FUJFILM LBIS

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

[LBIS Rat Aloumin ELISA Kit]
Cat # 631-04311
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
kit 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 d own on the label on
the box. Opened reagents should be used as soon as possible to avoid loss in o@ssay performance
caused by storage environment.

3. Introduction ¢

Albumin is mostly a simple hydrophilic protein present in cells and bo INAIbumin is synthesized in the
liver, and serum albumin (M.W. 69,000, pl 4.9) occupies 56 % - 60 % | serum proteins. Because of its
large population, albumin is very important in maintaining plasfha o tic pressure. Albumin can bind
hydrophobic physiological substances e.g. fatty acids, bilirubi yroxine and contributes the transfer of
these substances. Concentration of albumin in serum is w@li er cirrhosis, malnutrition, and pyrexial
diseases due to decreased biosynthesis or increased con ion” of albumin in, and also by secretion into
urine in renal damage. In normal human subjectSfexcretion of albumin into urine is very little, about
30mg/day, but increased in glomerulonephritis, nephritic®eyndrome, and diabetic nephropathy. Urinary
albumin sometimes increases in pyrexia, hyp ion, congestive heart failure (CHF), and urinary tract

&

t

infection (UTI). Even in healthy human, a tiansi ise of urinary albumin is observed after hard exercise,
muscle work, bathing in high temperatur&
()

ental excitement, stress, intake of much protein, and
before menstruation. These are calleg ogical or functional or sports proteinuria (albuminuria).
@ ed in teenagers. Rare hereditary analbuminemia in human is
really albumin deficiency. A model emia rat has been established by Dr. Sumi Nagase which has
been derived from Sprague- and is called Nagase analbuminemia rat (NAR). Routine
measurement of serum albumifjis coveniently made with FUJIFILM Wako Pure Chemical Corporation’s TIA

assay kits for automatic ersy FUJIFILM Wako Pure Chemical Corporation’s Albumin ELISA Kits can
measure urinary albumin Wi sensitivity, and are also applied to in vitro albumin biosynthesis system,
n a

Orthostatic proteinuria (albuminuria)

checking of contaminatio Ibumin in biological active substance preparations obtained by culture
system, and liver trans tion experiments using NAR.
4. Assay prin€ij

In FUJIFILM ure 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.

e The 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/1 plate
(B) Stapdard rat albumin (10 ug/mL) Concentrated. Use r dilution. 150 pL/1 vial
(derived from rat)

C) Buffer solution e. 60 mL/1 bottle

(

(D) HRP-labeled anti-albumin antibody after dilution. 100 pL/1 vial

(F) Chromogen (TMB) se. 12 mL/1 bottle

(H) Stop solution Be careful! or use. 12 mL/1 bottle

(1) Wash stock solution (10x) thated. Use after dilution. 100 mL/1 bottle
Plate seal — 3 sheets
Instruction Manual — 1 copy

7. Equipments or supplies required bu

[IPurified water (distilled water) [Te s for preparation of standard solution series.
[IGlassware for dilution of washin @’graduated cylinder, a bottle)

[IPipettes (disposable tip type),
[ISyringe-type repeating dis

upplied [Use as a check box

jke Eppendorf multipette plus which can dispense 50 pyL. [1Paper
towel to remove washing régaining in wells. [JA vortex-type mixer. []A shaker for 96 well-plate (600
rpm -1200 rpm) [JAn a t%asher for 96 well-plate (if available), or a wash bottle with a jet nozzle. [JA
96 well-plate reader (450 n 0 nm, 620 nm: 600 nm -650 nm) [1Software for data analysis.

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

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

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

Original solution 50 uL 450 uL 1000

1000 ng/mL solution 400 yL 100 pL 800

800 ng/mL solution 300 uL 100 L 600

600 ng/mL solution 200 uL 100 L 400

400 ng/mL solution 100 pL 100 L 200

200 ng/mL solution 100 pL 100 pL 100
100 ng/mL solution 100 yL 100 pL 50
Blank 100 L 0

[(D) HRP-labeled anti-albumin antibody]
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Prepare working solution by dilution of (D) with the buffer solution (C) to 1:100.

[(I) Wash stock solution (10x)]
Dilute 1 volume of the concentrated Wash stock solution (10x) to 10 volume with deionized water (or
distilled water) to prepare working solution. Example: 100 mL of concentrated washing buffer (10x) and
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 glability uftil expiration date.
[(I) Wash stock solution (10x)]
The rest of undiluted buffer: if stored tightly closed at 2°C i
Dispose any unused diluted buffer.

is stable until expiration date.

