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[LBIS Mouse Albumin ELISA Kit]
Cat # 634-04301
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 kit!

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

2. Storage and expiration

When the complete kit is stored at 2 °C - 8 °C (Do not freeze), the kit is stable until the expiration date shown
on the label on the container. Opened reagents should be used as soon as possibl avoid loss in optimal
assay performance caused by storage environment.

3. Introduction
Albumin is mostly a simple hydrophilic protein present in cells and body#fluid @ in is synthesized in the
liver, and serum albumin (M.W. 69,000, pl 4.9) occupies 56 % - 60 % of to& @M proteins. Because of its
ti

large population, albumin is very important in maintaining plasmagos pressure. Albumin can bind
hydrophobic physiological substances e.g. fatty acids, bilirubin, angt xife and contributes the transfer of
these substances. Concentration of albumin in serum is Iowered&: irrhosis, malnutrition, and pyrexial
diseases due to decreased biosynthesis or increased consu Ibumin in, and also by secretion into
urine in renal damage. In normal human subjects, excket of/ albumin into urine is very little, about
30mg/day, but increased in glomerulonephritis, n syndrome, and diabetic nephropathy. Urinary
albumin sometimes increases in pyrexia, hypertensio gestive 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 wa ental excitement, stress, intake of much protein, and
before menstruation. These are called S igal or functional or sports proteinuria (albuminuria).
Orthostatic proteinuria (albuminuria) is obser in teenagers. Rare hereditary analbuminemia in human is
really albumin deficiency. A model an a rat has been established by Dr. Sumi Nagase which has

been derived from Sprague-Daw and is called Nagase analbuminemia rat (NAR). Routine
measurement of serum albumin j niehily made with FUJIFILM Wako Pure Chemical Corporation’s TIA
UJIFILM Wako Pure Chemical Corporation’s Albumin ELISA Kits can

assay kits for automatic analyzers:
sensitivity, and are also applied to in vitro albumin biosynthesis system,

measure urinary albumin with, h
checking of contaminati
system, and liver transflant experiments using NAR.

umin in biological active substance preparations obtained by culture

In FUJIFILMyWako Pure Chemical Corporation’s LBIS Mouse Albumin ELISA Kit, standards or diluted
samples are in in monoclonal anti-albumin antibody coated wells to capture albumin. After 1 hour
incubation and shing, 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

(A) Anti-albumin coated plate Use after washing

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

. Concentrated. Use affer, di %
(derived from mouse) \

Amount
96 wells/1 plate

150 pL/1 vial

(C) Buffer solution Ready for . 60 mL/1 bottle
(D) HRP-labeled anti-albumin antibody Concentrated. Useafter/dilution. 100 pL/1 vial
(F) Chromogen (TMB) use. 12 mL/1 bottle
(H) Stop solution Be careful! ruse. 12 mL/1 bottle
(1) Wash stock solution (10x) Conce se after dilution. 100 mL/1 bottle
Plate seal 3 sheets
Instruction Manual — 1 copy

7. Equipments or supplies required but

[IDeionized water (or Distilled water) [1]e
LIGlassware for dilution of Wash stockg
[IPipettes (disposable tip type). O

% 10x) (a graduated cylinder, a bottle)

ouldsbe able to deliver 5 uL precisely, and another for 50 uL - 500 L.
[1Syringe-type repeating dispe sndorf multipette plus which can dispense 50 uL. [1Paper towel
to remove washing buffer remainin wells. [JA vortex-type mixer. []A shaker for 96 well-plate (600 rpm

-1200 rpm) LJANn automati sher for 96 well-plate (if available), or a wash bottle with a jet nozzle. [JA 96
well-plate reader (450 nm%, 620 nm: 600 nm -650 nm) [1Software for data analysis.
r S

the kit to room temperature (20 °C - 25 °C) before use.
tions in appropriate volume for your assay. Do not store the diluted reagents.

