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For Research Use Only. Not for use in diagnostic procedures.
Code No. 291-91201 (96 tests)

LBIS™ Rat KLH-1gG ELISA Kit (TDAR)

Please, read this instruction carefully before use.

1. Intended use

LBIS™ Rat KLH-IgG ELISA Kit (TDAR) 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™ Rat KLH-IgM ELISA Kit (TDAR). This is intended for
research use only.

2. Introduction

ICH (International Conference on Harmonisation of Technical Requirements of Registration of Pharmaceuticals for Human
Use) issues a guideline “Immunotoxicity Studies for Human Pharmaceuticals S8” in 2005. In the guideline, TDAR (T cell
Dependent Antibody Reaction) is recommended in case target of a pharmaceutical’'s immunotoxicity is not identified. It says
“The TDAR should be performed using a recognized T-cell dependent antigen (e.g., sheep red blood cells (SRBC) 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 antibody production by “class-switch” following the secondary
response are tested. This kit makes it possible to measure IgG-type anti-KLH antibody in rat blood samples, and most suitable
for TDAR test when used in combination with LBIS™ Rat KLH-IgM ELISA Kit (TDAR).

3. Assay Principle

In LBIS™ Rat KLH-IgG ELISA Kit (TDAR), standards or samples are incubated in KLH coated wells to capture anti-KLH
antibody. After 1 hour incubation and washing, HRP (horse radish peroxidase)-conjugated anti-rat IgG antibody is added
and incubated for 1 hour together with captured anti-KLH-IgG. After washing, HRP-complex remaining in wells is reacted
with a chromogen (TMB) for 20 minutes, and reaction is stopped by addition of acidic solution, and absorbance of yellow
product is measured spectrophotometrically at 450 nm. The absorbance is nearly proportional to anti-KLH-IgG concentration.
The standard curve is prepared by plotting absorbance against the standard concentrations. Anti-KLH-IgG concentrations in
unknown samples are determined using this standard curve.

4. Performance Characteristics
- Assay Range
The assay range of the kit is 047 ng/mL - 30 ng/mL.
- Specificity
The Peroxidase-conjugated Antibody of this kit is specific to anti-rat 1gG.
The cross-reactivity with anti-rat IgM is less than the detection limit.
- Precision of Assay
Within assay variation (2 samples, 5 replicates assay), the mean CV was less than 10%.
- Reproducibility
Between assay variation (3 samples, 4 days, 4 replicates assay), the mean CV was less than 10%
- Recovery Test
Standard anti-KLH rat IgG was added in 3 concentrations to 2 serum samples and were assayed. The recoveries were
95.5% - 101%
- Dilution Test
2 serum samples were serially diluted by 3 steps.
The dilution curves showed linearity with R* = 0.999.

5. Precautions

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

- Wear gloves and laboratory coats when handling assay materials.

- Do not drink, eat or smoke in the areas where assays are carried out.

- In treating assay samples of animal origin, be careful for possible biohazards.

- Ware 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 TMB Solution may cause skin/eyes irritation. In case of contact with
these, wash the place thoroughly with enough water and seek medical attention if necessary.
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- The materials must not be pipetted by mouth.

- Residual 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.

- Dispose consumable materials and unused contents in accordance with applicable regional/national regulatory requirements.

- Use clean laboratory glassware.

- In 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.

- ELISA can be easily affected by your laboratory environment. Room temperature should be at 20C - 25C strictly. Avoid
airstream velocity over 0.4 m/sec. (including wind from air conditioner), and humidity less than 30%.

6. Reagents supplied

Components Use Status Amount
(A) Antigen-coated Plate Use after washing 96 wells/1 plate
(B) Anti-KLH Rat IgG Standard Concentrated. Use after dilution. 200 uL/1 bottle
(C) Buffer Ready for use. 100 mL/1 bottle
(D) Peroxidase-conjugated Antibody Solution Concentrated. Use after dilution. 100 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(I) Wash Solution (10x) Concentrated. Use after dilution. 100 mL/1 bottle
Plate Seal - 3 sheets

[Storage and Stability]

[(A) Antigen-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
2C - 10C.

[(B) Anti-KLH Rat IgG Standard (300 ng/mL)]

Standard solutions prepared above should be used as soon as possible and should not be stored.

[(C) Buffer] and [(F) TMB Solution]

If not opened, store at 2C - 10TC. Once opened, we recommend using them as soon as possible to avoid influence by environmental

condition.