9. Technical tips

eIn manual operation, proficiency in pipetting technique is recommended.

eThe reagents are prepared to give accurate only when used in combination within the same box.
Therefore, do not combine the reagentsfgom‘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 contaminatio ay’samples and reagents. We recommend the use of disposal
pipette tips, and 1 tip for 1 well.

eOptimally, the reagent solutions
them in a dark place at 2 °C

eTime the reaction from thegpipetiing of the reagent to the first well.
ePrepare a standard curvg fi assay.
eDilution of the assay sam ust be carried out using the buffer solution provided in the kit.

eThe chromogem(T uld be almost clear pale blue before use. It turns blue during reaction, and gives
ition of stop solution. Greenish color means incomplete mixing.
f the coated antibody, do not let the plate go dry.

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 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 10000-50000x 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
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

3
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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 pL 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) Pipette 50 uL of HRP-labeled anti-albumin antibody to all wells, and shake ?? step (4).

(8) Stick a plate seal (*@) on the plate and incubate the plate for 1 hour at C.

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

10) Pipette 50 uL of chromogen (TMB) to wells, and shake as step (4) \
Stick a plate seal (*@) on the plate and incubate the plate for 20mj sat20°C - 25 °C.

(

(11)

(12) Add 50 L of the stop solution to all wells to stop the colorati

(13) Measure the absorbance of each well at 450 nm (referen elength, 620 nm*) immediately using a
plate reader.
*Refer to the page 6 for notes of *@, *®@ and *@.

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 tration of a sample at its absorbance*, and multiply the
assay value by dilution factor if the sample h egh 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 t r solution.

*We recommend the use of 3rd order sion curve for log-log plot, or 4 or 5 parameters method for
log-normal plot in computer calc

*Physiological or pathologica
results into consideration.

jon“of rat should be judged comprehensively taking other examination

bs.(450-620)nm_IBlank

A

0.1 '

10 100 1000 10000
Rat Albumin(ngml)

Rat Albumin assay standard curve (an example)
Absorbance may change due to assay environment.

13. Performance characteristics
eAssay range
The assay range of the kit is 50 ng/mL - 1000 ng/mL.

4
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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. ¢ Q
14. Reference assay data \
Rat albumin mean assay value: 36.0 mg/mL, SD: 4.45 mg/mL 6

Strain: CD (SD), 4 males, 10 week-old, serum
These data should be considered as guidance only. Each |

pathological reference ranges for albumin levels independe

should establish its own normal and

15. Trouble shooting
elLow absorbance in all wells

Possible explanations:

1)The standard or samples might not be add

2)Reagents necessary for coloration s a -labeled anti-albumin antibody or chromogen (TMB)
might not be added.

3)Wrong reagents related to colq «ﬁm might have been added. Wrong dilution of HRP-labeled
anti-albumin antibody.

4)Contamination of enzyme inhibi

5)Influence of the temperatuge u

6)Excessive hard washi
7)Addition of chromoge
to low temperature.

eBlank OD wagfhi that of the lowest standard concentration (50 ng/mL).

oon after taking out from a refrigerator might cause poor coloration owing

te washing. (Change washing frequency from 3 times to 4-6 times at the constant
stroke after th ction 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.
oQ-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.
e(Q-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.



LBIS Rat Albumin ELISA Kit

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.
[IWash 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 L 400 uL 300 pL 200 uL 100 pL 100 pL 100 uL
Buffer Buffer Buffer Buffer Buffer Buff Buffer
450 pL 100 pL 100 pL 100 pL 100 pL 100(0L 100 uL

O

Concentration
ngfmL 1000 800 600 400 2% 100 50
Anti-albumin-coated plate @\

IWashing 3 times(*@)
Buffer 50 uL
1Shaking(*®)

Diluted samples, or Standards 5uL
1Shaking(*®), Incubation for 1 hourN 5 °C. (Standing(*@))

Dilute HRP-labeled anti-albumin ) to 100% with

buffer (C) returned to 20°C - 25 ©

|Washing 3 times(*@) *®
HRP-labeled anti-albumifm@ntibedy 50 uL
1Shaking(*®), Incub&tioln, fom1 hour at 20 °C - 25 °C. (Standing(*@®))

|Washing 3 times{*@ *®
Chromog 50 UL
(After di e c@lor turns to blue depending on the concentration.) H

), #icubation for 20 min at 20 °C - 25 °C. (Standing(*@))

*®

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

1Shaking(*®) (Immediately shake.)

