEEESRERE(ng/mL). Y Sz EOELE
BHHRD S I &AERR U T ZE U\, 1ZEERRER(T T Web B b [$4fiIEER fEL@%—‘;Z’%EﬁJ HCS
BIEE0N,
(QIZRERIRK D . HBIRIRAEDINE (CXHIST DEE (ng/mL)%'cS?IH#HRDi@'o TIRE (CHRARHRIREK
=R UATFEBEEUET,
* ARRDIRFEE DR FRIR A E K DIMIZ5E(E(C) Buffer solutlon(gﬁ RIGARUBEANEZE
LT IEE0,
* — B mREDIZRERRORINES 1‘J‘L_0)7fﬁ47k(a“f§1§1/1§zhtﬁé4§ BEATETDC EEDBEDHE
UESC
* EBIIRT(E, 3 RZBIEXEEE 4F 235/ (S A -5 —
* Zv SORRKRFT R (FEEARAEIA PMMDAREIER IR & & St

SEHEUET .

0.01 L L
0.1 1 10
Anti-KLH-TeGlng/ml]

D5 D (IEEMIFEHITYT (EER. BIERBICLDEHUETD) .
10.Fv bODIEEE
o HITEEGH
v ML KLH-1gG #iAfiffiZz 0.47 ng/mL~30 ng/mL DEFE CRIETEEI,
oY

ZD ELISA RTERASNTULDHRP &MY MgG FUAES Y b IgG (T L THENTY,
Swv NgM EDIREM(E ELISA LNIILTNNY OIS T2 RUTFTY,

ofBEER (VY A/NZEE) (5 FAIE. 2 1&F) 19 C. V. fB(310 %Ki
oFBIRMEER (FyrEZE) (4 |AE. 3 Bk 4 BH) 1 C. V. fB(310 %Kit
o DNEIIGHER

2IMBIRIRICERIZD IREDS W MLKLH-IgG FUAZ RNl UAIE UFTHER. [BIURE(395.5 %M 5101 % T
Uiz,

o FMIRERRIE

20MERAAZ BT (CATRAEETR CIERMEAIR URIE UIcHESR, BAREIRD R2 (30.999 TUT,

M. 535N a1—F1>0& QA
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LBIS KLH (TDAR) Rat-IlgG ELISA Kit (# AKRKG-010)

e INRTDIITILTDRIEHFEUN
EREULTERSNDCE
1 EERARIRD ANE Lo
2)FB(CRHET DAFEBRDANT.
)FEB(CHET DMEBRDEDEX PPHEIFGAEAR,
4)EEZRIAERIDR A
5F v MREREDHE (REUIEHES
6)~ L — bOBEIIRER,
NEERODEEMEN DI,
o5/ MEEERRERE (0.47 ng/mL)D OD fELNTS> %4 OD fERNE LK 12B,
FERELTERISNDCE
FENTNEY., FR2Tho /.
NILAFIA T - PESAEEY ERISEDFTREER 3 MR CHRRT 4E~6E(CHEY LT ZE0Y, )
o EMREX(CV)N ARE LN
EREULTERSNDCE
)FRFENTEH, A2 Tho .
NZHEMPDEBIRME. £ (IMRADBHNARNTTD THoIc (EIERADIEH ToTLIEEWY) .
3)ERY T+ D IBIEN—ETIFEM D I, \
oQ-1:Fv NINEILTHERAI B ENTEEIN?
A-1:TEEI., TL— MNIEESNIEERS —I)LE X MUY TR (& wA—IRETHIDEEL TTE
BLIEEW, ERUBVWTL— MMEIS—)LZRED t#ﬁf%%‘c;%iﬁﬁﬁ%% <TZ&E0N,
0Q-2 : JL— hEMDE UESDTILORTHRENAD TOFESIEAFEI T H ?
A-2 : B C(HMREFEEERNFTIEL THD XTI,

e E(CFHFLWKSTIILEZ 2 —F 1 > Q8A (it ZR— ZTBELES0,
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LBIS KLH (TDAR) Rat-IlgG ELISA Kit (# AKRKG-010)

