FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 291-92301 (96 tests)
297-92303 (96 tests X 2)

LBIS™ Mouse Albumin ELISA Kit

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Mouse Albumin ELISA Kit is a sandwich ELISA system for quantitative measurement of mouse albumin. This kit is
intended for research use only.

2. Introduction

Albumin is mostly a simple hydrophilic protein present in cells and body fluids. Albumin is synthesized in the liver, and serum
albumin (M.W. 69,000, pI 4.9) occupies 56% - 60% of total serum proteins. Because of its large population, albumin is very
important in maintaining plasma osmotic pressure. Albumin can bind hydrophobic physiological substances e.g. fatty acids,
bilirubin, and thyroxine and contributes the transfer of these substances. Concentration of albumin in serum is lowered in
liver cirrhosis, malnutrition, and pyrexial diseases due to decreased biosynthesis or increased consumption of albumin in, and
also by secretion into urine in renal damage. In normal human subjects, excretion of albumin into urine is very little, about
30 mg/day, but increased in glomerulonephritis, nephritic syndrome, and diabetic nephropathy. Urinary albumin sometimes
increases in pyrexia, hypertension, congestive heart failure (CHF), and urinary tract infection (UTI). Even in healthy
human, a transient upraise of urinary albumin is observed after hard exercise, muscle work, bathing in high temperature
water, mental excitement, stress, intake of much protein, and before menstruation. These are called physiological or
functional or sports proteinuria (albuminuria). Orthostatic proteinuria (albuminuria) is observed in teenagers. Rare hereditary
analbuminemia in human is really albumin deficiency. A model analbuminemia rat has been established by Dr. Sumi Nagase
which has been derived from Sprague-Dawley strain, and is called Nagase analbuminemia rat (NAR). Routine measurement
of serum albumin is conveniently made with FUJIFILM Wako Pure Chemical Corporation’'s TIA assay kits for automatic
analyzers. FUJIFILM Wako Pure Chemical Corporation’s Albumin ELISA Kits can measure urinary albumin with high
sensitivity, and are also applied to in vitro albumin biosynthesis system, checking of contamination with albumin in biological
active substance preparations obtained by culture system, and liver transplantation experiments using NAR.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Mouse Albumin ELISA Kit, standards or diluted samples are incubated
in monoclonal anti-albumin antibody coated wells to capture albumin. After 1 hour incubation and washing, HRP (horse radish
peroxidase)-labeled anti-albumin antibody is added, and incubated for 1 hour. After washing, HRP-complex remaining in
wells is reacted with a TMB Solution 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 albumin concentration.
The standard curve is prepared by plotting absorbance against standard albumin concentrations. Albumin concentrations in
unknown samples are determined using this standard curve.

4. Performance Characteristics
- Assay range

The assay range of the kit is 50 ng/mL - 1000 ng/mL.
- Specificity

The antibodies used in this kit are specific to albumin.

Sample Cross reaction

Rat albumin Less than 5%
Human albumin N.D.
Porcine albumin N.D.
Bovine albumin N.D.
10% FCS N.D.

* Cross reaction at 10000 ng/mL (Except FCS)

- Precision of assay
Within assay variation (3 samples, 5 replicates assay), Mean CV was within 10%
- Reproducibility
Between assay variation (3 samples, 3 days, 3 replicates assay), Mean CV was within 10%
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* Recovery test
Standard albumin was added in 3 concentrations to serum sample and assayed.
The recoveries were 94.3% - 104%
+ Dilution test
Serum sample was 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.

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

- This kit contains components of animal origin. These materials should be handled as potentially infectious.

- Be 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.

- Avoid contact with the acidic stop solution and TMB Solution containing hydrogen peroxide and tetramethylbenzidine.
Wear gloves and eye and clothing protection when handling these reagents.

+ The materials must not be pipetted by mouth.

- Unused 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 - 25T strictly. Avoid
airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

6. Reagents supplied

Amount

Components

Use Status

96 tests

96 tests X 2

(A) Antibody-coated Plate

Use after washing

96 wells/1 plate

96 wells/2 plates

(B) Mouse Albumin Standard

Concentrated.
Use after dilution.

150 uL/1 bottle

150 uL/2 hottles

(C) Buffer

Ready for use.