[(D) Peroxidase-conjugated Antibody Solution]

Unused working solution (already diluted) should be disposed. The rest of the undiluted solution stored tightly closed at 2C -
10C.

[(H) Stop Solution]

Close the stopper tightly and store at 2C - 10C.

[(I) Wash Solution (10x)]

The rest of undiluted solution (unused) : close the cap tightly and store at 2C - 10C. Dispose any remaining diluted buffer.

7. Equipments required but not supplied [ ] Use as a check box

[] Deionized water (or Distilled water).

[ ] Test tubes for preparation of standard solution series.

[] Glassware for dilution of washing buffer (a graduated cylinder, a bottle)

[] Pipettes (disposable tip type). One should be able to deliver 10 4L - 20 u L precisely, and another for 50 L - 500 L.
[] Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 u L.
[] Paper towel to remove washing buffer remaining in wells.

[] A vortex-type mixer.

[] A shaker for 96 well-plate (600 rpm - 1,200 rpm)

[] An automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle.
(1A 96 well-plate reader (450 nm = 10 nm, 620 nm : 600 nm - 650 nm)

[] Software for data analysis.

8. 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 zL. Samples should be immediately assayed or stored below -35C
for several days. Defrosted samples should be mixed thoroughly for best results. Don't repeat freeze and thaw.
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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.

Make sure to dilute samples more than 1 : 500 to avoid any nonspecific reaction. Recommended dilution rate is 1 : 500 -
50,000 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 (50%) 500% 5,000x 50,000%
Sample (uL) 10 20* 20* 20*
Buffer (uL) 490 180 180 180

*One rank lower diluted sample

Storage and Stability

Sample is stable at 2C - 10C within a week. If you have to store assay samples for a longer period, snap-freeze samples and
keep them below -35C. Avoid repeated freezing and thawing cycles.

9. Preparation of Reagents
@ Bring all reagents of the kit to room temperature (20C - 25C) before use.
@ Prepare reagent solutions in appropriate volume for your assay. Do not store the diluted reagents.

[Concentrated reagents)
[(B) Anti-KLH Rat IgG Standard (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 Concentration (ng/mL)
Original solution : 50 uL 450 uL 30
30 ng/mL solution : 200 uL 200 uL 15
15 ng/mL solution : 200 u L 200uL 75
7.5 ng/mL solution : 200 u L 200 uL 3.75
3.75 ng/mL solution : 200 u L 200 uL 1.88
1.88 ng/mL solution : 200 uL 200 uL 0.94
0.94 ng/mL solution : 200 uL 200 uL 047
0 (Blank) 200 uL 0

[(D) Peroxidase-conjugated Antibody Solution]

Prepare working solution by dilution of (D) with the (C) Buffer to 1 : 100.

[(I) Wash Solution (10x)]

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

10. Assay Procedure
Remove the cover sheet of the 96 well-plate after bringing up to room temperature.
(1) Wash the (A) Antigen-coated Plate by filling the well with washing buffer and discard 3 times (*(D), then strike the
plate upside-down onto several layers of paper towels to remove residual buffer in the wells.
(2) Pipette 50 4L of standards or diluted samples to the wells designated for each.
(3) Shake the plate gently on a plate shaker (*®).
(4) Stick a Plate Seal on the plate and incubate for 1 hour at 20C - 25C (*®).
(5) Discard the reaction mixture and rinse wells as step (1) (*().
(6) Pipette 50 uL of (D) Peroxidase-conjugated Antibody Solution to all wells, and shake as step (3) (*®@).
(7) Stick a Plate Seal on the plate and incubate the plate for 1 hour at 20T - 25C (*®).
(8) Discard the reaction mixture. Rinse wells as step (1) (*@).
(9) Pipette 50 uL of (F) TMB Solution to wells, and shake as step (3) (*@).
(10) Stick a Plate Seal on the plate and incubate the plate for 20 minutes at 20C - 25C (*®).
(11) Add 50 uL of the (H) Stop Solution to all wells and shake as step (3) (*@).
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(12) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm : 600 nm - 650 nm can be used as reference
wavelength.) immediately using a plate reader.
s Refer to 14. Summary of Assay Procedure for notes of @, *@ and *®.

11. Technical Tips

- In manual operation, proficiency in pipetting technique is recommended.

- The 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.

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

- Optimally, the reagent solutions of the kit should be used immediately after reconstitution. Otherwise, store them in a
dark place at 2T - 10T.