Measurement of absorbance (450nm, Ref 620nm) immediately *®)

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

*(QAfter 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.

50 L

O 0O o odoogoodg o odogodgogao

O
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Worksheet example

<

O
A\
N

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

o
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Assay worksheet

LBIS Rat AlwA Kit

[Storage condition]  Store the kit at 2 °C - 8 °C (Do not freeze).
[Term of validity] Expiration date is indicated on the container.
[Cat #] 631-04311

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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COEFEHRRZTBAVWVEEZSEUTHEONESTIVNET ., ZHEARICBLUTEFY MIEIRSNZEIRGRIAZ (CHED
TAEZEML TLIESWV, KFv YO TTERICRSNIBEEFRND [ ERAFICTHERES LT EoE>Y ~
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[ LER® PILIT=>-5v b 1| BUREREASE

10> a5 923>

FILT ZFHRBRERICEEN. KEEOSWEE U TEMEY > )\OBTITH, EESOEDOERE
INTVET, MIE7ILT =2 3Mmigs > ) OBHRD 56 %-60 %% 5HsH DD FE2#) 69000, HE 4.9 DE
WA )BT, R TERKRESNET,

MEE7)ILIT =SB > )N ODKEL LGS, BEEMIFICEBREEZRIZL. KICEEREDOYE.
BIZ (FEIEM (C(EAERRES. EVILE> . FOFI 2REEEE LTINS DER ZE5 L TLWEI, M
BVIVI=Z2DREL. FHEERETOVIVIZDEEMIERT. REARARDEITES RS> )\EE
ﬁcgﬁ<Mﬁ¢®7w7£>®ﬁ§\%E%[&%ﬁm@ﬁﬁ%fﬁ?t%i}

RN TODRPADMEET)L T = > O 3EEZ <{EHT 1 H 30 M N BRZB(CER U TRF
ADREMEKR T DD THREABE XK, RITO—TMERER. MERFREEEERE TP ILI=Z> L)L
(FEARUFT . FLEH. SlE. SoMELTRD. FRIEREEREPHERKRF7ILIT =2 LA)LAMED
IR ENDDET ., BEANATHERINES RS EE. 2G Bk, fBENEE, AN %
205> ) \IBEDERES KLUBRFIRE(CIKRT LI = > O—@ SN & 5. £IB Tz (e~
IRV SEBIMERKREEINE T, FeECEFE(g . UIRUISEIIBF (CDHS > I NIRM
HFENBDZENHDET,

E N TIR7ILT =2 M EMEEN D ENRER MR E t
FCLKADEDTIVIZNG D, BAREREEEORES REEDRIMETH D, FFEERED™S > /UK
(FEROHSNIRNKDTY ., I TIES Y MMIE7)LT= analbuminemia DEFILNGDFET, 4K
AFTRFADORBEAZFHEN Sprague-Dawley rat (SD S v k) NSHFEINZHDT. NAR (Nagase
analbuminemia rat) EIF(ENTWET,

m%E (mi#R) 7ILI=Z>oRIER. < NI PIA DRIERNELB UL, BHTESY b YOX B
JLICDWTHOBFAIERRA TIA ZIEE UL LH M. ELISA [CKDBERTIIEME CHERIENTIFET
9, B4t ELISA v MMIMMRS. FRE@ S EEBEDEETEZES DMIC. 71>EODTILIT=

M ERY)E 7 EE UISHBAEM FCS & contamination MiRET. NAR
" AR =)L ET DIREDIRET . IR EICBILAMNTEIEET T,

JTAES DIZHDT > Ry FERBEATEETY .. Atw MMIHA

)LD =M E B ENF I HIERE(C

AF*w MNMITwY NIV T =& E

WDIHCHERLIZE0N,

SREDBE @'
o S (E.2 20 *9,

= y =N NN DFERZE#REUOUET). RPOFILIZ>ZRFEUET,
EIEVE AL 5 uL) THIERIEETY .