60 mL/1 bottle

120 mL/1 bottle

(D) Peroxidase-conjugated Antibody Solution

Concentrated.
Use after dilution.

100 uL/1 bottle

200 uL/1 bottle

(F) TMB Solution

Ready for use.

12 mL/1 bottle

24 mL/1 bottle

(H) Stop Solution

Ready for use.

12 mL/1 bottle

24 mL/1 bottle

(I) Wash Solution (10x)

Concentrated.
Use after dilution.

100 mL/1 bottle

100 mL/2 bottles

(J) Plate Seal

3 sheets

6 sheets

[Storage and Stability]
[(A) Antibody-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

2T - 10C.
[(B) Mouse Albumin Standard]

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

Dispose remaining prepared solution.
[(C) Buffer] and [(F) TMB Solution]

Use only volume you need for your assay. Remaining reagents should be stored at 2C - 10C fastening the cap tightly. Once

opened, we recommend using as soon as possible to avoid influence by environmental condition.

[(D) Peroxidase-conjugated Antibody Solution]

Unused working solution (already diluted) should be disposed.

If not opened, store at 2C - 10C.
[(H) Stop Solution]

Close the stopper tightly and store at 2C - 10C.
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[(I) Wash Solution (10x)]
If not opened, store at 2°C - 10C. Dispose any unused diluted buffer.

7. Equipments or supplies 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 Wash Solution (10%) (a graduated cylinder, a bottle)

[ Pipettes (disposable tip type). One should be able to deliver 5 uL precisely, and another for 50 L - 500 uL. []Syringe-type
repeating dispenser like Eppendorf multipette plus which can dispense 50 uL. []Paper towel to remove washing buffer
remaining in wells. [J A vortex-type mixer. [] A shaker for 96 well-plate (600 rpm - 1200 rpm) [J 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 albumin in mouse serum, plasma (heparin is recommended) or urine. The necessary sample

volume for the standard procedure is 5 uL. Dilute your samples with the buffer so as to be within the assay range, 50 ng/

mL - 1000 ng/mL. The recommended dilution is 10000 X - 50000 X for serum or plasma, and 50 X - 100 X for urinary samples.

Samples should be immediately assayed or stored below -35C until assay. Before starting assay, shake thawed samples

sufficiently. Do not repeat freeze-and-thaw cycles.

Hemolytic and hyperlipemic serum 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 80 mg/dL with this kit.

If presence of interfering substance is suspected, examine by dilution test at more than 2 points. Dilution of a sample should

be made in a test tube using buffer solution prior to adding them to wells. Turbid samples or those containing insoluble

materials should be centrifuged before testing to remove any particulate matter.

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) Mouse Albumin Standard]
Below is an example of preparing each standard solution.

Volume of Standard Solution (C) Buffer Concentration (ng/mL)

Original Solution 50 L 450 uL 1000

1000 ng/mL Solution 400 L 100 uL 800

800 ng/mL Solution 300 L 100 uL 600

600 ng/mL Solution 200 L 100 uL 400

400 ng/mL Solution 100 uL 100 uL 200

200 ng/mL Solution 100 uL 100 uL 100
100 ng/mL Solution 100 uL 100 uL 50
Blank 100 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 Wash Solution (10x) to 10 volume with deionized water (or distilled water) to prepare
working solution. Example : 100 mL of concentrated Wash Solution (10x) and 900 mL of deionized water (or distilled water).

10. Assay Procedure
Remove the cover sheet of the Antibody-coated Plate after bringing up to room temperature.
(1) Wash the (A) Antibody-coated Plate by filling the wells with 300 uL of washing buffer and discard 3 times (*@), then
strike the plate upside-down onto folded several sheets of paper towel to remove residual buffer in the wells (*®).
(2) Pipette 50 uL of (C) Buffer to each well and shake the plate gently on a plate shaker (*@).
(3) Pipette 5uL of standard solution to the wells designated for standards, and 5 uL of properly diluted samples to the
designated sample wells.
(4) Shake the plate gently on a plate shaker (*@).
(5) Stick a Plate Seal (*®) on the plate and incubate for 1 hour at 20T - 25C.
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(6) Discard the reaction mixture and rinse wells as step (1).
(7) Pipette 50 uL of Peroxidase-conjugated Antibody Solution to all wells, and shake as step (4).
(8) Stick a Plate Seal (*®) on the plate and incubate the plate for 1 hour 20T - 25C.
(9) Discard the reaction mixture and rinse wells as step (1).
(10) Pipette 50 uL of (F) TMB Solution to wells, and shake as step (4).
(11) Stick a Plate Seal (*®) on the plate and incubate the plate for 20 minutes at 20C - 25C.
(12) Add 50 4L of the (H) Stop Solution to all wells to stop the coloration.
(13) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm (*@)) 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 Kkits 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 clear pale blue 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 antibody, do not let the plate go dry.

