FUJIFILM LBIS

For Research Use Only. Not for use in diagnostic procedures. Jul.1.2023. Ver. JE2

[LBIS Rat Albumin ELISA Kit (2 plates type)]
Cat # 631-31921
Please, read this instruction carefully before use.

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

1. Intended use
LBIS Rat Albumin ELISA Kit is a sandwich ELISA system for quantitative measurement of rat albumin. This
is intended for research use only.

2, Storage and expiration

When the complete kit is stored at 2°C - 8°C, the kit is stable until the expiration date shown on the label on
the box. Opened reagents should be used as soon as possible to avoid loss in optimal assay performance
caused by storage environment.

3. 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, pl 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
30mg/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.

4. Assay principle

In FUJIFILM Wako Pure Chemical Corporation’s LBIS Rat 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 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 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.

5. Precautions

eFor professional use only. Beginners are advised to use this kit under the guidance of experienced person.

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

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

eBe 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.
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eAvoid contact with the acidic stop solution and chromogen (TMB) containing hydrogen peroxide and
tetramethylbenzidine. Wear gloves and eye and clothing protection when handling these reagents.

eThe materials must not be pipetted by mouth.

eUnused samples and used tips should be rinsed in 1 % formalin, 2 % glutaraldehyde, or more than 0.1 %
sodium hypochlorite solution for more than 1 hour, or be treated by an autoclave before disposal.

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

eUse clean laboratory glassware.

eln order to avoid dryness of wells, contamination of foreign substances and evaporation of dispensed
reagents, never forget to cover the well plate with a plate seal supplied, during incubation.

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

6. Reagents supplied

Components State Amount

(A) Anti-albumin coated plate Use after washing 96 wells/2 plates

(B) Standard rat albumin (10 ug/mL)

(derived from rat) Concentrated. Use after dilution.

150 pL/2 vials

120 mL/1 bottle

C) Buffer solution

Ready for use.

D) HRP-labeled anti-albumin antibody

Concentrated. Use after dilution.

200 pL/1 vial

Ready for use.

24 mL/1 bottle

(
(
(F) Chromogen (TMB)
(
(

H) Stop solution Be careful! Ready for use. 24 mL/1 bottle
I ) Wash stock solution (10x) Concentrated. Use after dilution. 100 mL/2 bottle
Plate seal — 6 sheets
Instruction Manual — 1 copy

7. Equipments or supplies required but not supplied [1Use as a check box

UPurified water (distilled water) [1Test tubes for preparation of standard solution series.

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

[IPipettes (disposable tip type). One should be able to deliver 5 uL precisely, and another for 50 pL - 500 L.
LI1Syringe-type repeating dispenser like Eppendorf multipette plus which can dispense 50 pyL. [IPaper
towel to remove washing buffer remaining in wells. [JA vortex-type mixer. [JA shaker for 96 well-plate (600
rpm -1200 rpm) [JAn automatic washer for 96 well-plate (if available), or a wash bottle with a jet nozzle. [JA
96 well-plate reader (450 nm + 10 nm, 620 nm: 600 nm -650 nm) [1Software for data analysis.

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

[Concentrated reagents]
[(B) Standard rat albumin (10 ug/mL)]
Below is an example of preparing each standard solution.

Volume of standard solution (C) Buffer solution Concentration (ng/mL)

Original solution 50 pL 450 yL 1000

1000 ng/mL solution 400 pL 100 pL 800
800 ng/mL solution 300 pL 100 pL 600

600 ng/mL solution 200 pL 100 pL 400

400 ng/mL solution 100 uL 100 pL 200

200 ng/mL solution 100 pL 100 pL 100

100 ng/mL solution 100 pL 100 pL 50
Blank 100 uL 0
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[(D) HRP-labeled anti-albumin antibody]
Prepare working solution by dilution of (D) with the (C) Buffer solution to 1:100.

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

[Storage and stability]

[(A) Anti-albumin coated plate]
If seal is not removed, put the strip back in a plastic bag with zip-seal originally used for well-plate
container and store at 2 °C - 8 °C. The strip will be stable until expiration date.

[(B) Standard rat albumin (10 ug/mL)]
Standard solutions prepared above should be used as soon as possible, and should not be stored.
Dispose remaining prepared solution.

[(C) Buffer solution] and [(F) Chromogen (TMB)]
Use only volume you need for your assay. Remaining reagents should be stored at 2 °C - 8 °C
fastening the cap tightly. It maintains stability until expiration date. Once opened,
we recommend using as soon as possible to avoid influence by environmental condition.

[(D) HRP-labeled anti-albumin antibody]
Unused working solution (already diluted) should be disposed.

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

[(I) Wash stock solution (10x)]
The rest of undiluted buffer: if stored tightly closed at 2 °C - 8 °C, it is stable until expiration date.
Dispose any unused diluted buffer.