o1 Fvw NI® DAL TT,

EHERIIT Y RDEDTY,

L TOHE(LBRIAITTY,

2 AERE

AFy NIEER, BRRAEZI 7L I HAHRBERREY(O0T L — SO TILRTA >FaR— hUF
9, 1 BEDOA>FaR— 3> EhSRE, RNILAFIA—CESIAEENZ. Bieesnz7ZILI=> &8
BIC1 B >FIR-MUET. TRFE. DTILITEKSTERILAF I —CEZREBR(TMB) ERIG ST E
9., RIGIEEOBEBRORINTELESN, RICOFERE UeBmEB0EYH 450 nm (K E 620 nm) TLbf
BAIESNET, RAEEETILVIZVEECIEFHAUET ., EERBE(CW U TIEZTOY ~UZELER
BEERR L. COEEMEN SRINRAPDBEENRESNE T .
3.Fv FDORE L ERHAIR

FwvhE2 C~8 CTREFELTLIESV (REEE), CORFEATTFY MIFEDOSNIVICESH S
NIEBRERANLZETY . BIEAROBEZER(IMFER LRWTLEST WV B UEKRAFRERICDODEFTEL T,
RERRE(IC KD ERZ T DOEEN D DX IO TEHDOTFRAZHELE T,
4.Fv M CHRERIBE 1FTvoIUXbB

OFEUK (REBK)  DERERRARALRE DRFRERANSRBE AR ULF—-E—H— -

) OFvIBAIERY N (EVMETFYV I TS5 UL ZIEHICERY T4 2O TEZHD. K50 uL
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~500 L ZIEHICERY T4 I TE2HD) EHRDEENRY b (5l Eppendorf 3 multipette plus) .

50 UL ZEHETEDED OR—/)\—FAILEDRKEDSDED (FHFREICTL— MNIE>IERE
EOR<) O3 (Vortex F17) OXro0TFL— MRESER (89600 rpm~1200 rpm) 196
DTV L — MR (BNRFELCW) EeEEsEY 0% o)LL —KJ)—4—(450+10 nm .
620 nm : 600 nm~650 nm) OF—4~5t&ERAY I DT

5.48 Mo
¥ Bk mm A R& B =

B o P e Y gz 96 wells(8x12),/1 4%
(B) Standard rat albumin (10 ug/mL) o

FIVT SRR (Sw ) (10 ug/ml) ARG 150 L1 K
(€) Buffer soluton TDFFER 60 mL/1 %
O PR 1%
") monmy ) ZDEEGF 12mL/1 A&
(H) Stop solution Be careful!

RISELEE BiEE || 0 12mL/1
(1) fash stock soluton (10x) 1 4;9@ 100 mL/1 %
Plate seal
TL— k-l 31
Instruction Manual 120
ENGRIAE -

*x5.T [ZDFRHEA| LHDHFEIE FORRETHERTEFTY, [HRMEEAR] £HDED

[CDWTIFTFEEDEETHE LU T<J&

*AITE (CHBRDZITREZAR L O (CARBBRRCEBEOEDE<IZELY),
(imE S =g m]
[(B) Standard rat albumin ( LY (10 pug/mL)] ; #=#EdhER{ERLFD

(B) Standard rat albumin mLY(10 pg/mL) (FE&R) &(C) Buffer solution Z{# > TIZERRZFARL

<JEE0N, iﬂ(I “9 '

6. XZEDHR
* I w bOESERRTIC Y I/m(ZO&@ CRUTLKIZEW 2 FBAMINBERTY).

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

50 pL 450 pL 1000

YA 400 L 100 pL 800

0G/mL ST 300 pL 100 pL 600

600 ng/mL & 200 uL 100 pL 400

400 ng/mL S35 100 pL 100 pL 200

200 ng/mL ;&% 100 L 100 pL 100
100 ng/mL &7 100 uL 100 pL 50
0 (Blank) 100 pL 0

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

100 L ZFED DI CTE D27 ML TULE T @& (C) Buffer solution T 100 f&(CHRTRL T2,
[(1) Wash stock solution (10x)]

IRHETERR(10x) 2 RICSNIARERK (FREBK) TI0EICHRIRL T ES0N,

{5 : 100 mL ODIRAESEIFR(10%)+900 mL DIFRIK (EKEB/K) (96 D TILETZERT D15S)

(HEOREM L RFHIE]