(AEFIMIZEEFTYIVARN]
NI EURERBAE T — 5 U CTIRIARSRAF, BIESRAF. BIETS R B ERFZIT O TIIEE),
BEEGE M Web T+ MNEUVWERZH T /2HDRA > b (BE) MENC [Q&A] ZZBRRIZELN,
O DzITL—b #EEZRDCERR20 CT~25 C)CRLTLSZEV, EREICIF20FMGIHE
O RMEEEROMIN  BRESNIZRBRRKT, 10&(CHIRLTIES 0N,
O BREEROAM F)  BRIESNIEEERT. /FRMLUTIIZEU)N,

FREERIRR
50 pL 200 pL 200 pL 200 pL 200 pL 200 uL 200 puL
RER BER RER EER TEENR RER RER
450 pL 200 pL 200 pL 200 pL 200 pL 0 200 pL

’ O
S 15 75 3.75 @ 0.94 0.47

SIS RS ER @
O KLHE#B{L9s T)L T L—
O 136938 (GERRREE. B5ICRORESS *@
O AR FHKLHS v NoGESERTR 50 L *@
O . R0 T~25 C). 1B rc% *@ 03
- HRPESEHS Y MoGTADER. :@%__cﬁgﬁﬁmx 100851CATRLT

<IZEW, mfREROAR(IE— (4TD,
O 135838 (GoeRmis. ST *@
[ HRP#EEHS Y NgGH 50 L * @
O [#B#. R0 T~ FERIS. FRE *Q*Q
O 3693 (555%5@%" 5 (CRDIESE) *@
- iggw o TMBASERIEENTVS I LERE o 5
O e ~25 C). 2093FIRIG. EE *@*®
R Emcsomeecze s ouL | *@
O JER  (BE5CER) %@
B @5(:”&%55@]? __(I‘?&E%E)knm\ &l E620 nm:600 nm~650 nm)

SIREFT L — NEEDENSEZF v ILUET

(x Q)FEFRZEDTIVICHFE. FOOSDLTIMEFERIRDEELF T, LEGHRERE. RX—/(—5
A LEICTL— hEFES(CUTMEEFRETRICHFRELE T, HRRRERDIZRSERL TRDBRZE
BS(CELET, FER=E t/\‘J N TR 3BEDREER (4300 }JL/'jI)l/_Cg_o jl./ Nt C e
BADIZEDENBZRII5 mL/ 3~25 mL/ 5 (J XILDRICEIDERDET) TI, H—RISEZDOYIED%E
BOHFITIVEIDOIAZSTERELUTLEEV, [HHHEE] OBzl SRIZE0N,

(* QEHDEZR (4600 rpm~1200 rpm-10F2[E. 3[0l, [BHRE] OEEZ SR IZE0N,

(B TERI L — b —ILZM>TRREL T ZEL, [RICEM] ofEzECSBIEE0,
TL— b —)LIHMRERERN LT, $hBEEZT L — MUICUTHDRHITTLSESV. —EBFERLETL
— b —)UEBERLIRNTSIZE0,

(*@D)ERYFT A IICETBRERSEIT EXRVFTa T OBEESSBLIES0N,
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LBIS KLH (TDAR) Rat-IlgG ELISA Kit (# AKRKG-010)