9. Technical tips

eIn manual operation, proficiency in pipetting technique is recommended.

eThe 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.

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

eOptimally, the reagent solutions of the kit should be used immediately after reconstitution. Otherwise, store
them in a dark place at 2 °C - 8 °C.

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

ePrepare a standard curve for each assay.

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

eThe chromogen (TMB) 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.

eTo 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

eAs 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.

e\When ELISA has to be done under the airstream velocity over 0.4 m/sec. and the humidity less than 30 %,
seal the well plate with a plate seal and place the well plate in an incubator or a styrofoam box in each step
of incubation.

10. Preparation of samples

This kit is intended to measure albumin in rat serum, plasma (heparin is recommended) or urine. The
necessary sample volume for the standard procedure is 5 pL. Dilute your samples with the buffer so as to be
within the assay range, 50 ng/mL - 1000 ng/mL. The recommended dilution is 10000-50000x% for serum or
plasma, and 50x-100x for urinary samples.

Samples should be immediately assayed or stored below —35 °C 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 as the
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pictures below, do not use them for assay. Abnormal value might be obtained with hemolysis above 80mg/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.

11. Assay procedure
Remove the cover sheet of the antibody-coated plate after bringing up to room temperature.

(1) Wash the anti-albumin-coated plate (A) 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 buffer to each well and shake the plate gently on a plate shaker (*®).

(3) Pipette 5 uL of standard solution to the wells designated for standards, and 5 L 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 20 °C - 25 °C.
6) Discard the reaction mixture and rinse wells as step (1).
7)
8)
9)

Pipette 50 uL of HRP-labeled anti-albumin antibody to all wells, and shake as step (4).

Stick a plate seal (*@) on the plate and incubate the plate for 1 hour at 20 °C - 25 °C.

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

(10) Pipette 50 pL of chromogen (TMB) to wells, and shake as step (4).

(11) Stick a plate seal (*@) on the plate and incubate the plate for 20 minutes at 20 °C - 25 °C.

(12) Add 50 pL of the 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.

*Refer to the page 6 for notes of *@, *® and *@.

(
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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.

*Physiological or pathological situation of rat should be judged comprehensively taking other examination

results into consideration.

=
o

bs.(450-620)nm,~Blank

.C.-)%
—

10 100 1000 10000
Rat Albumin{ng/ml)

Rat Albumin assay standard curve (an example)
Absorbance may change due to assay environment.
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13. Performance characteristics
eAssay range
The assay range of the kit is 50 ng/mL - 1000 ng/mL.

e Specificity
The antibodies used in this kit are specific to albumin.
Sample Cross reaction Sample Cross reaction
Mouse albumin Less than 5 % Bovine albumin N.D.
Human albumin N.D. 10 % FCS N.D.
Porcine albumin N.D.

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

ePrecision of assay

Within assay variation (3 samples, 5 replicates assay), Mean CV was within 10 %
eReproducibility

Between assay variation (3 samples, 3 days, 3 replicates assay), Mean CV was within 10 %
eRecovery test

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

The recoveries were 93.7 % - 98.9 %
eDilution test

Serum sample was serially diluted by 3 steps.

The dilution curves showed linearity with R>=0.9951 and 0.9984.

14. Reference assay data
Rat albumin mean assay value: 36.0 mg/mL, SD: 4.45 mg/mL
Strain: CD (SD), 4 males, 10 week-old, serum
These data should be considered as guidance only. Each laboratory should establish its own normal and
pathological reference ranges for albumin levels independently.

15. Trouble shooting
elLow absorbance in all wells
Possible explanations:
1)The standard or samples might not be added.
2)Reagents necessary for coloration such as HRP-labeled anti-albumin antibody or chromogen (TMB)
might not be added.
3)Wrong reagents related to coloration might have been added. Wrong dilution of HRP-labeled
anti-albumin antibody.
4)Contamination of enzyme inhibitor(s).
5)Influence of the temperature under which the kits had been stored.
6)Excessive hard washing of the well plate.
7)Addition of chromogen (TMB) soon after taking out from a refrigerator might cause poor coloration owing
to low temperature.
eBlank OD was higher than that of the lowest standard concentration (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 HRP-labeled anti-albumin antibody.)
eHigh coefficient of variation (CV)
Possible explanation:
1) Improper or inadequate washing.
2) Improper mixing of standard or samples.
3) Pipetting at irregular intervals.
eQ-1: Can | divide the plate to use it for the other testing?
A-1: Yes, cut off the clear seal on the plate with cutter along strip. Put the residual plate, which is still the
seal on, in a refrigerator soon.
eQ-2: | found there contains liquid in 96 well-plate when | opened the box. What is it?
A-2: When we manufacture 96 well-plate, we insert preservation stabilizer in wells.
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Summary of assay procedure [ : Use as a check box
*First, read this instruction manual carefully and start your assay after confirmation of details.
[IBring the well-plate and all reagents back to 20 °C - 25 °C for 2 hours.
[UWash stock solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water
that returned to 20 °C - 25 °C.
[IStandard solution dilution example:

Original solution

50 uL 400 pL 300 pL 200 pL 100 pL 100 pL 100 pL
Buffer Buffer Buffer Buffer Buffer Buffer Buffer
450 uL 100 pL 100 uL 100 uL 100 uL 100 pL 100 uL

C°”§ge;r‘:ft'°” 1000 800 600 400 200 100 50
UJ Anti-albumin-coated plate
[J |Washing 3 times(*®@) _ - *®
O Buffer 50 L
[0 |Shaking(*®)
[J Diluted samples, or Standards 5L
[0 |Shaking(*®), Incubation for 1 hour at 20 °C - 25 °C. (Standing(*@))
0 Dilute HRP-labeled anti-albumin antibody (D) to 100x with

buffer (C) returned to 20 °C - 25 °C.
[0 |Washing 3 times(*@) _ - *®
[J HRP-labeled anti-albumin antibody 50 uL
[0 | Shaking(*®), Incubation for 1 hour at 20 °C - 25 °C. (Standing(*@®)) ‘
[J |Washing 3 times(*®@) *®
0 Chrompgen (TMB) | | 50 L

(After dispense, the color turns to blue depending on the concentration.) :
[0 |Shaking(*®), Incubation for 20 min at 20 °C - 25 °C. (Standing(*@®)) '
- (S/-\tfct)epr :ZLU;ZZ the color turns to yellow depending on the concentration.) ELlEs
[0 |Shaking(*®) (Immediately shake.)
0 Measurement of absorbance (450 nm, Ref 620 nm) immediately *®

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

*(@After dispensing wash buffer to wells, lightly shake the plate on your palm for 10 seconds and remove the
buffer. Guideline of washing volume: 300 pL/well for an automatic washer and for a pipette if the washing
buffer is added by pipette. In case of washing by using 8 channel pipette, sometimes the back ground
tends to be high. If so, change washing frequency from 3 times to 4-6 times at the constant stroke after
the reaction with HRP conjugated streptavidin. Standard of plate-washing pressure: 5 mL/min - 25 mL/min.
(Adjust it depending on the nozzle’s diameter.)

*®Guideline of shaking: 600 rpm - 1200 rpm for 10 seconds x 3 times.

*@Seal the plate during the reaction after shaking. Peel off the protective paper from the seal and stick the
seal on the plate. Do not reuse the plate seal used once.

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

*®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 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




LBIS Rat Albumin ELISA Kit (2 plates type)

Assay worksheet

LBIS Rat Albumin ELISA Kit (2 plates type )
[Storage condition] Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.

[Cat #] 631-31921

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
https://www.fujifilm.com/ffwk/en
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TSR 20237 A 1 BHXET

COEFEHBSEECHBAVCEEELTHONESSENET, SHEAICELTIEFY MCEBSNEUREAZ (CHE
TAEZEEML T REEW, KFv MEYDTSHERICRSNDIESIEIRO [ ERFIICCHREES VM toE> ~
RSTIEEE]| #ZHEOESHEALEE,

[ LER® PIIT=>-FYv b 2TL—M54047) | BRERAS

1./4>bOs o3>

FILT ZFHROAERTRICESEN. KEEDEWEE U TEFSY > /\JBETIN., EESODEOERE
SNTWEY, MEEF7ILITZ2EMmEES > )NOEHRD 56 % - 60 %z HH D0 F=4 69,000, FER 49D
BEHiS > )\OBT. R TERENET.

MEE7ILT =GRS > IO DKRFER L7 G, RBEHFICEEREEIZRIZ U, KICEEBEDOWE.
BIZ (FEIRM(C(FAEAAESE. EVILE> . FOFSORELFEE U TINSDERMERICES L TLET, M
BPIVITZ2DBEEL. FHEZERETOTILI ZDEEMIET. REABRVHMEREBETDORSY >\ UEE
FECEDLMAERDTILIZ>DHEE. BEE(CKDIRNDREETRTULET.

RN TDRPADIME IV T = > OHE LBFEC <{EHNT1H30mg A TFTTIH, BEREB(CHEUTRE
ADREMER T DO THREKAB R, RTO—CMEER. BRREBEEOBEETRFIZILIZ>LANIL
(FEAUET ., £LFER SIE. DOMELAE, FREBIIEREDHZE(CIRFT7ILIT = LA)LAMEDN
IRDZENHDFET ., BEATEBHESVHASEE. BVB CTOANAER. HENEE, XNLXR %
B0 )\OBEDERES KUARFIIRECRTILI = 0—BHEINNA SN, SNz (IEEN 5
SINIRBWGEBIMEBREENNE T, FEEICEFEECHVT, UIEUIFERIIEECDHS > ) IRNM
HFENBDENHDET,