- Time the reaction from the pipetting of the reagent to the first well.

- Prepare a standard curve for each assay.

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

- The TMB Solution 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.

+ To avoid denaturation of the coated KLH, do not let the plate go dry.

- As the Antigen-coated 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.

- 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.

12. Calculations

(1) Prepare a standard curve using a two-way logarithmic section paper by plotting absorbance™ (Y-axis) against Anti-
KLH-IgG concentration (ng/mL) on X-axis.

(2) Using the standard curve, read the Anti-KLH-IgG 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 parameters or 5 parameters method for log-
normal plot in computer calculation.
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13. Trouble Shooting
- Low absorbance in all wells
Possible explanations :
1) The standard or samples might not be added.
2) Reagents necessary for coloration such as Peroxidase-conjugated Antibody Solution or TMB Solution might not be added.
3) Wrong reagents related to coloration might have been added. Wrong dilution of Peroxidase-conjugated Antibody Solution.
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.
- Blank OD was higher than that of the lowest standard concentration (047 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 Peroxidase-conjugated Antibody Solution.)
- High coefficient of variation (CV)
Possible explanations :
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
- Q-1: Can I 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 : I found there contains liquid in 96 well-plate when I opened the box. What is it?
A-2 : When we manufacture 96 well-plate, we insert preservation stabilizer in wells.

14. Summary of Assay Procedure [ ]: Use as a check box

* First, read this instruction manual carefully and start your assay after confirmation of details.
[ ] Bring the well-plate and all reagents to 20°C - 25°C for 2 hours.

[] (I) Wash Solution (10x) must be diluted to 10 times by purified water.

[] Standard solution dilution example :

Original solution

50 pL : 200 pL _200 uL ‘_200 ulL _200 ulL 200 L 200 pl
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 pL 200 pL 200 uL 200 pL 200 pL 200 pL 200 pL
Concentration 5q 15 75 3.75 1.88 0.94 0.47

ng/mL
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Antigen-coated Plate

TMB Solution

Stop Solution

e e A o N B O

Measurement of absorbance (450 nm, Ref 620 nm : 600 nm - 650 nm) immediately using a plate reader.

Diluted Samples / Standards
| Shaking, Incubation for 1 hour at 20T - 25C (Standing)
Meanwhile, Dilute (D) Peroxidase-conjugated Antibody Solution to 1 : 100 with (C) Buffer returned to 20T - 25C.

Peroxidase-conjugated Antibody Solution

| Shaking, Incubation for 1 hour at 20C - 25C (Standing)

} Shaking (Immediately shake)

(Ref. wave cancels the dirt in the back of plate.)

(After dispense, the color turns to blue depending on the concentration.)
} Shaking, Incubation for 20 min at 20C - 25C (Standing)

(After dispense, the color turns to yellow depending on the concentration.)

| Washing 3 times (After removal of wash buffer, immediately dispense the next reagent.)

| Washing 3 times (After removal of wash buffer, immediately dispense the next reagent.)

| Washing 3 times (After removal of wash buffer, immediately dispense the next reagent.)

*®
50uL
HONE)
*@®
50uL
HONEO)
*®
50uL
HONE)
50uL

@

* (DAfter 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 Peroxidase-conjugated Antibody Solution.
Standard of plate-washing pressure : 5 mL/min - 25 mL/min. (Adjust it depending on the nozzle's diameter.)

% @Guideline of shaking : 600 rpm - 1,200 rpm 3 times for 10 seconds.

% (3)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.

Worksheet Example

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 Sample 35
D 3.75 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 1.88 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 0.94 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 047 ng/mL Sample 7 Sample 15 Sample 23 Sample 31 Sample 39
H 0 (Blank) Sample 8 Sample 16 Sample 24 Sample 32 Sample 40
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Assay Worksheet

15. Storage and Expiration

The intact kit is stored at 2C - 10C. Reagents, once opened, should be used as soon as possible to avoid losing its optimal assay
performance by storage environment.

