FUJIFILM M

For Research Use Only. Not for use in diagnostic procedures.
Code No. 295-92201 (96 tests)

LBIS™ Bovine Albumin ELISA Kit

Please, read this instruction carefully before use.

1. Intended use
LBIS™ Bovine Albumin ELISA Kit is a sandwich ELISA system for quantitative measurement of bovine albumin. This 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 (69 kDa, 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. Bovine albumin is generally thought to be an inert protein and is
commonly used in various incubation media, and especially calf serum is very important component of tissue culture media. This
means that if some substances are prepared using tissue- or cell-culture technique, they possible contaminated with bovine
albumin. In order to assure product purity bovine albumin in the product has to be estimated. The present highly sensitive
ELISA kit will be useful in this kind of estimation.

3. Assay Principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS™ Bovine Albumin ELISA Kit, standards or 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 30 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 0.78 ng/mL - 50 ng/mL.
- Specificity

The antibodies used in this kit are specific to albumin.

Sample Cross reaction
Bovine albumin 100%
Mouse albumin Less than 0.05%

Rat albumin Less than 0.05%
Human albumin Less than 0.05%

* Cross reaction at 1000 ng/mL
+ Precision of assay

Within assay variation (4 samples, 5 replicates assay), mean CV was within 10%
- Reproducibility

Between assay variation (3 samples, 4 days, 3 replicates assay), mean CV was within 10%
+ Recovery test

Standard albumin was added in 3 concentrations to serum sample and assayed.

The recoveries were 91% - 104%
+ Dilution test

Serum sample was serially diluted by 4 steps.

The dilution curves showed linearity with R*= 0.9977 - 0.9996.

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. The stop solution and the substrate solution may cause skin/eyes irritation. In case of contact with
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these wash skin/eyes thoroughly with water and seek medical attention, when necessary.

- Avoid contact with the acidic stop solution and TMB Solution substrate reagent 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 20 C - 25 C strictly. Avoid
airstream velocity over 04 m/sec. (including wind from air conditioner), and humidity less than 30%.

6. Reagents supplied

Components Use Status Amount
(A) Antibody-coated Plate Use after washing 96 wells/1 plate
(B) Bovine Albumin Standard Concentrated. Use after dilution. 200 uL/1 bottle
(C) Buffer Ready for use. 60 mL/1 bottle
(D) Peroxidase-conjugated Antibody Solution Concentrated. Use after dilution. 200 uL/1 bottle
(F) TMB Solution Ready for use. 12 mL/1 bottle
(H) Stop Solution Ready for use. 12 mL/1 bottle
(1) Wash Solution (10 x) Concentrated. Use after dilution. 100 mL/1 bottle
(J) Plate Seal - 3 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) Bovine Albumin Standard]
Standard solutions prepared 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 - 10TC.
[(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 - 10T, Dispose any remaining 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 (10x) (a graduated cylinder, a bottle)

[] Pipettes (disposable tip type). One should be able to deliver 50 uL precisely, and another for 50 uL - 500 L. []Syringe-
type repeating dispenser like Eppendorf multipette plus which can dispense 100 uL  [] Paper towel to remove washing
buffer remaining in wells [] A vortex-type mixer [] A shaker for 96 well-plate (600 rpm - 1200 rpm) [] An automatic
washer for 96 well-plate (if available), or a wash bottle with a jet nozzle []A 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 minute albumin in bovine samples such as tissue- or cell-culture products. Adjust your
samples’ pH within 6.5 - 8.0. A small sample volume 100 4L is needed as standard procedure.

Note that this kit is too sensitive to measure bovine serum or plasma. If you would like to measure them, they should be
diluted about 1,000,000 %. They need to be diluted using the kit's buffer so as to be within the assay range, 0.78 ng/mL - 50
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ng/mL.

Samples should be immediately assayed or stored below - 35Cuntil assay. Before starting assay, stir thawed samples
sufficiently. Do not repeat freeze-and-thaw cycles. Dilution of a sample should be made in a test tube using buffer solution
prior to adding them to wells.