E R TIR7ZILT = MAE EMFEN D ENRERMEEREN DD, #87)L 7 =2 MAE & BIFENF I A EMR(C
FSLKADEDTIVIZ NG D, BRIEK(SEEDZEEEPEEDRIMETSH D, FFEERENS > /(TR
(FERDHENBNELDTY ., B TES Y MIET)LT > MMIE analbuminemia DETILA B D ET, tE4 K
HFRATDRBRAZSLEEN Sprague-Dawley rat (SD T w ) WSHEREEINZEDT. NAR (Nagase
analbuminemia rat) EMHINTULET,

MmE (i) 7ZILITZ>oRIEE. <00 TIADRERNELB UL, BHTHESY b YOX Y
JLICDWTOBEENRITERRA TIA ZIRME LU THDEIH. ELISA (CKBBIERTIIERE THERTENBIEET
9, B2 ELISA Fv MNMIIWEF. FRPD7VILVIZ > REEEDEETEE S 2flc. 71> EROD7ILIT =
CHERERR. IBERTERSINICAIREEME ZFE UITIBE D FCS FD contamination D&Y, NAR
TORTHERE. FFEMIER D, VIV I ZEEZ AILIN =)L ET DREDRRT. IR EICBICANAIEETT,

AKFEwY NISY NTIVTZ2DAFENSRTET D EHOY > R4 FERREINTEETT . AFwv MNIHA
TDHCTERALIZEEL,

SERDBIR
o SIS L 2 58 20 9 CT 9,
oS v MIFBEF(EMIE (NNUDDFERZEHERELET). RPODTVILI=Z>ZAELUET,
o EIMRIR (ARERELEI 5 L) TRIERIEETY,
oFw NIIFBITILTL— I 2MADTWLET,
oIZERIIS Y FHEDEDTY,
B TDREIBRIANT T,

2. e R

AFv NIFER, BIRRAZI 7L I AARBERR LY 20T L — b T)LPRTA > FIR-bUE
9o 1 BREOA>FIR—2 32 EFFER. NILAFIY-UESIAZIMR., llecnizc7ILIZ> s
BIC1BEA>FIR—-BUET, HFE. DTILCESTERILAFI I -CZHER(TMB)ERIGEEE
9. RIGEEEOFRORINTELSN, RISOFERE UEEOEYH 450 nm (BKE 620 nm) TLLE
AESNFET. BAEERTILITZVRECEFEALUET ., FERRECH U TRLEZTOY b UREER
HREVER L. CORERIRD SRIMRARDIRENRESNE T,
3. %Y FORF L ERRIR

FvhE2 C~8 CTHRIFLTCLIEELY (RIEEREE) . CORFRMFT T Y MISMEDSN)LICEEHE
NITAMHIBRALZETY . ARHIRDBE IZE R (HMER LRNWT L ES 0, A UEERECDERL TR
RERE(CKDEEZRIT DN D DT I D TRDDTHERZHER LT T,
4.FY MUSCRHRERBR OFTvIUXRK

OfRSUK (REK) DERERRAERAGERE DReRBRALSASRE (XX2U2d—--E-H—-

) OFvIHBERY b (EVMETFY I TS UL ZIEFEICERY T4 2T TEDED. KU 50 pL

9



LBIS Rat Albumin ELISA Kit (2 plates type)

~500 yL ZIFFECERY ST > I TE3EM) DEHEDEERY b (5] Eppendorf @ multipette plus) .
50 L ZEHEDFTEDIED OR—=/)\—FA)ILEDRKEDHDED (FFEICTL— NMIEKOIZRZE
EOBR<) OB (Vortex F17) ONro0FL— MNMRESER (89600 rpm~1200 rpm) 196
DIV L — RREEH (BEFE LW F£EEESFES 06 D)L —KJ—4—@450+10nm .
620 nm : 600 nm~650 nm) OF—4~:t8RAY I NI 7

5.45
¥ A% oo R RE g =
(A) %ﬁ%ﬁg?ﬁgg"gﬁ plate _ - B P 96 wells(8x12),/2 1
(B) Standard rat albumin (10 pug/mL) J—
FILT =R (S R) (10 pgiml) ARG 150 uL 72 %
(€) Buffer solution TOEEEA 120 mL/1 %
(F) Chromagen (TME) TOEFER 24 mL/ 1%
(F) Stop soluton Be carefull | ¢ gy e 2l
(! );év%%i%%;%%ﬂ‘;tion (109 IR 100 mL/2 &
Plate seal
TL— k-l 6 1%
Instruction Manual 1 =B
HRGREAES -
6.:EDAR

* v hORESMERRICKHIERR0 CT~25 C)ICRLTLIZEL 2 BFREUNABEEZTY),

*5.T [ZDOFFFA| EHBREISERMEBZOELEDIRETHERTEEY, [HIREEFER] &H3ED
[CDWTIETFEDEBECHRELUTLLIZEL,
$HECHBRDIEEREEZFHRLO TS ZSV (CHRBARBRICEBBOEDELSZE0),