LBIS™ Rat KLH-IgG ELISA Kit (TDAR)

[Storage] Store at 2C - 10C (Do not freeze).
[Expiration date] Indicated on the container
[Package] For 96 tests

[Cat #] 29191201

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

http:/ffwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

US.A Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile : + 1-804-271-7791 Facsimile +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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ARIHARRARETY, FHZHAE L TERATZZEA,

Code No. 291-91201 (96[E )

LERXA ™5y b KLH-IgG ELISA % b (TDAR)

| R VA s B 2 IV

R3O RGBT 5 74 K74 » ICH S8 Tl fEmMEOMNANEE 2N TV e WIHEITIE T Ml r iy
HHEE (TDAR. T cell Dependent Antibody Reaction) ASEdEE w4,

TDAR &, T Mg EsE L ShTwb, 72& 213 KLH (Keyhole limpet hemocyanin) % $%5- L C—®kPUERIFLIC X 5
IgM PEBUADFEL, BIZ ZRIEHEBE DO 7 5 A « AL v FI2X 5 IgC PR EZBISE L4, Afy MET v MMt
DIgGHDOPKLH RS2 B HICHETEZ 0T, FEOHMIZERHETYT, LE¥EA™ 59 b KLH-IgM ELISA ¥ v b
(TDAR) & BT ITHA T S,

AK¥ v MIF v FPLKLH (Keyhole limpet hemocyanin)-IgG Jufffili & & w I E T 5 720 O R AEMNE LT AF v b
WEWFFED A ST S v,

SUMDFFE
- ARULEEENZ 2 BF] 20 4 C9,
- Iy MG F 2 ZMEEFR O v ML KLHIgG Pufifiiz e L F 3
- PR AR T E T RE T,
1%y ME9% T VTT,
FHERIZ T v PHEDO L DT,
- ETORFEIXAEHRS A T T,

2. P B

AKF v MIEREL, FPMAEZ KLH Bk~ 707 L — Y 2 VHTA v Fax—FLFET, 1M v F2R— g
LR, NV XTI —ERAIT v b eGPk EIZ, WS N5 v MU KLHIgG fifk e & I 1 RRA » F 2=}
LEd,. MEOWERER, YooVt F Y ¥ —¥a2 TMBHHE S SEE T, JUSIBEDOEROTMTELE S,
BB OFERA U2z MO WA 450nm (Bl K 620nm) Tl S FE 3. WX T v Mt KLH-IgG JuiRfiliic 1T LBl
LE 3o Al UCeEE 7 a Y b UREREIER 2 VR L. Z OREHE iR A & Rk h o EE S e S E 3

3. ¥ v boOTERE

- 0 #ii P
Z v b P KLH-1gG difkfli # 047ng/mL ~ 30ng/mL O#PHCTHIETE 3,

- FRELE
Z® ELISA RTHHENTWARVF F ¥ 7 —BREHIURIZS v b 1gG 126 L TR TS,
T v M IgM & DOEREMIE ELISA LNXVTNy 72759 2 FUFTY,

AR (7 A WEE) (6 ERE. 2 K 35 C. V. AEIX 10% Al
- HHMRER (7 v A L) (4 EHE, 3 Bk, 4 HH) g C. Vo AHIE 10% A
RAIEEVE Y 75

ML 2 MAKICE 7 5 33D T v Mt KLH-1gG Uik 2 30 Ll L 7-R5 3, W 1E 955% A 5 101% T L7z,
- AR
L 2 ek 2 AR | A BT C 3 B AR LE L 72 R, IR O RY 13 0999 T L72.

4, THHNIIC CHRE X 2WEGR Lot ¥ F RS

- ELISA 3l sREIC X W B e 2 £ 9 WEiRiE @ UsETo=RE 200~ 25C (A LFziEdf vy Fax—%
W) ZREFLTCTF SV, 72, il (7 aroald&de) @ 04m/sec Yl b, B 30% A DO BEHE T CORIEILAET T
TEV, RL2HET. WEERMEZEGE : 04m/sec Db, B 30% RifOBEE T TEMBT25A121X. AT v 7OFE G
i, L= b= EFTHIEMA. FitD X9 R lig:d THRE T S v,

Bl 4V FaN—FN, BEAFO— VEFNTEES S E55%, MEEOBRESRMICE VIR T ESR LA H D

FFTOCT, NI BHWEDE T Z v,

CHEAT Y T TOFBERKICHIIE, 7 o VO, BYoRA, BEORY . MEREROEEZNIET A, T T - —
VRS TR E W,

IR E AR PRESL VI ) ICRKEDITTCT SV, 172V 1 Fy TOTHHEZBED L7,

BRI 6 T VT L — MIHT S F TIEEOEAEH T, L2 I TR L TF 3w,

- BOnEIREIEEA T % F CldER T,

- R¥F v MIELISA 0526 T L), 2B EEO T TITHH T IV, HFERETNET ABICIIERYy T4 v 7
Bt O FIRMED 8 L TS SR S v,
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< WEARAP ONICARF v MEREFRIZ TS, IR, REEHAKE FIZOTTF & v,