(A) Anti-albumin coated plate
FKEA (DEHREBZER D TTIREETS —ILZRIN L TULVRW) FUARERBIER b w T (ERED S TS —
WIWOICRUL, ZDFEF 2 CT~8 CTHRIEFLTLIZZV, BIHRNTERZREEFT,
10
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(B) Standard rat albumin (10 pg/mL)
Fv DBV TERTIRIMERIT IEFNCHEEIDOMDEHUAHAEARL. BDDRRIIERICE
SIRNWTESICEZ UMD LD, 2 T~8 CTHRIFELTLLIZSV. BIEIRNTZEEZREET,
BIRUCRBREFTRIIES(CERAL. REQLBVTLSIZE0,

(C) Buffer solution &XT}F) Chromogen (TMB)
—EBDBERZERA T IREINEBEEL DD UZHDEZFIDERICEL. EDFERICESRAVTES(C
EZUoM DD, 2 CT~8 CTHRIFEL TS ZEL, BMEIRANEEEZREFET

(D) HRP-labeled anti-albumin antibody
Fv DB U TERT DEREHINEF(SHEELOMDE UARRARL . KO DRERRIFIERICER IR
TES(CEZULO>NMD LR, 2 T~8 CTRIFL TSV, BYHRNLEMZREF Y. EA%
DOFBRBHRITEREL TIZE,

(H) Stop solution
ﬁzﬁﬁb%ﬁﬁﬁ“é%’a\(i\ EZ LoD LD, 2 T~8 CTHRIFLTLIZEV. BREIBRANEZE M
ZR5FT,

(I) Wash stock solution (10x)
IEHETERR(10x)Z2R1F I DiHEF. F2ULoMD LMD, 2 T~8 CTTHRE Z=0\. BRNEAR
ALZEMZREF T, ERKDORIRNBEHTRERIFEREL T, Q

7 REDRR
AF¥vw MNMISy MDEFZ(EMME (NN OFERZHEEUET). J=>&AFEUET, Al
TESEF (50 ng/mL~1000 ng/mL)ICAB LD, #uNm)%@w%% FRUTLIES0N,
FRE R, MFF T (FMmEEREDY 10000~50000 £, FRiRdEH t?o#ﬁﬁ’&ﬁmvatﬁﬂt\
H5h UHRBRESEAVWT(CBERCHEIRUVAED TIVLICH
o RIRIADIGE (IIFICS Y MDIREEIC KD VIV T ZiREDZ
(FARIARDIRS BN IZAERRIRIR L E K DN DIBEN D
SIREARIR(L 200 £2. 500 25, EUMERCHAROEH
IRIK(ITEE(C U > TEHER L I < (TRIFET BH\

PUF THRERF U TS IEE0, B UTTARIK (S
AIE S DERICARRUIED (T LTIV, RO RSODRIERIER (LT T <TZS0. IEUWERDNMS
SNIBWRRAEICIRDE T,

o RMMDER. E I\ﬁﬁi‘*ﬂjlké%c_@ﬁﬁ(zmée(i®< ZE0, MEDEHEERIZFORINFINAESR (CR2E

<72L57Z_&J LEAMBLZDEER
iazA(zt RREARIKEBIZ (S 10 4‘17?%%)?
LfC<7' =W, (9518 (2) B1])