(€ oy gt D)
[(B) Standard rat albumin (10 pg/mL) 1 ; EfEMRIERA
(B) Standard rat albumin (10 pyg/mL) (&%) ¢&(C) Buffer solution &> TIEERFRZRAEL T ZE0N,
TsElE—HITY,

BERTRDOEE (C) Buffer solution =E (ng/mL)

BRERRIER 50 uL 450 yL 1000

1000 ng/mL &5 400 uL 100 pL 800

800 ng/mL &% 300 uL 100 L 600

600 ng/mL &5 200 uL 100 L 400

400 ng/mL & 100 pL 100 pL 200

200 ng/mL & 100 pL 100 pL 100
100 ng/mL &% 100 pL 100 pL 50
0 (Blank) 100 pL 0

[(D) HRP-labeled anti-albumin antibody]

200 L ZFERDECE D EZ IRt U TULE T iEiER 7 (C) Buffer solution T 100 f&(CHRIRL T IEE0N,
[(1) Wash stock solution (10x)]

IR R (10x)Z R SNTTARBEIK GREZK) T10 BICHRIRLTLSTZ SN,

Bl : 100 mL DIEHESFR(10%) +900 mL DFFRIK (FEBK) (96 DTILETZEAT 5H)

(HRDOREN L REFFE]

(A) Anti-albumin coated plate
KERA (SEAREZFR > ITREETS —)LZRIA L TORW) FAEBEX U w T (ERRDS Y T2 —
WIWDICRU, ZDFEF 2 CT~8 CTHRIFLTLESW. BIHIRRNLZERZREF I,
10



LBIS Rat Albumin ELISA Kit (2 plates type)

(B) Standard rat albumin (10 pg/mL)

Fv hZEREUTERT IRIMERITIEFICHEELODRDEUARRARL . EKODDRREIERICERE
SIRNWTESBICEZ UMD LD, 2 T~8 CTHRIEFELTLKIZ SV, BIEIRNTZEEZREET
FINUEBREEDRFIES(CHEAL. ®REQLBWTLEZU,

(C) Buffer solution & TF) Chromogen (TMB)
—EPOBRZEATIREVBEIDDUZHDEZFIDEEICHEL., KD EFERICRSRAVWTESIC
EZUoMDEH. 2 T~8 CTHREFELTLLIZSV.. BMHRRNELTERZREFT.

(D) HRP-labeled anti-albumin antibody
Fv hZEREUTERT DBREHNFF(CHEEL OO E UARRARL ., KODFREREIERICRERSIR
TESLICEZ UMD LD, 2 T~8 CTHRIEFELTLZ SV, BRHRALZEHZHREF I . EHAK
DOFBIRBEHBRIIERZLTESN,

(H) Stop solution
FRARDZREFIDHEE. EZLoMDERMD. 2 T~8 CTHRIFLTLZEV. BMHARARE Y
ZREFT.

(I) Wash stock solution (10x)

IRHEERR(10x)ZRF I DHEEF. EBZUOMD LMD, 2 T~8 CTHRELTLZSL).. BRHAR
ALZEHZREET T, ERKDOFRIRNEHERRIIERZEL TS0,

7. REDRE
AFwv MISw bMIBEFEZEOERE (NNUSOFERE#EUOET). IRPOTVILIZDZHELET . S

TEEBE (50 ng/mL~1000 ng/mL)ICABD LD, Fv hDCHEERE AV TRAERIRL T IEE,

FIRB R, MEF /= (S MmiERED 10000~50000 5. FRIR{ED 50~100 5T I AR EEFIRT DES(E.

H5h UHARESZEZAVWT( C)EERCHRIRUVAIED TILICHELUTLSEEZ L.

O RIRIRDIZE (FFFICT W RDIRREIC KD PILIT ZVBEDEMHAE <D edH. LEFRBTZDEXRT
(FIRADIRAE N IEEIRIRAE KX DHNDIHGENHB D ET ., eDHEE REERAIAZ (I 10 BHR.
SEEARIR(L 200 f5. 500 8%, BHEXRCGARUBAEZEMLU TIZEL. (958 (2) &R)