- As the Antibody-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 by plotting standard concentration on X-log and absorbance on Y-axis.

(2) Using the standard curve, read the albumin concentration of a sample at its absorbance®, and multiply the assay value
by dilution factor if the sample has been diluted. 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.

10.00

1.00

0.10

Abs (450-620)nm . Blank

0.01 . .
10 100 1000 10000
Mouse Albumin [ng/ml]

Mouse Albumin assay standard curve (an example)
Absorbance may change due to assay environment.
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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 (50 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 explanation :
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 (A) Antibody-coated Plate and all reagents back to 20°C - 25°C for 2 hours.

[[1 Wash Solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water that returned to
20T - 25TC.

[ Standard dilution example :

Original solution

5oL\ ,400uly 3004l 5 2004l 1004l 1004l 100l
[ , '
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 ul 100 pL 100 pL 100 pL 100 pL 100 L 100 pL
Cansenk=lion 5 non 800 600 400 200 100 50

ng/mL

—5/15 —



Antibody-coated Plate

Buffer
| Shaking (*®@)

TMB Solution

Stop Solution

I I O O A

| Washing 3 times (*@), (*®)

(Diluted) Samples, or Standards
| Shaking (*@), Incubation for 1 hour at 20C - 25C. (Standing (*®))
Dilute (D) Peroxidase-conjugated Antibody Solution to 1 : 100 with (C) Buffer returned to 20C - 25C.
| Washing 3 times (*@), (*®)
Peroxidase-conjugated Antibody Solution (Diluted)
| Shaking (*@), Incubation for 1 hour at 20T - 25C. (Standing (*®))
| Washing 3 times (*@), (*®)

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

| Shaking (*®), Incubation for 20 minutes at 20C - 25C. (Standing (*®)))

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

} Shaking (*@) (Immediately shake.)

Measurement of absorbance (450 nm, Ref 620 nm (*®)) immediately.
(Ref. wave cancels the dirt in the back of plate.)

50uLl

S5ul

50ul

50ul

50uLl

% (DAfter dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the buffer. Guideline
of washing volume : 300 uL/well for an automatic washer and for a pipette if the washing buffer is added by pipette. In

case of washing by using 8 channel pipette, sometimes the back ground tends to be high. If so, change washing frequency
from 3 times to 4 - 6 times at the constant stroke after 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 - 1200 rpm 3 times for 10 seconds.

% (3Seal 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.

* (D600 nm - 650 nm can be used as reference wavelength.

% B 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 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 800 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 600 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 400 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 200 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 100 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 50 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 complete kit is stored at 2C - 10C. Opened reagents should be used as soon as possible to avoid loss in optimal assay
performance caused by storage environment.

LBIS™ Mouse Albumin ELISA Kit

[Storage] Store at 2C - 10T
[Expiration date] Indicated on the label.
[Package] For 96 tests /96 tests x 2
[Cat #] 291-92301 (96 tests)

297-92303 (96 tests x 2)

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. 291-92301 (96EIF)
297-92303 (96[EIFH % 2)

VER™29RA7INVT IV ELISA %Y b
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TIVT I VTR Rz E E N, KBEEOBVEE LTHMY V7B T Hratdbodb ABshtwE 3, miE
TNT I EMEES 287 D 56% ~ 60% 215D 5 7 T4 69000, 558 49 OHH s o7 T IR cER SN E T,
MEETNT I Mgy 87 ORFEL R D, BEEMEFICEE &S 281720, KCHEEOWE. B2 13481112
JEIiEE. UMY, FuFy v Rl l#HG LTINS OEBIERICH S LTWET, M7 VT I ORI, WL &
TOTIVT I VOESGBKET., RERARSLHMIRATORY VX7 HEICHESLIMBETOT VT I YO, BREEICL S
RADORHHETKTLE T,