Z5 X D0EEHNEZISNFT
OB U AR B AR BRI (IMED/RN T
o8 D NUNBMDH DIRIK(F&R LR
o IHEVIE DRZEN EED UL RIK(IK
BLTLES0N,

(AN
EATE(CAHWTLIZEU,
[CHNT. BB 2 R1> MALOFBIRETHIREIRE =T

RADLZTEM ERFHE]
BAEEREHICIRE T D15 &35 CUTCOFRBREZHRELOUE I, BDIRULDERERAR (8T TL
ZE0\, Fle, BRIROHE FERELUTLIESUN,

8. AITEIRIEE

TORRIER IR CE I REREEFIE > CAHBLTLESL,

UAEHE{E DI—)LIE. TL— MEDICERICED THSHMNLTLIEE0N,

(1) RERZIEC. SN UHARUIHEFRZZ D TILISHERZL. 3 EER(xDO)UET., TDE. R—/\
—IAIREDLETT L — hEHES(CL, BLMNEDFBLDCULTIOIILICE D ERERDBREET,
(2) BOITILICEERZ S0 L IO L. IO L — MRESEBERREZAWTER(xQ)UET,
(3) fﬁ%iﬂﬂi’jﬂb(:&%ﬁ@?) VI ZoAZERKZ., READ T)LICHRRIRARZENENS5 uL 9 D57
FUET,
(4) <roaO7L— H)E&D%a@&%)ﬂb\‘da?#(*@)bi@“
(5) TL—hr>—)LZEED, ER(20 C~25 C)T 1 BEEFE(xQ)LET,
(6) RISHET#H. RIGRZIETRFRZEDTIVISEEZLU. 3 BEEF(xOQ)LET, D&, R—/\—5FA
IWREDLETTL—hEHFS(CL. BLMNEDIFBRLSICLUTIOTILICE D TERERDBREET .
(7) BOTILICRIVAFIA —CEETARZ 50 L IO ELE T, Y770 L — MRESEERREZAW
TE®H(+xQ)UET,
(8) TL—hr>—)L&EEED., ER((20 C~25 C)T 1 BEEFE(xQ)LET,
(9) RISHETH. RICRZE TRFRZEDIDTIVISEIZL 3EEFR(xQ)LET, €DE. R—/\—5FFA)L
REDLETTL—hEHFE(CL, BLMNEDIFBELSCULTIOTILICHER D TERERDBREET.
(10) B TILICREERZSOUL T DELEIT XM oO0TL— MRESEREERWTER(xQ)UET,
(11) TL— 2 —)LZBED, R0 C~25 C)T 20 DHEEFE(xQ)LET,
(12) 2O T)LICKRIMELE®RZ 50 yL I D35F L. RERIGZELEUET,
(13) B (x Q). BEICNro0OT L — MEDHAESTT 450 nm (BIEE 620 nm) TORAEZRIEL
F9, 8IEE(E 600 nm~650 nm OEFHF CEHRTEET,
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LBIS Rat Albumin ELISA Kit

(D) (x@). (xOYMEFIREIE (14, 15 X—>) ZTSRLIEEN,

9.;:t8
(1)AIES (SRR Z/ERR UET . MEEERAL X MZiESREE (ng/mL). Y BEIRLEOEERIRD
SIZEERRULTLSIZELN,
QMRERIREK D . ARADIRAE (LIS T DIEE (ng/mL)ZsRAHIDF T, FHE D ITEE (CIRAHIREE R
CAIEEEUET,
* IRADIRSEHERERFRIRAE K DIMNIHES (H(CHBER(C CESMER(CGAR UBERAEZEML T IZEL),
* — e DIEERROBEE BN SEER(C CESERCRARUBEIEI D E2RBOBUET.
* EBAIET(E, 3RBIEREL(F 4 FEE S5/ SA—F-DFEREPEDHUET.
* 5 v NOBRRFT R (FERPRAEIR P MMDIREFER QR EEMBSH(CHIBT LU TITOENRETY,
x FL— ~J—4 —(d SUNRISE RAINBOW(TECAN)Z &,
TDIS T (FEEMRHITT (RAEE AERRCIDZEELET),

N\

1.0

Abs (450-620)nm_~Blank

10.Fv bDitEE
oA EEE
Swv h7ILT =% 50 ng/mL
T E
C D ELISA 2 TERAEN
EUBRIIRERDED

o XAM(E. 10000 ng/mL BfDFT—4T9 (FCS (FBr<).

REM 1A% REMN
5 %Ki o FILIT=Z> -
- 10% FCS -
- - REMHEU
B ER (O A ANZLE)) (5 FAE. 31&RH4) 15 C.VABE 10 %Ki

oBIRIEER (7y L EZEE) (3ERIE. 34K 3 HRH) 19 C.VAE(IX 10 %KiiE
o S NNEIRGHER
2 MBIRIRICRISD 3IBEDT7ILT T2 &R URIE UFEHER, [EUXERF 93.7 %HMS 98.9 %
o FREHRIE
2 BRI E R (CARRRARER T 3 BRBEAIRUBIE UTZHRR. EFREIRDO R? (£ 0.9951 & 0.9984

1M.8NS5TNS1—F1>0& QA
e INRTDITILTORIEH T
ERELTERSNDCE
1)ZERARIARD AN
2)FE(CRHET IEFERRD AN,
I FRE(CAHE I DMEBRDEDIEX PHEFRARLNE,
4)E2ZRPEERI DR A
5+ v MREREDRE (BELIEHS).
6) L — hDBRIIRF.
NEERODEEMEN D,
o5/ MEEERKEE (50 ng/mL)D OD EL N TS> 72 OD B E < 12D,
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LBIS Rat Albumin ELISA Kit