IRIRITEE(CUTEN > THERU I SITHET DN, —35 CUT THRBERF L TLIEEV,, HiE UL
BIEITDERICARURDICERLUTLSZEV, #DRUDEEMAZSEITTIZEETV, IEULERMNS
SNIRVWRRICRDET,

oI RMMIE., b NEFRMEZCFERICIRDDIEEIT TS EEV. MBEDEHMBERIZEDRIFIAEE R (CRE
Z5 X BN EZISNET,

OB M U AR DOFEAEBEARIKR(IFENDIRNT S IZE0,

H D RUNBYI DD DKL= DD EEE CHREBATECAVWTLSIZEL,

o IHEYIBDEENFEND UL VRIK(E, B—IRIKICHNT, BRED 2 R1> MNALOFBRECTHIREIRIEZTE
LTS,

(RADLZEM ERIFITE]
BRAZRIICRE T DHS(E. —35 CUTTORBREZHERLUE T, BORUDRERAZLEITTL
ZEV\ Fe. RAEOHRIIAEGEAR E U TTES0,

8. AITEIREE

TR IBODEIORICHET DaE LRI B> CHRLTLZE0,

FARERET L — b =)L, TL— MAIRDICERICE D THSRA LTS ZEU,

(1) RERZIRT. HSNUHRARUERFRZZDTILSHRZL. 3 BER(xQ)LET. TDE. K=/
—IA)NREDLETT L — hEFEE(CL, BLMEDIFBILDIICLTITILTER D IEREMDREET .

(2) BIUITILICEERZ 50 L IDOEL. Y100 — MRESEBFREZANVWTER(xQ)UET,

(3) fﬁ&iﬂﬂﬁvl)uz%ﬁrﬁmﬂbj\/ SRR T, RAAD T)UVICHERBRARZENENS5 yL 3D
FEFUET,

(4) XAoOTL—MRESBHRREZANWTER(xQ)LET,

() TL—hr>—JL&EED, =R(20 C~25 C)T 1 FEEFE(*x®)LET .

(6) RIGHETE., RISRZRTHREFRZZDTIVISHRZLU. 3 BEER(xOQ)LET. TDH. R—/(—5FA
IWIRREDLETTL—hEHFES(CL, BL<MMEDIFBLIICUTIOIIICESIERERDIREET,

(7) BITILICRIVAFS A —CIE#TUAZ 50 L S DELE T N0 L — MRESZRBEZRL)
TE®R*xQ)LET,

(8) TL—hZ—I)LZEMD, ERQ20 C~25 C)T 1 BFEEFE(xQ)LET,

(9) RIHETHE., RISRZBRTREFRZZDTIVISHRZL 3EER(xQ)LET., TDE. R—/(—FA)L
REDETTIL—hEHEECL, BLMNEDIFBRIDICUTIIDILICESDIERERDREET,

(10) BEITILICREBRESOUL T DPELE T XM IO0TL— MRESERREZAVWTEIHE(*@Q)UET,

(1) TL— > —)L&BED, =B(20 C~25 C)T 20 PEFBB(xQ)LET.

(12) HEOTILICRINMELLE®RZ 50 uL 9 O95F L. RERICZELEUVET,

(13) BH(*x Q). BEICNro07 L — MRAZHHESTT 450 nm (BIEER 620 nm) TORAEZRIEL

*9 ., a8lEKE(E 600 nm~650 nm DEEITHEHTEET,
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LBIS Rat Albumin ELISA Kit (2 plates type)
(x D). (xQ). (xQHEFIEEIZE (14, 15RX—2) ZTSRIIZELN,

9.518
()AIES (CIREMR TR LES . M EERL X SEiEERSREE (ng/mL). Y xR EORERIRD
SR LTS IZEN,
QUIEEMIRL D . IRARDIRNE (LS T DEE(hg/mML)ZFHAHIDFE T . HAHE o ICRECIRAREIREZ R
CAIEEE UETD,
* IRADIRSEEHRERFRIRLE K DIMNEZE (R CRBER(C CESER(CRAR UBEREZEMmL TIZE),
* — B EDIEE R RO EHEDIRMASEER(C CEHMERIGARUBEAE I D EEPBHEHUET .
* EBIIRET(E, 3RBIERELIF4FRE5/I\SA—F—-DFEREEEDHHUET,
* 5 v SOBRRFT R (FERARABR W MBDIREIER IR EZ MRS (CHIIT LU TITOBENMRETT,
* L — ~J—%4 —(d SUNRISE RAINBOW(TECAN)Z{#F.
TS T (FEEMRHITT (RAEE. AERBECKIDZEEULET),

4
g
@ 1.0
N
Z
(]
a
=
01 .
10 100 1000
Rat Albunmin(ng/ml)
10.Fv bO1ERE
o8 EEEH
Sw ~7JLT =% 50 ng/mL~1000 ng/mL O&FH THIETEET,
o FEM

Z®D ELISA RTHEASNTVBHUARES Y MPILTZ2(CHUTHENTY . BE@EMEZAR+Y M TH
EURERIIREDES D TY, REME, 10000 ng/mL BDFT—STY (FCS (FBR<),