BHNTORPADIEET VT 3 O ER ST 1 H 30mg LLFTT25, BHREICEL TR~ DRILAB KT 5
DTHREEF R, + 70— BREGER, BRBEPHESOBREBRTRB 7 V7 I YLV kL9, 2588, SIiE. 9 -
MPEDAZA, IREGEASE % EOWA RN T VT I D LNV AHINT 5 2 E 255 ) $9, 5 AT Mz EH5) R0 W97 i .
BN TO AR, BAWEE, A ML A, £R0F 87 BOBINES X IR 2 EWZRT 7 V7 3 2 O — @B As s
S, A FE 2IRREEN 7 7 R IGEBIEEARESDNE T, FLREEFFICBVTC, LIFLITRIFICOASY
YRGB ALNDL T ENHD FT,

 NTHET VT I VIEE IR S FNEREERENH D, ET7 VT I VIIAEE HIFENE THPIEMICII TSRO T VT
IUHD Y FERAERIZEREE OFE & P EEEORIMETH ) IR RS V7 RIEEOONB VLS T, BIWTIEs v
MIZHET V7 3 VIME analbuminemia DEF VA H Y T3, 4 RIFFEFT ORI A 3 J64:5 Sprague-Dawley rat (SD rat) #»
S E N2 DT, NAR (Nagase analbuminemia rat) &I T3,

Mg (%) 7u7 3 roflEix. 27 aiyilid TIA OWERDEI AL, BFHTH T v M w7 A, FILIZO0WTo HE
EfH TIA 232t L CB D F34%, ELISA 12X 2 % T EE CHRENESRE T, ¥4 ELISA ¥ v Mg, R
HOTNVT I vEERBEOBETERTAMIC, £ ¥ a7 VT I VESKRERR, BERCERS N AMEEYE %
WL 723546 @ FCS % @ contamination D #iat. NAR TONFINE, IFHEEBMEO, TV T I VEAZ ALV I =LV ET S
BARDOME, % SIS RET T,

AKEy MEIXTATNVT I VEERMICIET 2200 Y F 4 v FEEGIEIEETT, RF v MIMFEOMMITHAT &
Vo

QWD E

- ERUSEERIE 2 R 20 4T3,

< AUME F 2 (A% YoM ERERELES), RPoT VT v EBIELET,
R R GEREEREEIE 5 ul) THIETRETY,

“1F Y MEI6 T ZLTT,

T Y AR DT,

- ETORBIIBERS L 7T,

2. e s B

Ay MIEAES, HFREZIT VT I YHURBEMIb~ S, 207 L — b7 2 VT U F 2= L ET, 1ML Y Fa
N—3 3 v EPEHR. SV F Ty —EHEEIERZ M, RSN TVTI Ve EBITTRHA Y Fax— b LET, ki
By T WIE SRV AF T —YE TMBHHE IS ST, RISIZMBEOHEHRORINTEL S, JUSORHRAE U7
A OEWAY450nm  (FIPE R 620nm) THEMEEIN T T, BRI T VT I VIREIIFIZRAIL 3 EEGHEEICH LT
Wt A 7y b LB AR L. Z OB & RABA T ORI E I T T,

3. ¥ v b

- 5 #i PR

<Y ATIVT I V% 50ng/mL ~ 1000ng/mL OHEFATHETE T3,

- FREE

ZOELISA ZTHASN TV RIRIET T AT IVT I VI L TR T, BEMEZ RS v FTlE L72ERIZRED
EBYTY, ZWEMIE, 10000ng/mL o F— & TF (FCSI2k<),

Wik AN ks RN
Iy b TNTIV 5% A vy TIVTIV -
b TUTIV - 10% FCS -
Ty TNTIv - - REVEME L
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- REAER (7 A WEE) G HEHE, 3HEK) 39 CV.AEIX 10% A
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4, THHNIICCHRE X 2GR Eoe ¥ - oS

- ELISA 3R X B e 2 £ 9 WEifE il UsEroRiRE 200~ 25T (EBAELEiEf vy Fax—%
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FIOT, FHIEBHWAEDET S,