CHREEZEE IRV TT SV, AF vy boRIENR- T Hy O B BESICRE L2EEIEE B ITKEK TS
PRV T HF OIS 2ME Z T, BERIGGREMOFLTEZIF TSV,

CARKF Y PR L TOW AT TR ERBEZ L 2T FE W,

CREHRIOTERY T VT LBEWT R0,

a0y MEFOE)BRELFIRETHEDLLEVTT RV,

- BARIZBREOERENH S DL LTHRSER LTI FE-> TF v, AFy MIFWHkOK S ZATHE T,

S HHFEAROMAR, LRSI 1% R v, 2% 0V — VT Ve FE7213 0.1% ML EORTEEB S F ) v A
B TR ER I CTTF S v 2034 — 27 L— AL L CTHIEL TF S MM L 22T AR 03 M
T IR i DHLE I I K HIL DB 12 » THEFE L TT &,

5. TR i
K B wROE PO

(A) Antigen-coated Plate s s

SURRL T L — b Vet i 9%6wells (8x12) 14
(B) Anti-KLH Rat IgG Standard o

FLKLH 5 o TG i Nl 200ul /1A
Rl Z0F 100mL 1 4

R
(D) Peroxidase-conjugated Antibody Solution s

LR S — R AR PR 100wl 714
(F) TMB Solution

TMB ¥ ZOFFMH 12mL 1 &
(H) Stop Solution

ST 1 ZOFFMH 12mL /1 A&
(1) Wash Solution (10x) 14

EHRE (10%) B 100mL 1 A&
Plate Seal
FL—by—n B S
[ 2wk & A7 i k]

(A) PUEFHE T L — b
KEH FBIREZ RS 7ZIRETY =V EZFHPRLTWA) KLH B LA MY v TR Y Y 73—y 2R L,
Z0F% 2C~10CTHRIELTTF S,

(B) #it KLH 9 v b IgG ##,H (300ng/mL)
Fo bEoELTHERT2BEIMEMAT 2 EANCEEE L D) HLUAFFHRL., R OFEIERRICR S Z2VWTELICHE
Lo e, 2C~10CTHRELTT R, SR LA EEARIESICHEHA L, BEXLZVTTF SV,

(C) MMl (F) TMB A
— OB HFHT LB ERL VP LLZO0EEZHOEIRIEL, RO IZERIEILVTELIZEZ Lo ) D,
2C~ 10CTHRAEL TF &\,

(D) _VFF 3 ¥ —ViEAPURE
Fv bESELTHERT2BEAMEECHEEL DI M LARFRL, R OFRIESERIES 2V TEBIZELE Lo
20 EHD, 2C~10C TR LT S, HRD ORBFABITEERE L TF S v,

(H) B ki
%R 2 RETA2LEEEZ Lo2 ) L, 2C~ 10CTHRAFL TF S vy,

(I) P 10x)
Pl (10x) ZRAFT58E1E, H2 Lon ) LMD, 2C~ 10CTHRAF L TF Z v, MR D OARE A TSR I35
FELTFEW,

6. F v MUANCRELZBE F=v 27 Ab

CIEBIK (GEEAK)

OB e i A DU iR

CIBEE Rl o A8 (A AT Y V& — - U= — - i)

(5 v ZRAIER Y b (FWETF Y 7 TI0ul ~20ul ZIEHEICERY T4 Y7 TE LB D, KO50ul ~ 500 uL % 1EHE
WCERy T4 T TEDLDD)

(h#fEEE Xy b (B Eppendorf ® multipette plus). 50 uL Z#fEETE L LD
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OR—=—=F F VEEOWAKREDDH 5 b D FEEFHZITT L — MR- 722 ) <)
(e (Vortex 74 7)

O~xA27u7L— ML % #600rpm ~ 1,200rpm)