D—pS— bk (f)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12

A 30 ng/mL RAKA 1R4K9 1&RAR17 184K 25 1R{KR33

B 15 ng/mL 1RK2 1&{K10 1&4K18 1&4K26 1R{K34

C 7.5 ng/mL IRK3 HRAR11 1&4K19 1&AR27 1&R{K35

D 3.75 ng/mL 1RK4 1&R{K12 1&4K20 184K 28 1R{K36

E 1.88 ng/mL 1RAK5 1&R{K13 1R4R21 &K 29 1RAKR37

F 0.94 ng/mL 1R1K6 1&{K14 &R 22 1&AR30 1R{KR38

G 0.47 ng/mL RAKT7 1&{K15 &R 23 1RAR31 1&R{K39

H 0 (Blank) 1RK8 1&{K16 1& K24 1&%3% 1&{R40
& CEARICCHRIES LW EilT Lo > RRUVFEEIR
oELISA E(FRTFERIRICIDHEZRITE I . AITIRIE. FHERICIBIODZE CT~25 C (EB&e L
FEEAFIR-FINEE) ZEFLUTIZEV, Feo AR (ITZI =) : 0.4 m/sec L E.
MRE 30 %ERBDIRIBET CTORITE (LT TS EEV. 2O ZEEFT ﬁ 0.4 m/sec L k. BE
30 %FBDIRIE T CTERIET DIHE(CIE. BTV ITDEBERICES —IILZFTBDECMR. T
DRI EZEHRET TZE0N, &
) A >FaAR—FA, FEEXFO—ILEENTEHERD o

SBIEEDRIBEMAICLDITHRAEN
BIRADBENSDFITDT. FlEEE Web U1 b OS] TTHERLSTES0N
o BZRXFT VI TORMERICIF(C(E. DT ILDEZIE. BYODEN. 'mEDRD . D REDERREZIET 5.
NI TL— S —)LERD TLIESU,
OIRAR L BRI CARFI NSRS BSRNELD (LT ZEDIITLIEEVNA DL/ FYv IO HEREPEDH LET,
oFK(L 96 ITIL T L — NMIERTBIETI BEPETY ., AERITTRFLTLIESL,
UHMEILRIFMER I BETIIEETY,
oA+ W N ELISA SEDFHERIR T Uz
BRICEERY T TIREOBIRMEN =
HEfFLNIATF v MEMER(IFLE ERAERETEICDIFTLIEE0,
EAFFAE B (T IFRLnT LS y ROENMNES T, B, O, B0, KEEICHELEEBS(
ES(CKEKTIED TRV FEDILSUEZ TV, MBS EFEMOFLETEZIT TS0,

oA+ v N ERL TUL\DIGHE EREPEYEZ LIRWLWTLTZE0N,
o HEFFE(IOT I:/\u74b\t" <IEE0N,
o[V hESMEDHIR L (I TEDIRNTLIESL,

o IRAR( LR D IEPR EDOELUTRERDEEUVTEDIFR> TLZE0V\ ATy NMIFWIERROM D ZS
ATWET,

o [HRIBHD FERUISHEERSE (T 1 %LU 2% 0L —)ILT7)LTE RER(E 0.1 % LEDRE
icE ity UL/ RIC 1 BB BRI TS ESV £2EA— MMIL—THERUE U THEELU T ZE0),
{ER UIo B oR(E A DOFEMRIE ST ODARE MO CEZ R DER (CRE > THEEL TLIZEL,

C(HHEBEDOT TRV, AFERFCIETS
MTEARLIES.
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http://www.shibayagi.co.jp/movie_008.html

LBIS KLH (TDAR) Rat-IlgG ELISA Kit (# AKRKG-010)

\@

CRIES)
Zil=)
CRIEE] CRIEH]
(Ov hES) (B21HARR)
(fa&]
(5] L E 2@ KLH(TDAR)S v I~-IgG ELISA Kit
()77 0—R] AKRKG-010 (Y6 3—F]  632-13751
e LBIS Anti-KLH(TDAR)Rat-lgG ELISA Kit
pEE (AKRKG-010, FUJIFILM Wako Shibayagi, Gunma, Japan)
[BREVEEE]

B SELX7CMVADI-INVFHRIEH

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

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

B ET 7ML NEMERIEHT
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	6. Reagents supplied
	0 (Blank)