CBKAT Y T TOFEKISRICIE. 7 2 VO, BYORA, REORD . S0 2054, 4377 —bY—
LS TTF R,

cBARE RIICAHIPRES B VI IR EDTTTFE W, 12V /1 Fy 7Ol EBED L ET,

- TMB #1396 7 = V7 L— MM T 2 T TIEMWHEEBEE T, B2 BIFTRIELTTF S v,

- BB S 5 F Tl EfA T,

« K¥ v MIELISA EOWHMEZ#T L7z, F723 B8 EO T TCITHEAT SV, AFERETHNE T A2BICIIEXRy 74 7
BAEO BB R L2 S THH T S v,

- AR NSRS v MR TS, IREE. RRERIE LK E BICOTTT S v,

CHREEZE NI RVTT SV, REy boREITR- T, Hy HL B RESICAE LA IRE B ISKEKTES
PRV T E OIS 2ME 2T, BERGGREMOFLTEZIFTF I,

CARKF Y FRAHLTWAEITTIIERERBREZ L2 WT T E Wy,

CRFHRIOTERY T4 YT LBEWT FE W,

- Oy FEHFOE)RELIZRETHDLLEVTT S0,

- BRI OEHRENH S DL LTHRSEREL T FE-> TFE v, KFy MIFWHROK S EZATHET,
fEHBEAOBAR, L 22HEEREIX 1% RV v, 2% 7V F — VT VT FE7213 01% ML EoRBEREBEF M) v A
WA TR BRI TTI S v T34 — M7 L— 7R L TEER L TTF S fEH L2k R o3 G I
A& i3k OB Ib OIS K HIR OB e - TEELTTF S W,

5. Ak i
- m e x =
L ks 96 [ i 96 [l il x 2

(A) Antibody-coated Plate et 7

FKEAET L — K Y RE AL 9%6wells (8x12) 18 | 96wells (8x12), 2 ¥
(B) Mouse Albumin Standard O

e XTSI AR 1504l 1K 150l 2K
(C) Buffer Z0% 60mL /1 4 120mL /1 &

R AT
(D) Peroxidase-conjugated Antibody Solution o

AT E S 3k A EENE S| 100uL /14 200 uL /1A
(F) TMB Solution

D

TMB %k ZTOFFEMHH 12mL 1K 24mL 1R

(H) Stop Solution
D

I 1 ZOF FMHEH 12mL /1 & 24mL /1A
(I) Wash Solution (10x) Tt fi 100mL /1 & 100mL /2 &

e (10x)
(J) Plate Seal -

TL—hrT— SH 6 4

—9/15 —



(RSB 2 se Tk & A 5 iE]

(A) PiFEHIET L — T
R HEIREZ R 72 RETY — V2@ AL T i) JUREHEA ) v FIEFEHO Y v 73—ty 2 1R L,
Z0FF2C~10CTHRAELTTF v,

(B) U AT VT I VRS
Fy MEgELTHEATABIBAT2EMNCEEEL DI B LARTRL, R OB RERICE S 2VWTESICEH
LoD E MO, 2C~10CTHRAALTF SV MM A-SEBEERIZEBICHEH L, RFEEILAVTTFE W,
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FELTFEW,

6. %y FUSHCREERE [(F=v 7YX}

(8K GERAK) DEEEEGFRITREE DOREEaRAY I 288 (XA ) ¥ — - = — k) [OF v 75
BMERy b (fWECTF v Tl ZEMEICERY T4 Y7 TEDL D, RU0ul ~500ul # IEfEICE Ry 74 V7 TE
5bm) [liksiErY <y b (# Eppendorf ® multipette plus). 50 uL Z#fESETE LD O [JR—8—F F VDK
Hodhsbo (FEFHRICTL— MR- 7220 K<) O (Vortex ¥4 7) OxA27u7Lb—MREI R (B
600rpm ~ 1200rpm) [196 7 = V7' L — b FITESHR (B AU E L) 7235 > 196 7 = v 7' L— MY — % — (450nm
*= 10nm. 620nm : 600nm ~ 650nm) F—FFHHAY 7 727

7. BRI DTHER

Ay ME= T AMEE £ 7230 (AN CofHEHERELET) Ko7 v 7 I v WEL 9. WEHM (50ng/mL ~
1000ng/mL) 1ZA% &9 Fv MO Z N THREZAHRL TF S ve fHRIE, M X 72X MBAED 10000 ~ 50000
5 BEDT50 ~ 100 75T B2 2551, 55 COMBEFZ HOTHREETHR LIE Y = VIT/HIELTTE