Hemolytic and hyperlipemic serum samples are not suitable. 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) Bovine Albumin Standard]
Below is an example of preparing each standard solution.

Volume of Standard Solution (C) Buffer Concentration (ng/mL)
Original solution 50 uL 450 uL 50
50 ng/mL solution 250 uL 250 uL 25
25 ng/mL solution 250 uL 250 uL 125
12.5 ng/mL solution 250 uL 250 uL 6.25
6.25 ng/mL solution 250 uL 250 uL 3.13
3.13 ng/mL solution 250 uL 250 uL 156
1.56 ng/mL solution 250 uL 250 uL 0.78
Blank 250 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 (10%) 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).

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 washing buffer and discard 4 times (*), then strike the
plate upside-down onto folded several sheets of paper towel to remove residual buffer in the wells (®*).
(2) Pipette 100 uL of standard solution to the wells designated for standards, and 100 uL of samples to the designated
sample wells.
(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 100 1L of 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 20C - 25C.
(8) Discard the reaction mixture and rinse wells as step (1).
(9) Pipette 100 L of (F) TMB Solution to wells, and shake as step (3).
(10) Stick a Plate Seal (*®) on the plate and incubate the plate for 30 minutes at 20C - 25C.
(11) Add 100 zL of the (H) Stop Solution to all wells to stop the coloration.
(12) Measure the absorbance of each well at 450 nm (reference wavelength, 620 nm *) using a plate reader immediately.
% 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 2 C - 10 C.

- Time the reaction from the pipetting of the reagent to the first well.
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- Prepare a standard curve for each assay.

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

- The TMB Solution should be almost clear pale yellow 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-axis 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.
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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 (0.78 ng/mL).
Possible explanations : Improper or inadequate washing. (Change washing frequency from 4 times to 5 - 8 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 96 well-plate is empty when I opened the box.
A-2: As this kit is dried type, not preservation stabilizer is added.
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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 back to 20°C - 25°C for 2 hours.

[] (I)Wash Solution (10x) must be diluted to 10 times by deionized water (or distilled water) that returned to 20C - 25TC.
[] Standard solution dilution example :

Original solution

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

} Shaking (*@) (Immediately shake.)

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

50 uL 250 L 250 pL 250 pL _250 pL 250 pL 250 L
Buffer Buffer Buffer Buffer Buffer Buﬁer. Buffer
450 plL 250 pL 250 pL 250 pL 250 uL 250 pL 250 uL
Concentration 50 25 12.5 6.25 0.78
ng/mL ; : 313 1.56 :
[] Antibody-coated Plate (Dried-plate)
[] | Washing 4 times (*@), (*®)
[1 (Diluted) Samples, or Standards 100 uL
[J | Shaking (*®), Incubation for 1 hour at 20T - 25C (Standing (*®))
[ Dilute (D) Peroxidase-conjugated Antibody Solution to 1 : 100 with (C) Buffer returned to 20C - 25C.
[] | Washing 4 times (*@) , (*®)
[[] Peroxidase-conjugated Antibody Solution (Diluted) 100 uL
[] | Shaking (*@), Incubation for 1 hour at 20C - 25C (Standing (*®))
[] | Washing 4 times (@), (*®)
O (F) TMB Solution . ‘ 100 4L
(After dispense, the color turns to blue depending on the concentration.)
[J | Shaking (*®), Incubation for 30 min at 20T - 25C (Standing (*®))
. (H) Stop Solution 100 4L
O
O]

% (D After dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the buffer.
Guideline of washing volume : 300 u L/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 4 times to 5 - 8 times at the constant stroke after the reaction with Peroxidase-conjugated
Antibody Solution.

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

% (2 Guideline of shaking : 600 rpm - 1200 rpm for 10 seconds X 3 times.

% (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.