8. Preparation
@Bring all
@®Prepare

gents

[Concentrated Fe¢agents]
[(B) Standard mouse albumin (10 pg/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 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 pL 100 pL 200
200 ng/mL solution 100 pL 100 pL 100
100 ng/mL solution 100 pL 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 (C) buffer solution to 1:100.
[( 1) 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
900 mL 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 mouse albumin (10 pug/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 opene efecommend using as
soon as possible to avoid influence by environmental condition.

[(D) HRP-labeled anti-albumin antibody] . Q
Unused working solution (already diluted) should be disposed.
The rest of the undiluted solution: if stored tightly closed at 2 °C - 8 & Nta le until expiration date.
[(H) Stop solution]
Close the stopper tightly and store at 2 °C - 8 °C. It maintains gtabilit til expiration date.

[(1) Wash stock solution (10x)]

The rest of undiluted buffer: if stored tightly closed at 2°C xs 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 only when used in combination within the same box.
Therefore, do not combine the reagentsfgomkits with different lot numbers. Even if the lot number is the
same, it is best not to mix the reagents withthos

eBe careful to avoid any contaminatio a
pipette tips, and 1 tip for 1 well.

eOptimally, the reagent solutions_df the, kit'should be used immediately after reconstitution. Otherwise, store
them in a dark place at 2 °C

at have been preserved for some period.
amples and reagents. We recommend the use of disposal

eTime the reaction from thepi g of the reagent to the first well.

ePrepare a standard curvg fi assay.

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

eThe chromogenpy(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 mouse serum, plasma (heparin is recommended) or urine. The
necessary sample volume for the standard procedure is 5 yL. Dilute your samples with the buffer so as to be
within the assay range, 50 ng/mL - 1000 ng/mL. The recommended dilution is 10000x - 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,
do not use them for assay. Abnormal value might be obtained with hemolysis above 80 mg/dL with this kit.
If presence of interfering substance is suspected, examine by dilution test at more than 2 points. Dilution of

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 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 pL of properly

diluted samples to the designated sample wells.

(4) Shake the plate gently on a plate shaker (*®3).

(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 as@

(8) Stick a plate seal (*@) on the plate and incubate the plate for 1 hour 20 °C - 258C.
(9) Discard the reaction mixture and rinse wells as step (1).
10) Pipette 50 pL of chromogen (TMB) to wells, and shake as step (4).

Stick a plate seal (*@) on the plate and incubate the plate for 20®t 0°C-25°C.

( L 2
(11)
(12) Add 50 L of the stop solution to all wells to stop the coloration.
(13)

Measure the absorbance of each well at 450 nm (reference wavele , 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 conc tion on X-log and absorbance on Y-axis.

the assay value by dilution factor if the sam @' as been diluted. Though the assay range is wide enough,
in case the absorbance of some samples isthigher than that of the highest standard, please repeat the
nithhe buffer solution.

(2) Using the standard curve, read the albumin!ncentration of a sample at its absorbance*, and multiply

assay after proper dilution of sampl
*We recommend the use of 3rd ordg
log-normal plot in computer ca
Physiological or pathologi tiomy of mouse should be judged comprehensively taking other
examination results into

A4
g
& 100
£
o
E,:II
2 0.10
=
0.01 ' '
10 100 1000 10000
Mouse Albumin [ng/ml]

Mouse Albumin assay standard curve (an example)
Absorbance may change due to assay environment.
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13. 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
Rat albumin Less than 5 %

Human albumin N.D.

Porcine albumin N.D.

Bovine albumin N.D.

10 % FCS N.D.

*Cross reaction at 10000 ng/mL (Except FCS)
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 (@within 10 %
eRecovery test &

Standard albumin was added in 3 concentrations to serum sampl d assayed.

The recoveries were 94.3 % ~ 104 % %
eDilution test

Serum sample was serially diluted by 3 steps.
The dilution curves showed linearity with R?= 0.999. @
14. Trouble shooting
elLow absorbance in all wells
Possible explanations:
1)The standard or samples might not be dd@
2)Reagents necessary for coloration such, a -labeled anti-albumin antibody or chromogen (TMB)
might not be added.
3)Wrong reagents related to cole
anti-albumin antibody.