S,

B OLE I ZAOREIZL ) 7 VT I VIREOEHDRE K 25720, ERHRHE RO TIRIMAOWSLEA
EEMIOEE L VAN B 60D 0D 5. TOREIE RRERAIIH 21310 AR, SRR 200 5. 500 535,
LRI L E 2 ER LTS v (1055 (2) Z)

S BARIZE RIS L7225 TERILL 3 CIZE S B4 —35C LU THAME AT L TF S vo S L 7B i § 2 1T fif ol
LA L TF 3o #0 K L OBERSEE ILET TF S v IELWERPHONZWERIZZD 7,

S PRILOES, & PRI 2 S % 2 OEEET TF S MG 75 HEHR) 2 8t ERAER 55 O din#l 230 5E R w8z 52 50
REMEAZE Z b T,

L L 72 R R WIRE AR I D T T S v,

< E ) L OANEN O B B BARIGE OO TRERIE I TT S v

- WIEWE OB G D LRI, AR B W T, 872 284 ¥ UL EORBRETHREMREZ MR L TF S v,

BRIk D25 M & BRAF T E]

Bk 2 RIICRE T 25813, —3BCUTTORKMREZHERL 3 B0 ELOSRERM IR TT v, /20 kO
BULHIHRFE L LTT v,

8. MEE DR

*F v FORBIIMHFICL TR (20C~25C) IRLTFEWw QKHM2HEZTY),

#5. C [Z0EFMM] LH2RERIRHBELOETIOREBTHATEE I, [HREMEH] £H2DDIOVTIEITROK
HTHEL TSV,

WAL ERGIZTHELZHRL TSIV (TAHZBEIZEBHWEDLET I W),

[ & =ik k)
(B) ~ 7 A7 N7 I M BEEIRRER
B) 7 ATIVT I pERES (B - 10ug/mL) & (C) FREW %o TEEEHAZFAHRL TT v, FiRid—#IT3,
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RERHORE (C) Mtrik % (ng/mL)

FRHEIRR I 50 uL 450 uL 1000

1000ng/mL ¥ 400 u L 100 uL 800

800ng/mL ¥ 300 uL 100 uL 600

600ng/mL ¥ 200 u L 100 uL 400

400ng/mL ¥ 100 1L 100 uL 200

200ng/mL ##{ 100 uL 100 uL 100
100ng/mL i 100 uL 100 uL 50
0 (Blank) 100 uL 0

(D) RIVF F ¥ 5 — BREIRAR

100l # S0 TE L EE TRE LTS, @it (C) RREET 100 fFICHML TTF X v,
(1) ki (10 x)

PR (10x) 2SR L SN EK GERIK) TLORBICAHIRLTT S v,

B0 100mL @ (1) i (10x) + 900mL DFERAK GEHEAK) (96 7 2 VE&ETEHHT 554

9. P AELE

PRI HRE 2 IR0 B HNCRICHET 2 RREZH D > THEL TT &,

PUREAME 7L — b DY —id, 7L — I BRGICEIRICE > THRHHA L TF S,

(1) R#ERZET, DO LOTRL 2EREHEZEY = VIZiHl2 L, 3HPES (x@Q) LE T, ZOHB, X—=R—FF L
DETTL =1 2HIICL, BPEDITLEHICLTY o VIR 72 ER) & 9,

(2) &7 = VISKEERZ 50 ul 3201 L. A 7a 7L —MEEIEBREZHVTELE (@) LT,

(3) BEHMERHIE Y 2 VICKIRED T IV T I VMR . MR Y = VICHBRE ZhZn 5ul $20ELE T,

(4) w47 7L —MREIBREFHOTHEE (x@) LET,

(5) FL—by—nzAEY, EiH (20C~25C) TI1HMERE («x@) LEd.