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

% (5 After removal of wash buffer, immediately dispense the next reagent.
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Worksheet Example

Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 50 ng/mL Sample 1 Sample 9 Sample 17 Sample 25 Sample 33
B 25 ng/mL Sample 2 Sample 10 Sample 18 Sample 26 Sample 34
C 125 ng/mL Sample 3 Sample 11 Sample 19 Sample 27 Sample 35
D 6.25 ng/mL Sample 4 Sample 12 Sample 20 Sample 28 Sample 36
E 3.13 ng/mL Sample 5 Sample 13 Sample 21 Sample 29 Sample 37
F 1.56 ng/mL Sample 6 Sample 14 Sample 22 Sample 30 Sample 38
G 0.78 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

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™ Bovine Albumin ELISA Kit

[Storage] Store at 2 - 10C (Do not freeze).
[Expiration date] Indicated on the label

[Package] For 96 tests

[Cat #] 295-92201

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

USA 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

—6/13 —




ARIAEARETY, RIZHAE L TERTZEEA,
Code No. 295-92201 (96[E )
LERA™ 97TV ELISA %Y b
AEY MIVITLVTI VRERMICNETS7200 2 B4 v FEBEZRIENEETT, K¥ vy MIFEICOATHHT 2w,

QWD E

< S ROGEERNE 2 BRI 30 0T,

CARKEFy MIBEF O T LTI VEREIELET,
PR R MR X 100 L) CTHEWBET Y.
1%y MEI T TY,

BRI VHEOD DT,

- ETOREIZBEBRS A T T,

1. e Dt

Ay MIEHES, REZIHT VT I UHREMHL A 28 7L — by 2 VT Y Fax—F LET, 1EROA v F2_—
Ya v bkiEk NV FF I —BRATAEIMA IR ENZT AT I VL E I IHHA v Fax—MLET, BB E T
WIZFE S 72t 3 v ¥ —¥x TMBAER E S S E 9. KISRBEOHEROBINTEIL S, SO FEA Ui oi
WA 450nm (%5 620nm) THEWE SN T T, BOGEIEZ TV 7 I VIBEICITITHEI L $ 9, MR EE I L TiobE 2
Ty b UEHEMBRAER L. Z OBHEHBRD & RABARP ORENIE SN E T,

2. % v OV

- {0 € i P

7T NVT I % 0.78ng/mL ~ 50ng/mL O THETE 3,

- FREE

ZDELISA ZTHHEN TV BIRIEY 7V 7 I VIR L THREW T, B2 A%y b THlE L RIRED L
BY T, &EMIZ, 1000ng/mL Frd 57— T,

TRt Rtk k% Rk
vy TIVTIv 100% Sy b TANTIV 0.05% LT
YA TINVTIV 0.05% LLT vh 7TUTIV 0.05% LLF
- KEEERER (7 v A NZEE)) (5 HE. 4 k) 3 CVARIX 10% i
- HEEREE (7 A WA GEME. SHMAE. 4 HE) ¥ CV.EIE 10% FKif
- TN IE G ER
2 MIERMARICE 2 5 3IREOT VT I 2N UIGE L72& 5 BERIE 91% 205 104% T L7z,
- i B R

2 M5 HA % S AE I | AP AR AR C 4 BB AR L 0SE L7521, ERRIER o R? 1309977 & 0.9996 T L7z,

3. SN SRR X 2wl Lo e ¥ t R OEESF g

BSADEENZRABEZMY B -7-ERY PEEHHTEILICESIBSANDI VI F—Ta VICTHETFE W, BELdkM
DOFENICHZY T, AVFFVAENLZERY PETHHTE VR, ERY bD 2 Y ==V FJiERERY b A —F —DHER
Jiikhie CHER TS,

cERYTF A Y TRBPoL VIToTTFE Y, Ty VadRy YRFELTRBIRELZWTTFE W, aV% I x—¥ a YOERIC
Y%7,

- ELISA E3ME R IC X W e 2 £ 97 WERE #EUoEiTo=RiR 200~ 25C (EBH EF2idf vy Fax—%
PRE) ZRESFLTTIF SV, /2, JiEE (72 rvoald&de) @ 04m/sec Y b, B 30% A OB T CTOMlE 138 T
TEV, L2, WEEMEZEE  04m/sec Db, 1 30% RilOBEE T TEMT A2, $ X7 v 7OHE KL
B, L= DMy = Z2FT5ZLITMNMA. TReDO XD 2FikEE TWMETT S v,