FRELTEZASNDTE
FTENNES. A2 THO I,
(RILAF A — IR S RIS DFEREE 3 E17ZFE UFHET 4 [E~6 BB LT IZE0.)

oZENFE(CV)NIAEN

FRELTEASND &

RN NES, RNTEETH DI,

FERVEIRME, FIZERADBHNRITEDTH O (REARADIBI(IFED (CITO>TLIEEW),

J)ERY T+ S IBRIEN—ETIFREM DTz,
Q-1 : Fv MINEILTERIDZENTEFRIN?

A-1: TEFY., TL— MCAESNIEERS —IILZX MUYy TORBICED THY SR ETUIDEELT

ZERLEEV. FRULRBVWT L — IS —)LZRE S THIRRETHEEICRE L T IZE0,

Q-2 : JL— hZEDHUIESTTIILORISBRESAD TOELIZAMETI M ?

A-2 : B (CIHMREFRZERDFIELTHDFT.
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LBIS Rat Albumin ELISA Kit
(AEFIRIEEFIYV IV
I EURERBAE T — 5 U CTIRIARSRAE, BITESRSF. BIESEEHRRBERIFZIT O TIIEE,

O DTIILTL— b HEEZRDICER20 CT~25 C)ICRLTLSZEW, ERIEIC(E 2 NEGLGE
O IRHEERRDAIR ¢ BRIESNIZRBRRIKT. 10 E(ICHIRLTIES 0N,

O ZAERROAEIR (B) : BRIESNZEERT. HIRUTLIZE,
R IR
50 uL 400 pL 300 pL 200 pL 100 pL 100 pL 100 L
EER EEE BENR b h=Aiapc] b h=2iapic] B EER
450 uL 100 pL 100 uL 100 pL 100 puL 1 100 pL

‘ O
EEEN A=
SAZER 1000 800 600 %\ 50
ng/mL \

SEREFEEIAIOCREEIRR
O $AER{1E 96 )L L— b @
O FEF3E  (FEERRER. B5IORORER * D
O fEER 50 L
O |8 * 2
O HFRREREZIERERR @ 5uL
O [#B#. =B (20 CT~25 C). 1 EERICNEHE *Q., *Q
= AIVAF S —CIEZBIADBIRNE @b SNTZRER T 100 SICHIRUT
<ZEV\, HBIRBEROFAR(D R (CITD.
O %% 3E  CEERbRAE. B5IORDREDT) *®
O NRILAFSF —CE#IH 50 L
O R 220E( ~ 1 FERIE. FHE *@. xQ
O |55 3E ﬁ*ﬁﬁf&“ ES(CRERDE) * D
a %jégﬁi ME S TMB KZ|R{EEN TS C & &R 50 L
IR REPXDEBICEE
O [#E#. =B((20 C~25 C). 20 PEXRG. BiE *Q, *xQ@
0 )igﬁf%'-u:g{g _ _ RS (COEFHUER 50 L
DEE. BECKDEBB(CER
O B (B5XEH) *Q
= _E?:‘;(Cﬂ&ﬁ‘ﬁfgiﬂﬂi +(I‘}EZE 450 nm, g5 E 620 nm:600 nm~650 nm)
BRI L — hNEROBENSEZFT v > ILUET

(*x Q)FEERZDTIVLICHFE. FOOLDLET 10 EEERIRDERLFT . 3 EhERTDFRE. RX—/(—5
A LELCTL— hZFE(CUTINERERZETR(CRELE T, HRRFERDIESERL TRODA
WEBES(CHELET. BEREERY NTRINY IBOREEZR(E 300 )L/ JTILTY ., H—. &
*TE/G‘/&/EF(SO ng/mL)O) OD fB&XK NJ=>720D 1Eb‘° IRBBEFFRRIFTED 1 DELT. NLA
F 45— ERIDEDFERER 3 DZ2RE UFNE T 4 B~6 BTN LT S0, TL— Nk
WERDBEDOENBRE 5mL/ ~25mL/ 53 (J ILDORICEDERDFET) TY. K&
DYEDFRDHD TI)UEIDI A Z(SEFEL T IZEU),