(196 7 =)V 7 L— MBS (HIVIEFE L) 23 e >~

(196 7 =7 L —bFY—=%— (450nm = 10nm. 620nm : 600nm ~ 650nm)
Or—2%8tifly 7 o7

7. BRI DR

A¥x v MIT v MIEE 23R o 5 v bt KLH-IgG HifiliZ e L9,

BRI BT LA o TRIL S CIZillE T 52 —35C U CHAEMAE L TF 8o SRS L 72052 3 2 TE i (2 7 3
LA L T SV, #0 KL OSSR TTF v IELWERPE SN ZWEKIZZ Y 9,

CAIML L 7R R E IR AR I B O AR E 2 ) T TOTERITTT v,

XIMIEIR D DRSE (RIRE - A 29 2 BIEBRETOIRE (FLY) - BSOS REHEEORRK L 2 255
FHY EFTOTMEHHLEWTTFE W, AF v oA, B 160me/dL Bl ETHENENE T,

CRIMOBRC e N ORI 2 SRS 5 OB TT S v, I8 S B AL EF S0 RmA A & RICEBEE2 52 5
WREEASE 2 b E T,

WY RORED O B BB iEm 0 a s CHRERIIE ISV TT S v,

- WEPE OB EED LRI, F—BREICBWT, B2 5 28, U MU EOFRRCTHNERME 2 MR L TF v,

BRI % S 5 720, B IE 49 500 5L EICATM LT F &V, JuiRfiiic L v 20 3 2MAEARE %13 500 ~
50000 5 CTF o BEHEMARNICAL L9 HPPEL TF S v MIROFHIRERE, 05 - MMSEMHFICL OV RE2 ) 5, Hik%x
FRT 280D S50 LoRBESEZ MW TREHCTENLIE Y 2 MIZHELTT &,

1RAAIRD—HI TLAR (50 %) 50015 5,0001% 50,0001&

HRAR(uL) 10 20* 20* 20*
EEPE(UL) 490 180 180 180

i) O EDEMERAIDFBIIRA

(R et & P15 i)
BRI SRS CICET 22 LHEHBDNICIET 25613 2C~ 10CTRAEL TR S e /2 RIICRE T 25813,
-BCUTTOHMRE IR L 3. £72. REOTHUIHKFRHE L LTTF S v,

8. M DM

*F v FORBEIZMEHFICL TR (20C~25C) IRLTFEWw QKHMIHEZTY),

¥5. T [ZOXIMH] LH2RFEEIRMRZTOTIORBTHHTE I, [HRRHEH] LH2HDIZOVTIRTROE
HTHEL TSV,

FPWECDERGIZTHELZTHRLTT SV (TAHZBEIZEBHWEDLET I W),

[55h & 7=t )
(B) L KLH J v b 1gG ##e 5 (300ng/mL) 5 Etie disiiE R i
(B) PLKLH T v b 1gG fZi#e 5 (300ng/mL) (EGE) & (C) FRARE % i o THEMEEEZ B L TTF S v, Fitid—pFlTd,

BEHE D7y & (C) Hefdim 2 (ng/mL)

AR 50 uL 450 uL 30
30ng/mL A 200 uL 200 uL 15
15ng/mL & 200 4L 200 uL 75

7.5ng/mL #3200 1L 200 uL 375

3.75ng/mL & 200 1L 200 uL 1.88

1.88ng/mL ¥ 200 uL 200 uL 0.94

0.94ng/mL ¥ 200 u L 200 uL 047
0 (Blank) 200 uL 0

(D) NVF F v ¥ —BREAYURETR

100ul A MTELEETRIEL TV FE T, BMiHE (C) AT 100 f5ICHMNL TF S v,
(1) P#EnE (10x)

PRI (10x) %= b S NzRE0K (K TLORRICHMLTTF S v,

Bl 100mL @ (1) PEiFiE (10x) + 900mL OFEHAK GEHA) (96 7 = V& TEMHHT 2HE)
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9. M ERIELE

PERTEZ IR 2 WICRICIET 2B 2N D > THE LTI & W,

(A) HUEBEHMET L= 1tD =3, TV — PARBICKRICR > THOHBLTFE W,

1) o Lo 2SI E LY 2 VI L, 3EZES (x@) LEFT. TOH. R=N=FF VAR EDETTL—
FMEIZL, BLMPEDITALEHICLTY 2 VIR 22 B & 9,

(2) BtRsE 7 = VICH R B AR % 50 uL F2o 0L £3,

(3) e Y o VIS KR ORI A 50 u L o5 EL 9,

4) ~4Z7ua7L—MREIBREEFHCTEE (x@) LET,

(5) FL—1bry—EIEY, =ik (20C~ 25T) T1HMEE (xQ@) LEd,

(6) FSHT th IS 2 5 T2 47 = VIZii7z L3 mkE (@) LET, TOBRR=N=FF VAR EDLETTL —
FEBXIZL, BCMPEDITLEHICLTY 2 VIS ER) & 9,

(7) £ 2V (H) v F ¥ 5 —EiEahihR%z 50ul $2o5FLET, v 2707 — MEEIEHREEZHWTEE (%)
LEJ,

(8) 7L — by — &MY, iR (200~ 25T) <1 HM#E (xQ) LEd.