Bl) 4 VFaN—FRN, FEAFT— VRGN THE RS S8 5%, MEZEOBRBEELINC I )k TN B R 258050
FTOT, FFHIEBMVEDET v,

CHKAT Y T TORERICHIZIE, 7o VO, BYoRA. WMEOHKD . SEREOELEZHIET S5, 3T 7 L—Fo—
Walio TFEW,

AR LRI AR ES VI IR EDTTCTE W, 1YV /1 Fy 7OTHHZBED LT T,

- TMB #1396 7 2 V7 L — MM 5 £ TIEHEOWHAEN T, B2 TRELTT S v,

- OBMEILEIE R T % F CldEfR T,

« RF v MIELISA 02T Lz, $238EEOTTCIMHHT S v, HPERIETHET 2BICZERy T4 v 7
BEDFBIEDY R L7z S THA T S v

—7/13—



< 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 &,

4. RERRAvh
W % ®o it
(A) %r;;?ﬁyéftid_ Piate Pei 96wells (8x12) /1
s v il S
(C) %uge{% D% 60mL 14
(F) ?ﬁﬁ %?:?;tion Z0F T 12mL /1 A&
(H) E(;gé(j}l:u{;on S EEL A 12mL /14
(1) (v;gt{};z%t;o? (10x) AL 100mL /1 4
(1) I;aiefia; . — 3
AR R E & PR i k]

(A) HiEEHIET V=T
FEH EREZ RS ZRETY = V2L Twiew) PUREFAEA MYy TEFERO Y v 73—y 2R L, %
DFEF2C~10CTHAELTTF & vy,

(B) w773 EEHES
Fo MESELCHEATA2EIIMEHE T 2ENNCEEE L VI B LA L, B OBFREESERICRS 2V THLICEY
Lo2h &, 2C~10CTHRAELTTF v, MM EEERIZE ISR L, REZLRVTT W,

(C) MMk, KO (F) TMB i
—HOBEREMHT ABRLERL NP LLE00EE HOFRICB LR IZZRITR S L2V TEBIZEZ Lo ) Mo, 2T
~10CTHRELTTF Sy,

(D) RV F T F—CROPURER
Fo bESHLTHEHT2BIEAERIFICEEE L DI B LAPERR L, R0 OBFEERRIE S LW TEHLIZHEZ Lon
D LD, 2C~ 10CTIRELTT v, R ORPIEABEIIEEL TT v,

(H) SR8 ki
Y #REE 558613, TE Lo EHD, 2C~10CTHRIEL TR S W,

(1) Pk (10x)
W (10x) 2T 55813, FE2 Lo D, 2C~ 10C TIREFEL TF 3 v, R D ORI A LTI L
TH &y,

5. %y FUAHCBREERE [(JF=v /)AL

(3K (GERAK) DEEEEAPTITREE OREEaiHa Yy 7 28 (XA ) v ¥— - = — k) [OF v 75
BERy b (OETTF Y 7T50ul ZEMICERy T4 Y7 TELDHD, RUT50ul ~500ul ZEMICERYy 74 V7 TE
5L 0) [hEkEE Xy b (F] Eppendorf @ multipette plus). 100 uL Z#HETE 5 b0 [JR—=—=F FIVEDIK
BWoH2dD (HHHEITT L — MR- 72 ZHY B <) LEEFSE Vortex ¥4 7)) x4 7u7Lb—MiEIHIH (B
600rpm ~ 1200rpm) [J96 7 = V7L — M FTEEHE (BT FE L) @38 E Y 9% 727 L— MY —%— (450nm
+ 10nm . 620nm : 600nm ~ 650nm) [ 17— FZ&FHHY 7+ =7

6. Btk o e
Ay MIME GRS PICMEBCHEETLA Y YTV 7 I v a2l - ERT20I28LTEY £9, MK pH X 65~ 80

—8/13 —



OFPMNICASL EIIWCRHBE L TF S v AF vy Mo VI - MFERAZNET 2 ICESBTELILICTHEETNS VW, BX

Z 100 AT ALEDR DY T3, WEHPH (078ng/mL ~ 50ng/mL) IZAA X 9. F v b OIREIRZ HW THRIEZ AR
LTI, MRZFRT 25513, H o5 LOBBESEL ORI CARLNE Y = VICHELTFE W,