(* @)1BIFDEZ (L 600 rpm~1200 rpm-10 #R. 3 [@l,

(kQOUEHETRI L — b —)LZRDEEL T ZE0,
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LBIS Rat Albumin ELISA Kit

TL— b —ILFRERZRN LT, #EEZTL— MUICLUTDMIF TS ZEn., —EFEALZ
TL— b —ILEBERLRNTIZE,

J—0>—k (#1)
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A 1000 ng/mL IRIK 1 1RIK 9 1RIK 17 1R{K 25 1R{K 33
B 800 ng/mL 1RAK 2 1R4K 10 1Rk 18 1R1K 26 1REK 34
C 600 ng/mL 1RAK 3 1RAK 11 1RAK 19 1RAK 27 1R4K 35
D 400 ng/mL 1RAK 4 1RAK 12 1R4K 20 1R1K 28 1R1K 36
E 200 ng/mL 1RIK 5 1RK 13 1R 21 1RAK 29 1RAK 37
F 100 ng/mL 1Rk 6 1RAK 14 1RAK 22 1R4K 30 1R1K 38
G 50 ng/mL 1RAK 7 1RAK 15 1RAK 23 R 1RAK 39
H 0 (Blank) &K 8 1Rk 16 1Rk 24 1&IK 40
L 4
& CIEARTC CHERIAS 2L M EDE > NROSEEEBIR gﬂ
120 C~25 C (EBREEL

EFEFAFIR-FRERE) ZETLU TSV, o, AR DRAEED) : 0.4 m/sec BLE.
2E 30 %ERBDRIBE T CTORIEFEITTLIZEV, POESFY SVEZEGR : 0.4 misec L E. &
E 30 %KX mWDRE F TEIET DIHE(CIE. &FRAT WYV TDE TTL—bh2—IILEFTBEITHR.
TRDLSRFEZSHRIT<IES0N,

&, AEZEDRBEMLCKDWRAEN

BI) A >FINR—FN, FEAFO—)LEFERN THFHE
EA. mEDRD. DERBROERZNILET D

oELISA SE (LR TS IC L DEE w2 TE T, HITIRME. ﬁ@%}iﬁ% ;

ERBGENHDEIDOT. FHEDREVED
o BTV I TORBFERIGIFIC(E. DI)LDEZIE,
B I TL— b —)LZMD>TIZEN,

.@%tuﬂ%(gq’_%@rﬁb\/tbébrd\b\ctjx <7Léb\ 19TIL/ N FVIDTEREZEEDHLET,

524

oFHER(Z 96 DL T L — MNIERT BETY, XEBITTREFELTLIZES0,
oMEIER(IERIT BETIIERET
oK+ w N ELISA SEDMHERFR T
BRICIEERY T D TJREOBIR
o EBIL NI AT v MEVER (L TFS
GSRFEFZEE(CTITIRNT
(FESB(CKEKTTD
oA+ v NEERALTL

; 1= (J}EE—%@Ttdﬁﬁi <Z&w., BFERETHAETD
ZE Ul AN ERLSIZEE0N,

i R;QFHEZR%%LDUT <TIZELN,

v hOREMNROT. B, O, 0. KEFCMHEUEES
s @FG%LES%HL\ MEIMSEFEMOFHETEZIT TS0,
FERBEUEZ LIQWTLSIZE0,

oRAEFEIOTERYT IRNWTLIEELN,

oY hESDE IR X EE T”ENDIRNWT L IZELN,

o AR (FRRE E| BDEDELUTREMERBLTEDFD TSV, KF v NMIEWIHRRDD %

ofEREHDIRIA, SR UTTEFEmREF(L 1 %LU, 2 % D)L —)L7)LT E RERIZIL 0.1 %L EDIRER
BRI RUDWIBR(C 1 BRI DRI T ESV, FedA— ML —TREUEL TREL TS
W\ (R LTS EFEROREA DR A SFEMER OREN N CRHUHDED (TS TREL TIIEE0N,
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LBIS Rat Albumin ELISA Kit

O
&

4@

CAIE®]) S @

(FrE)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(%)

(Bmt) LEX® ZILT=Z2-5v k
(#05¢3— K] 631-04311

EEEED)! LBIS Rat Albumin ELISA Kit
(BEVETE %]

BT SLT7MIVAMEHEKRASH
ARHRRXEEH=TE1&25
Tel : 06-6203-3741
Fax: 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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