(6) FIB#TH, IS A B CHRISFHE £ 2 VI Ly 3HPEE (x@) LT, Z20HB, X=N—=FF LD LETTL—
FEBESIZL, BAPEDIFLIHAICLTY 2 NI 2D BRE 9,

(7) K7 2 VTRV F F 2 F—BHEEIUEE SOul $¥o0FELE T, v A 270 7L —MEEISHREZHOWTHERE (x@) L
3,

(&) FL—by—nzAEY, EiH 20C~25C) TI1HMERE («x@) LI,

(9) BUGHET s BUBHE & 3 TR A2 47 = VIZHE72 L 3HgEd (#QD) LET, FOH R=N=FF VAR EDLETT L —
FEBESIZL, BAPEDTLIAICLTY 2 VIR 22D R X 3,

(10) % = W2 TMB % 50 ul F2oMEL T ¥4 270 7L — M MEEIBLEZHOTEE (x@) LET,

(11) FL—br¥—nZ&AEY, =ik (20C~ 25C) T2 7HEE (@) LT,

(12) %9 = MRS IR Z 50 uL Fo0E L. BBaisz &1L E9,

(13) #W# (x@) . mWbic~v A 707 L — MHSEEER T 450nm (F9%5 620nm) TOWGEZMEL 3. BIEER
600nm ~ 650nm DOFEPHCHIHTE T3,

(@), (@), (@) 1. 12 WEFEMEL F 2y 7 ) XA M2 TBT 0,

10. #HA

(1) B AEHE AR 2 R U £ 3 Wik $& 0 U X fil 2 AR e (ng/mL). Y 3l & WO o e fiit 75 7 2 15
LTF 3y,

(2) B L 0. MAROWOLE IR T 2 (ng/mL) ZEANY 9, G - 72 ICHARGREL S CllEl s L
95,

AR O WG EE AR ARG EE X ) Sz 8813 (C) MRS TR R IR LN E 2 L TF S v,

* — K R ORHE I OWOCEM T OBAIE (C) FBHEHIC CTHEUMERICHELFENETAZ L2 BEDRLET,

®EI I, 3RS ERF 2134 F72135 85 Ay — il BESHL T,

% 7L — M) — % —1% SUNRISE RAINBOW (TECAN) #%ffifi,
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DT 7 ISR T,

1.00 — /(.

0.10 &

Abs (450-620)nm ~Blank

0.01 :
10 100 1000
Mouse Albumin [ng/ml]

WEREEIL, HIEBRBEIC X D AB L £

1. P9 TNV a—F4 V7L QA

CFRTOY 2V TORIEATHO

FRELTEZOLNAZ L

1) B SRHARO ANEN,

2) FEtIZBE S 2 SR O ANUE .

3) FEtI BT 2 SR O Y 3 2 A PG A R,

4) FERHEROWR A

5 Fv MEEREORE (S L712%E).

6) 7L — b O#EE Lk

7) TMB D HIEAMED - 726

- i/ MERE RIS (50ng/mL) @ OD L Y 75~ 2 ODHAE L %5,
FERELTEZONDEZ &

DAY, RNEeETH o7,

(RN F F 37— iEa & RUBHOPEE 3 1 % [ Uitk T 4 [~ 6 [IZHER LTTF EW.)
- EERE (CV) AAREW

FHELTEZbRLZ L

1) HEPAEY, RAEETH -7

2) G RLE M. F 72 I3MIKOBIEAIAT G TH > 72 (HHEEHRAROBIRIT AT > TFE W),
3) ¥Ry T Y ITBEN—E TR -7

Q1 Fy MIGELTHEHNT A ENTEE TN

Al:TExFEF, L= MO NEHY —NVEAN) y TOMICES Ty F = ETY DL TITHHT SV, L

BWT L — ME Y=V Mo 7 IRBETH B LTTF S v,
cQ2: 7= EROVH LY 2 VOFIZHAEDSEA > TOWE L2 TTH?
A2 AR IR R EWASTRE L TH D 9,

12. WEFMEBEEF = Z7Y A b
P ARG E 2 — 58 L CRIR S, St e 5k 2 MR SR E2 1T o TF S\

O7L— b, ARz 7E5CER (200~ 25T) IR LTF &, BHEABICE 2 I8 %

CICT) BEE (10x) @ =i b S 72BEROK T, 10 5ISAML TF S v
(IR oA (B]) : Kifb Sz (C) HEH T, ML TF S v,
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REEIRISIR

50 L 400 pL 300 L 200 pL 100 pL 100 pL
EER BENR BER EENR EER EER
450 ul 100 pL 100 ulL 100 uL 100 pL 100 pL
AEE
g 1000 800 600 400 200 100