CRARIZ BB LA o TRIL S CIZllET 52 —35C LU CTHAEMAE L TF S \Wvo SRS L 2B I 52 3 2 T80 R (2 7 3
LIS LTI S v # 0 R L OBGERAIEIE TF S v IELWRHERIME SN WERIZR D 9,

<RI L 72 BRI D 2 W T S v,

Y BB O B B R IEE OB CHREBIIZICHWTT S v,

C WEWE ORENEED LRI, F—REICBWT, B2 5 28, ¥ MU LOFIRTHIEREZHERL TT S v,

(R itk & B )5 i)
Bk 2 RIICRE T 25813, —3BCTUTFTORKMREZMERL 3. M0 EL ORI IIEET TF 3w, 72, kom
BUTHEFRE E LTF 3w,

7. DR

*F v FORBEIIMEHFIL TR (20C~25C) IWRLTFEWw QKHMIHEZTY),

%4, T [ZOTIMM] LHHHMBRIRMMARLTOTIORETHATE I3, [HREMEH] £HDHDIZOVTIITROE
HTHEL TS,

*PWEIZBE LG 7ZTREZHR LTI S (TAWZBICRBHVEDE T E W),

[ & M7=k 3]
(B) 77 V7 3 R o BRHEERE R T
(B) w¥7N7 3 YEEEG (BUE : 500ng/mL) & (C) MMM Z o CTREFEZHRL TF S v TRlid—#TT,

BHEROS & (C) Hefdim 2 (ng/mL)
SEAEAIRE 50 uL 450 uL 50
50ng/mL ¥ 250 u L 250 uL 25
25ng/mL ¥ 250 u L 250 uL 125
125ng/mL ¥ 250 u L 250 uL 6.25
6.25ng/mL & 250 u L 250 uL 3.13
3.13ng/mL & 250 u L 250 uL 1.56
1.56ng/mL ¥ 250 u L 250 uL 0.78
0 (Blank) 250 uL 0

(D) NV F F ¥ ¥ — BHEEHURER

200 uLl ZFH M TE HEE TR L TV E 9. Iiaz (C) MHEH T 100 F5ISAHML TF S v,
(1) ki (10x)

(1) EEHE (10x) 2RI NHERK GEEAK) TLRFICHRL TF S v,

Bl 0 100mL @ (1) #EiHE (10x) + 900mL DRFEUK GERAK) (96 7 = VA&ETEMEHS 256

8. e FprEiE

P ERAEZ IR0 AHNCRICHET HRIEZ A S o THELTTF 3 W,

PUREA LT L=t D Y =ik, 7L — b PRI ERITE > TOHHDB L TF S,

(1) HOEPTCOFMBE LI E LY 2 VI L, 415 (xQ©) LET, 20HB, X=R=FF VAR EDLTTL— b
FMEIZL, BAMMEDTALIHICL T 2 VIS 72 ER D BRE T3,

(2) HEHGLAE Y 2 VICKIREDO T VT I VEERERZ . WA Y 2 VICHIEZ 2121 100 ul $25F L 35

(3) ¥4 7u7FL—MEEIELEEZHVTEE (x@) LEd,

4) Z7L—=FT—=VZHD, il (20C~25C) T1HEMEE (x@) LT,

(5) UGB T . IS & 3B TR 2 &7 = Vi L4 g (k@) LET. TDOHRR=IN=FF VAR EDLETTL —
P#SiZl, BAMEDIFLEHICL T o VIIKR- 2z B E 9,

(6) K7 2 VIV FF T ¥ —EREPURERZ 100 uL $20F L 3,

(7) <470 7L —MEEIELREZHOTEE (x@) LET,

8) ZL—=Fry—= %MD, =i (20C~25C) T1HER#E (x@) LT,

(9) BUSHKET . D2 35 TR & 47 = VIZHi7z L 4 BIges (k@) LET TOHAR=N—=FF VAR EDLTT L —
Pa#iSiZl, BAMEDIFLEIHICL T o VIR 22 & 93,