RS SN R, SN
NOX FPILIT=E> 5 %KiiE D VILTEY -
Ek PILT=E> - 10% FCS -
J%5 FPILIT=> - — o RAEMEU
HEERER (7Y T NES) (5 BT, 3RA) T C.VABE 10 %%
BIRMERE (7y U HZH) (3 EAE. 3tk 3ER) T CVAEE 10 %KE
o THNEIRRER |
2 MBRKCRAS 3 BEDTILT S > 2RIUEEURR, BUER(E 93.7 %H'S 98.9 %

o FARIERRIE
2 MBIRAEE ) (CARIRARER T 3 BRPEARIR UAIE UTZHR, EHRE)R0 R? (£ 0.9951 & 0.9984

M.8STN>a1—F«0 >0 & QA

e INRTDIT)LTDORIEHFFU
ERELUTERBNDCE
OEERPARAED AN
2)RE(CRIE T DABBIRDANZA.
3FRE(CHET DMFEBAROEDEZ OHRARIE,
4)EEZRPAERIDIR A
5F v MEEREDHE (RELIEHES).
6)7 L — hDBRIIRFTF.
FEBRDEEMEND =,

o5/ VREEAREE (50 ng/mL)D OD EL D TS> 2 OD BN E 712D,
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LBIS Rat Albumin ELISA Kit (2 plates type)

RRELTEZRSNDCE
TEENRNEY, A2 THho .
(RIVAFA —UCEHY) & RS EDH2REIE 3 El%E UFR T 4 [B]~6 B(TIEYX LT EE0Y,)
o ZEENZEL(CV)HARZELN
RRELTEZRSNDCE
)HENRNEY, A2 ThoI,
QNEHEGRVOEIRME. FEIRERDBENARTED TH oz (FERIEOEBHREFTD (TITo> TS,
ERYF a4 IBEN—ETIIRM D 1=,
eQ-1: Fv MNIDEIUTHERI B ENTETEIN?
A1: TEFEI, TL— MNCBSNEERS —I)ILEX NIV TOBIICZ > THY S —RETYIDEEL T
TERLEEW, FRULRVWTL— MEIS—ILZ > TEIRETHSBEICRE LTS EEUL,
0Q-2: JL— hrZEEDEULESDTILOPR(SERIAENAD TLEUEAMEITIH ?
A-2 . HEBSC(IREEERNTIELTH D XY,
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LBIS Rat Albumin ELISA Kit (2 plates type)

(AEFIEMEEFTYIVAR]

NI EURGRIAE T —5t U TRIRSEMF. RIESRM. BIETEZHEREAERFZIT O T ES0N,
O JTILTL— b HEEZRD(CERQ20 CT~25 C)CRLTLSZEL, ERIEICIF 2 KEGLHE
O IREEERDFMIR  BRESNTZRBREKT. 10 ECHIRLTIES0N,

O EEFROGIR (B) : BRAESNERBERC. BHIRUTLIESL,

LEERRE
50 ul 400 pL 300 L 200 L 100 uL 100 uL
EER R T ER RELR EER BB
450 uL 100 pL 100 pL 100 pL 100 pL 100 uL
RELEE
ngimL 1000 800 600 400 200 100
BIREIESEIENCEEEIBR
[ YUAEIEE 96 DTILTL— b

PERSE  (EPRRES. B5CROBENTD) | |
EER 50l
E# :
MR T T (FREBTR 5L

B, R0 C~25 C). 1 KRG, FHE

<IZEV, HBIRBRDORAEEE—RISFICITD,
FEFE3E (EERRER. BSIORDREDT)
NRIVAF A —CIEEETUR

1B, ER(20 C~25 C). 1BEKIG. &
EFE3E  (EERiRER. BESICRERERDE)

%@‘}Tﬁi(TMB) TMB b‘::/unméﬂ'Cl,\%Z & ZHERR

|#B81, =R((20 CT~25 C). 20 DERIG. &

RIS LR
DFE. BEICLIDER/EICEE

B (EBICER)

BS(CIEEAE (FEE 450 nm. 8I&EE 620 nm:600 nm~650 nm)
BIREET L — hNEROFENSEZF v > ILUET

SRELME(C O THURER

O O 0o 0o 0O oogogo o oodod

RILAES A — CEBFUARDEIR, RS NEERT 100 f&ICHRRLT |

50 uL

50 yL

50 L

100 uL

TBER
100 pL

50

*®
*Q

*Q. xQ
* @

*Q. x0Q
* @D i

* ),

*Q

*@

(* Q)EFRZED TILICHEE. FOOSDLET 10 BEEEIRDEELET. 3|§|L¥;u5'ﬁ$&‘ R—)\—5

A ECTL—MeFES(CUTINERFRETE(CHRELE T HRRFRERDICE
BEBESICEUET. TRREERY NTHRINT 3E0ORERZ(E 300 UL/'jI)I/_Cg_ i—

(OER L TRDB

. B\

BREBRERE(50 ng/mL)D OD BEX DTS20 OD BN E < 2BIHE(IRRFED 1 DEL T, NILA

F24 —UIRHH) CRICEOFTROE 3 [MZF UART 4 Bl~6 BITEPLTIZS0),
HERDBEDENBER(E5mL/ D~25mL/ 73 (J XILDECKIDRIZDEFT) TI, H—

DYEIDHEEDIH I T)LEIOI A Z(TEFELTLIEE0N,
(* @QWBH#HDHEZ (L 600 rpm~1200 rpm-10 ¥/, 3 [El,
(x QOWBHIRTRTIL — b2 —ILEMDEEEL T IZELN,
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LBIS Rat Albumin ELISA Kit (2 plates type)