(9) BTt RS & 35 CHREZ 247 = W7z L 3k (x@) LEFT. ZOH% R=N=FF VAR EDLTTL—
g2l BAMEDIFL L)L T o VIRl 2 & 9,

(10) &7 = v (F) TMB#HZ 50uL $2ELE T, ¥f27u7Lb—MREIHLEZHWTHE (x@) LET.

(11) 7L—br = ZMD ., =ik (20C~25C) T20 7M&EE (+@) LI,

(12) &% =iz (H) BUnVEIREZ 50 ul §2o4E L, izl L 3,

(13) #¥E (%x@) . HbI<A 707 L — MISEEERT 450nm (B9 FE 620nm) TOWEEZHEL 3. BlkER
600nm ~ 650nm DHFPACTHFTE T 5,

(x@), (x@), (%x@) 1. 12.WETMEMEL F v 27 A M2 ITSHT S0V,

10. 315

(1) W iR 2 Ve U 3 midlo 502 1 U X il 2 FE A% (ng/mL). Y $il 2 W6 oSt iiii 75 7 #18
B L TF &y,

(2) FEHEHAR X 0 . APRKOWIEE SIS SR (ng/mL) Z#HAMY T3, FAI - 72 RE ICHMAGIRE 2 e Ul €
ELET,

FARARDO WG EE ASREHE HAROCEE X D A28 (C) IS TEUARICHTHB LN EZ LB L TTF 3w,

* — IR O OWSEEM T OBRIE (C) FRERIC CRUERICGRE LEENET S 2 L2 BEOHE LTI,

MBI TIE, SIRSGER T34 F 2R3N A—F—DflilEZBEDH LTI,

9 1.00 /Q/

a .
m
N /1

: /

S

A

©

g

S
g 0.10 7

@ s §

= o

0.01
0.1 1 10
Anti-KLH-TgGng/ml]

77 7 ZEEEMREIT S (PO, WERRICI DAL $9),
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1. b9 TN 2a—F4 V7L Q&A

cFTRTOYT 2V TORIBAHHN

FEHRELTEZONALZ L

1) e LBk AR,

2) FEAICRIE S A RO ANE N,

3) FEAICBE S 5 MERIAE OMLY 3 2 R AR B B

4) BEFRHEROR A,

5) v MEFIREORE (B L2

6) 7L — b OBF 2 Pt

7) FEOEDOIEIME A > 720

- /MRS EE (047ng/mL) @O ODfE L Y 75~ 7 ODEAE L %5,
FRELTEZONLZ L

VRIFHAE Y, REeTH 72,

(N F ¥ ¥ 7 —BREAPUR L IUSHEOPEERIEL 3 12 [ Uii# < 4 A~ 6 MIZHR LTTF S Wv,)
- EEHRE (CV) 29k&Ew

FEHRELTEZONALZ L

D) HEIREY, REeTho 7,

2) MR, MK OBIEIAALGTH - 72 GFRRIROBIIITLTIIT> TTF SV,
3) ¥Ry T U ITBEN—ETIE o7,

CQL:Fy MISELTHEHT A A TEETH?

Al:T&FEd, 7L—bMIOBNTEHY —NVEZARN) Yy TORICEFSTH Yy Y= ETYNEEL CTHEHAT IV, L

BT U= MEIY = E - 72K CHEHIRE LTTF v,
cQ2: FL—FERYH LY 2 VOHFIZHEAEDS A>T L2AYTTT A ?
A2 BRI L ERAAHELTH Y 35

12. W P EE F = v 2 Y 2 b

Vo3 ROk A E % — 5 L CORIRSEtE. Mgttt e 2 gl e i 17> TF S v,
(7L — b, RIEHZFLHICER (20C~ 25C) IR LTF S, KB 2 REF: 25
O oA« KL S NAEEAK T, 105IHMLTTF S v,