(10) %7 =)viZ (F) TMB#HRZ 100 ul $¥257EL 95

(11) =4 z7u7Vb—F R e ErHWTHE (xQ@) LET,

(12) 7V =1 Py =z, Hin (20C~25C) T30 5MEE (@) LT,

(13) & iz (H) oER#E 100 ul 3924090 BEezEEL T3,

(14) #¥E (x@) . BEHiZ~A 707 L — MHSERER T 450nm (B9 E 620nm) TOWREZNEL ¥, BEER
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600nm ~ 650nm DA CTHEHTE T3,
(@), (x@), (%x@) 1LAUWETFMEMELF =y 7Y A MEITBHT S0,

9. 3l

(1) W R R L E 3 mixd a2 L X fil % AR (ng/mL). Y #ill &2 WOt O BHER L 7 7 7 & AERK
LTF3wv,

(2) FEERR L D . BEROPOLEICHHE T 5 )E (ng/mL) ZFARD 9,
AT o 7RI AR REZ UM EME LE T,

F AR DOWGEE ASEEHE IO & D 735813 (C) RIS ClY R 3ICHR M L I E 2 F2E L T F S v,

F — IR ORE R OB AT OBRIE (C) FRAREIC CEMERICHE LEENET 222 BEOHL 9.

fHEA TR, 3ISERTIT4THEBE5NT A7 -z BEOHEL T,

TO7 T 7 IR T,

»
g
P

d 100
sl
i
E
= /./
o
©
=) 0.10 *
9
= i
=

0.01

0.1 1 10 100
Bovine Albumin [ng/mi]

WOLE R, WEBREIC L VLB L ¥,

1. P9IV a—F54 v 7¢ Q&A

cFTRTOY 2V TRIBAFT

FRELTEZONLZ L

D) e RHRA D AR

2) FA0C BT A RO ANUE L,

3) FEEICEIE - A RSB O Y 3 2 AT FER AN R

4) BEEHEFRORA.

5 Fv MUFEREORE (SR LB

6) 7L — b 0P L P,

7) TMB i DML DA - 726

- I/ MERERTRERE (0.78ng/mL) ® ODEL ) 75~ 27 OD AL % b,
FHERELCTEZONLZ L

VDAY, NEETho 72,

(R F v & —VREEY & SOSHOPEE R E 4 [0 % [H CitE T 5 B~ 8 HIZHR LTTF &)
- EEMRE (CV) PREw

FHERELCTEZONLZ L

D) PREAEY, AEETH -7

2) AR R WG, 3R OBIENAT S TH - 72 (HHRRIEROBIRIZ T 5AT-> TF &),
3) ¥Ry T4 Y TEBEN—E TR R D572

Q1 F Y NIGELUTHERTL2IENTEETN?

Al:TEF¥, FL—bMMSNABRY — V2 A M) vy TOMICZSTHA Yy F =% ETYVEHLTITHH TS v, L

BT U= MIY =V Z - 72 IR THREE IR LTF 8w,
cQ2: FL—FEHYBLZSY 2 VOHFIMH Ao TWERATLLAAL LT ?
A2: RELERTYT, TOFy VEIWERETL— T A4 7T,

1L W PR EE F= v 2 Y A b

W WARGIIE 2 — 3 U OBRIRSPE, St ME ik 2 sl ik, e 2170 T 3w,

Oy = v Lb— b, AEREZTGICENR (20C~25TC) ITRLTF S v, FRALICIE 2 IR 2%

1 (1) ki (10x) - il S N72HEUK T, 10 fFISARL TS v

[0 (B) ¥ 7n7 3 B8 (B 2 500ng/mL) (F1) : RKimfb S h7z (C) AT, ML TF S v,
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50 L 250 pL 250 pL 250 pL 250 pL 250 pL
R EE EER SEETR EER B
450 L 250 pL 250 pL 250 L 250 pL 250 pl
HEER 50 25 12.5 6.25 3.13 1.56