B BT TSR ON IS B

O sufRREfE 7L — b

L oEi 3 |l (PEiiibr 0, B ICRORFEDTE)

[ kil

RN it

(] ArBUsR £ 72 134

1 L #FE =i (20C~25C). 1 ERMBUS, #HE

0 (D)Nw%#v¢~%%%ﬁ%@ﬁ®%ﬁo%ﬁwéht(C)%@%THW%KW%LTTéwO
AU OB — BUSHIZAT ) o

L1 b oei 3 Ml (R %, 5 ISROREDTE)

1 vt &2 7 — B ahu i

O] L HE =i (200~ 25C). 1 KM BUS, #iHE

L1 43k 3 Wl (PR R, 1512 TMB & #0E)

O TMB i TMB &b EhTw 5 2 & 2l
SR BEEIC X ) HHICES

1 L #FE =i (200~ 25C). 20 s M BOG,

0 BB 13 SRIETEICD % IR
ER. WREEIC KD EiE IS

O i (EH I8

HHICWOEENE (FEHE 450nm. ElP% % 620nm : 600nm ~ 650nm)

U mgRR L — N EROBREEE e LTS

100 pL

EER
100 ulL

50

* (D
50uLl
*(
S5ul
OLI6)

*(D
50ul
*x@x®
*D

50uL
EIOEI6)
50ul

*(©

(%) P E Y = VIHER. FOOLOLETIORIZERCIRYEREL T3, 3 BHEHTRERGE, = X=FF NV EIZT L —
PRSI L TIPSR R T SEICREL 9, PEEREROTZRICHEL CTROBBRETELHIIMEL 7. PR
YRy NTHRINT AB0ME A% 300 ul/ 7 2 VT3, Ji—. I/MEREREE (50ng/mL) ® ODfEL ) 75~
7 OD DS & e BRI ITED 1 2L LT, NV F T ¥ —EHaw & S HOPEEE % 3 | % [/ UiE T 4 [\
~6EICHR LT TRV, 7L — MESHEIHHOBAOET H%E 5mL/ 5~ 25mL/ 4 (J AV L Y Rl

F9) TYo BN BEOHROEFORT 2 VEO T L 7 IITHEELTFE W,
(@) o H%ZE 600rpm ~ 1200rpm-10 /. 3 [,
(%®@) BHRTHTL— Py —VEIFDEHELTTF SV,

TL— by = VIIRERZH LT, MidmzEZ 7L — MNC LT ORI TR v, —E/IHLA7T L — Y —VidH

EHLZVWTT S,
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J—27 33—~ (#))

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 1000ng/mL Brik 1 BRAk 9 Bk 17 BrAk 25 Brefk 33
B 800ng/mL Befk 2 BRAR 10 Bk 18 Btk 26 BRAk 34
C 600ng/mL BRAk 3 Bk 11 Befk 19 wtk 27 Btk 35
D 400ng/mL BAk 4 Btk 12 Btk 20 Btk 28 Brefk 36
E 200ng/mL WAk 5 Btk 13 Btk 21 Btk 29 Brefk 37
F 100ng/mL WAk 6 Btk 14 etk 22 Hefk 30 etk 38
G 50ng/mL BRAk 7 Btk 15 Btk 23 Hefk 31 Btk 39
H 0 (Blank) Bfk 8 Btk 16 Ak 24 Hefk 32 Bk 40

13. ¥ v b OR4F & IR
Fv MI2C~1W0CTHRAEL TF 3V (BEAREEE) o MEAMIBROME-RIEIIFH L 2T TS v, B LEREIIOEFL
TiE, RERRBICK D EEZZT 2 WTREYNH ) FTOTROOTHH 2R L 7

[ 5E 441

G

(i sE ) [z H]
[z 7] (IR
(%]

[#L544] Lezxr ™<=y 27073 ELISA v k

[fita—F] 29192301 (96 [H1H)
297-92303 (96 [alH x 2)

[FeRE ] LBIS™ Mouse Albumin ELISA Kit

(i3S 2 ~ 10C1~AE

[ T3 RR) T ROV ELHR

[w3] 96 [alH .~ 96 [AH x 2
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Tel : 06-6203-3741
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