TL— b —)LIMRERZIN LT, #h8EmE=L— MIICUTEDMITTSESWL., —EFERALE
TL— ;2 —)LEBFERULRNTLIESU,

el M)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 1000 ng/mL 1R 1 RRAK 9 1&RIK 17 1&{K 25 1R{K 33
B 800 ng/mL 1RAK 2 &K 10 1&{K 18 &K 26 1RIK 34
Cc 600 ng/mL FRAK 3 1RK 11 1RIK 19 1RA{K 27 KRR 35
D 400 ng/mL &K 4 TRIK 12 &K 20 1R{K 28 1R{K 36
E 200 ng/mL IRAK 5 1RIK 13 RRAK 21 1R{K 29 KRR 37
F 100 ng/mL 1Rk 6 1RAK 14 1RAK 22 8R4 30 1R4K 38
G 50 ng/mL 1RAK 7 1RIK 15 1RAK 23 1RAK 31 R4k 39
H 0 (Blank) 1Rk 8 1RAK 16 1Rk 24 1RAK 32 1RAK 40

O EARICCHRIBES LT LS MRWNEEEIR
oELISA EIFHFEIRIB(CKDHERT(TE T, BITIRIE. SFERICHBATOER : 20 C~25 C (EE&5L
FEEAFIAIR—FIRERE) ZHETFUTLSESV, £z, AR (773> 0REBED) : 0.4 misec KL E.
F2E 30 %REOIRIE T CTORIELEITTLZEV, PO&EET, AITERELZREIR : 0.4 misec AL, &
E 30 %XWDIRIE T TEMI DHS(CIE. EATYVIDEREBERICE. 7L — b —)LETDZEICNR.
TEDOISRHEZESHERTTLIZE0N,
B) 14 >FaR—FAN, FEXFO-)LEEANCTHRERIGSEDE., MEZEDRERMAF(ICKDWERAEN
BRRBIGENHDFEFIDT. FHEHRIVEDEZEE0,
o ZAT VI TORRBERIGHEC(Z. DTILDEZIE. BYIOREAN. BEDRD. DERBEOERFEEHLET D
B I TL— b —I)LEMO>TLIESU,
O IRR B (CARFINSES BSRRNEDICTEDIFTLIEEW 1 DTIL M FYITOTERESESH LET,
oFHERIZ 6 ITIL I L— NIERAIBETETEVWETEERATI, XEBITTRELTIESL,
oSBT (SMERIT D ETIIEETT,
oA+ W NI ELISASEDIHERRR T Uich. FEIBEBD T CTHEARALESV., AFEHRETIET S
BRICIZERY T+ D IREOBIRMNETE UEANTERLIEE0N,
HEMFITNCAF W MEEP(IFL, BiE. REABREZE(CDIF TS,
GAFIAX R E (CAHIRVT L EEV, Rty hoiENE->T, B, O, 80, KEE(CAELUEEES
(FES(CKEK TR TEVNRIEDGRNEBEZITV, HRERISEIEMOFHTEZRITTIIESU,
o AT v NEERAUTUWVWBIGBFACIIEREYEYEZ LR T LK IEEL,
GAFFAIOTERY T4 2T UIRNWTLESE0N,
o[V hESDESHRE (TRE TEDRNT L IZEU),
O IRIK(IRRDEIRMEN G D HEDE U THRDEE LU TEDRO TSV, AF v MNIBWIEBERDHD %
SATWVET,
o FAEADIRK, [FAUSEHERZET 1 %LU, 2%TILI—)LT7ILTE REEIF 0.1 %A Lok
BRES NDLABRIC 1 BRI ST TSESWN, FladA— N L—TREVIBUTEEZEL TS
W\ {EA LIS HERORER ORI (SFIE MR O TE W N C ZHIHDES (CRE> THEEL TS,
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LBIS Rat Albumin ELISA Kit (2 plates type)

CRIER]

ol |

(FrE]

CAIER] CAIER]

(Ov hES] (E20HARR ]

("%

(Hm&]) LEX® ZILT=>-Sv bk 2TL—b547)
(A0 — K] 631-31921

(5FEZREC) LBIS Rat Albumin ELISA Kit (2 plates type)
(BEVEEE]

BT ST 7ML MEMHERIRAT
ARMPRXEEII=TE1&25
Tel : 06-6203-3741
Fax : 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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