RAEERER

ng/mL

KRNI RS IHAE ONC BB T

L]
[J
0J
O
0J
L]
[J
0J
O
0J
[J
]
]

[

PUREMIE 7L — b G271V — 5 4 7)

L e 4 | (PR R, E B ISR ORES )

AR % 72 (3 REHE R

LB, iR (20C~25T). 1 KRG, e

(D) RvFF ¥ ¥ —ERAEIKREEORN. Ffbsh (C) FREH T 100 fF5IHRL TF S,
TR DT BN — SO IZAT I o

L e 4 | (PR R E B ISR OIS )

NVF F VY — BTk

|, =il (200~ 25C). 1 BEES, #iE

VPR 4 (PRI R, 1E B I TMB )

TMB VA TMB 28 RiEE N TV 5 Z & 22

SRR, MREEIC X e c

| B, =il (20C~ 25C). 30 - BUG, HHE

SheE 1k TRIETEICD X IR

SRR, TEEEIC X ) HEmIc s

VR (EBICHEE)

WL E (EPE 450nm. Rl 620nm : 600nm ~ 650nm)

FRER 7L — M EGOFENSEZ2Fy oV LT, BEHICHELTT W,

250 pl

i (&
250 L

0.78

*D
100 uL
*x2D%x®

* (D)
100 uL
*xQ%®
* (D

100 uL
*x@*%x®
100 u L
*(2)

(x@D) PR Z 7 = VIER. FOOLOETIOMIZER IR BEREL £3. 4 MRERIEREZ, X— 8=V hiZT L —
MW SIZ LTI EPEEH 2 & ICBRE L 9 SHEREAROWRIER L TROBHEZ B HIZ0EL 9. JEEH
ZEARy TR 2B O EH %43 300 uL/ 7 = VT Ji—. i/MEEFHEIRIE (0.78ng/mL) @ ODfiL h 77
¥ 7 OD P E L BB EIFEISFED 1 DL LT, At F 25—V G e JOREOBEE M 4 ol % [7] Ui#E T 5
B~ 8 MIZHRL LTF S 7L — MR IHHOY & ORI HEIE 5mL/ 55~ 25mL/ 73 (/ AV L) #z

DET) TTo N BHEOPAEOWEDORT 2 VMO F I F— 3 VICEELTTI WV,

(% @) #¥EDHZE 600rpm ~ 1200rpm-10 F2H. 3 [\,
(%Q®) R THETL—F Y —VEYEELTT SV,
TL— by —VIIEERZHSI LT, MiFEEZ 7L — M LT TTF S v, —EfH L7 L — b ¥ — IV IZEf

HLZWTT 30,
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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 50ng/mL Brik 1 BRAk 9 Bk 17 BrAk 25 Brefk 33
B 25ng/mL Befk 2 BRAR 10 Bk 18 Btk 26 BRAk 34
C 12.5ng/mL BRAk 3 Bk 11 Befk 19 wtk 27 Btk 35
D 6.25ng/mL BAk 4 Btk 12 Btk 20 Btk 28 Brefk 36
E 3.13ng/mL WAk 5 Btk 13 Btk 21 Btk 29 Brefk 37
F 1.56ng/mL WAk 6 Btk 14 etk 22 Hefk 30 etk 38
G 0.78ng/mL BRAk 7 Btk 15 Btk 23 Hefk 31 Btk 39
H 0 Bk 8 Bk 16 Btk 24 Hefk 32 Bk 40

12. % v b OB L BB
Fv MI2C~1W0CTHRAEL TF 3V (SRS o MR OME - RIIIFH L 2T F v, B LEREICOEFL
TiE, RERRBICK D EEZZT 2 TRENH ) FTOTROOTHH 2L 7,

[0 %E 441

(]

(e #) [HsEH]
[ D) (EFERUIEY
(2]

(B ] LE2™ 3773 v ELISA ¥ v b
[FiE=— Rl 295-92201

[FeiEad] LBIS™ Bovine Albumin ELISA Kit
(iiRES)| 2 ~ 10T A7

[fili 39T B ] 5~V EL R

(2] 96 [ /1]
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Tel : 06-6203-3741

— 13/13 —

2404KA1