(HEHE i oM (B) - Kb s hz (C) BT, HMLTTF S,

EERRER

50 uL 200 pL 200 pL ‘200 ul ‘200,¢L 200 L 200 L
— & f_f__;l __._ __,____ «f‘;‘_;’ __._ »_?T:‘E_-_lr --L -f’-"'"ﬂ;; -_._ z _F __._\
EEm EER EER BEm BER BEm EER
450 pL 200 pL 200 pL 200 pL 200 uL 200 pL 200 pL
AR
iy 30 15 7.5 3.75 1.88 0.94 0.47
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A BRAETE BB OV B

L]
U
0
0
(]
0
0
(]
(]
0
(]
0
(]

O

PUREEARET L — b

ViEE 3 I (BRIEBR A, D ICRORIESE)

FHRRAR T 72 13PLKLH 5 v b IgG FEH# 5,

LHYE S| (200~ 25C). 1 BERIBUS. #HE

(D) NV F ¥ ¥ —LHGHAREROMN, Hifb3n/z (C) HBEET, 100 FISHMLTF SV,
B O ENLHE — BUSHICAT ) o

Ve 3 (PEEEBR LR 1B IR ORIEST)

NV F T — CREEYURER

VIR, il (200~ 257T). 1 RIS, BHE

Lok 3l (BREHRER R, B IRORIESFTE)

TMB i TMB LS TV 5 2 & 2R
OTERS. MEEEIC X ) HEICES

LR S (20T~ 25C). 20 4IPS, i

PO 1k TRIETEIC D X RIS

SRR, WIS ) EBAIcEE

VEEE (EBICHE)

EH OGN E (3 E 450nm. Bl & 620nm : 600nm ~ 650nm)
Bl EIZ 7L — FEOOH R EZ STy vV LT

* @
50uL
*x@%x®

* (@

50 uL
EIOEI6)
*D

50 uL
EIOETE)
50uL

*(2)

(x@) EWZE Y VIR, FOOLOETI0IZER IR BEREL T3, 3 MEHERGEHR, ==+ V7L —
FEFESICL TSP A SR LT3, SFHRERBOERICERE L CROBHRETEHIIMEL 3, PN
ZEXy bTHRINTA2BOMEHEZE300ul 72V TY, 7L — FETHHEOEEDFEITHZE 5mL /5~
25mL 5 (J ZANVOFICE DV RZY FF) T, H-HSEONRMOEEDOAR Y 2 VO T Y 7 IIEFLTF S0,
(@) 3o H%2 600rpm ~ 1200rpm-10 #R9. 3 [,

(%®) IR THETL— P =L E2MS>THELTT SV,
TU— = VIIRER AR LT, Wi E 7L — ML TR TTF S v, B L7V — b ¥ —VIdH

EHLARWTTF I,

J—2r7T—1~ (#l)

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 30ng/mL etk 1 Fefk 9 etk 17 Fefk 25 Fefk 33
B 15ng/mL Ak 2 Fefk 10 etk 18 Hetk 26 Rtk 34
C 75ng/mL etk 3 Fefk 11 etk 19 Motk 27 Fefk 35
D 3.75ng/mL etk 4 Wtk 12 etk 20 Motk 28 Fefk 36
E 1.88ng/mL etk 5 Fefk 13 etk 21 Metk 29 Fefk 37
F 0.94ng/mL etk 6 Motk 14 etk 22 Kotk 30 Fefk 38
G 047ng/mL etk 7 Mo 15 el 23 Mefh 31 Hefk 39
H 0 (Blank) etk 8 ek 16 Hefk 24 etk 32 etk 40
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13. ¥ v b OR4F & IR
Fv MI2C~1W0CTHRAE L TF 3V (SRS o MHMIBROME-RIEIIFH L 2T F S v, B LEREICOEFL

TiE, RERRBICK D BEZZT 2 TREYNH ) FTOTROOTHH 2L 7

[E4]

[FTE]

ClilEE)| [#sz 1]
[y &) [ 1391 RR)
[f5#]

[3544] Lz ™ 5 | KLH-IgG ELISA ¥ v I+ (TDAR)
[AE=— k] 29191201

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

(i) 2 ~ 10CHRAE

[ 130T B ) 5 ~VIZEHR

[w] 96 [A1 H

WERFT
ST 7MVLA M HEERA ST
ARTARREEN=TE1E25
Tel : 06-6203-3741
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