4)Contamination of enzyme i
5)Influence of the temperat

@ might have been added. Wrong dilution of HRP-labeled

6)Excessive hard washi t
7)Addition of chromoge soon after taking out from a refrigerator might cause poor coloration owing
to low temperature.

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

stroke after the'€action 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.

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.



LBIS Mouse Albumin ELISA Kit

[IWash stock solution (10x) concentrate must be diluted to 10 times by deionized water (or distilled water
that returned to 20 °C - 25 °C.
[JStandard solution dilution example:

Original solution

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

Concentration
ng/mL 1000 800 600 400 200 OQ 50
L 4

] Anti-albumin-coated plate \
[0 |Washing 3 times (*@) 6 *®
L1 Buffer & 50 pL
[0 |Shaking* (*®) @
[1 Diluted samples, or Standards 5uL
[0 |Shaking (*®), Incubation for 1 hour at 20 °C - 2 tanding (*@))
0 Dilute HRP-labeled anti-albumin antibody@lﬂox with (C) Buffer solution
returned to 20 °C - 25 °C.
[0 |Washing 3 times(*®@) *®
[ HRP-labeled anti-albumin antibo 50 L
[0 |Shaking (*®), Incubation f 0 °C - 25°C. (Standing (*@®))
[J |Washing 3 tlmes (*Q) *®
Chromogen (TMB)
- (After dls;?ense( the coI lue depending on the concentration.) S0
0 |Shaking (* or 20 minutes at 20 °C - 25 °C. (Standing (*@))
t lui
- (?—\f(t)g' jlo or turns to yellow depending on the concentration.) AW
] |Shaking mediately shake.)
0 Measurement of absqrpance (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-labeled anti-albumin antibody.

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

<

N\
O

A\

N
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Assay worksheet

LBIS Mouse
[Storage condition]
[Term of validity]
[Cat #]

Store the kit at 2 °C - 8 °C (Do not freeze).
Expiration date is indicated on the container.
634-04301

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://www/wako-chem.co.jp
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TAFT A 2023 7 B 1 HekET

COEFBHERZECBAVWCEESELUTHONESTEVET ., MHEACERLTEFY MIEBSNIZEERERIAE (CHE D
THEZRMEL TSV, FFY hZHHTITEARICIRESNDHEFERD [@ERARCIHRIRS LI EoE> ~
ROEEEIR] ZIHROELTEAIES0N.

[ LEX® PIT=Z>-IDRX | BUREHEAE

1.>8605023>

TILIT IR PICEEN. KEEOSWEE U TEMY > )\OBTIN, EESDEDOERE
SNTWVNET, MIE7ILTZ2FMmEESY > )OERD 56 % - 60 % hsHDDFEH 69000, HFEH 49D
By > )\ BT, IR TERSINET,

MEET7ILT = (MBS > INODKRER % 5, iSEEHIF CEERMEENERE U, KICHEEAMEDYIE.
B Z (FEIBM (CIRERSER. EVILE S . FOFIORELBE U TCTNSOERERBESS LU TWET, M
BIIVTZDBEL, FHEERETOTILVIZDEEHIET. REARPHIGEE €DK > /B
FEICEDLLMBRTOTIVIZ>OHE., BEE(CLBIRADKEETETL

@%AT®W¢A®mﬁ7w7£>®mﬁuﬁﬁd<Ebf1E3mwb . BEREICERUTRS
A@ﬁﬁﬁ%k?é@f%ﬁ%%ﬁ\*jm—ﬁﬁﬁﬁ\%ﬁﬁﬁgfﬁg§ “RPTZILI = LANIL

(FEARLUFET ., FEREH. SlE. SO>MELARE, PRISERERE R 7LD =2 LA LAMEDD
ITDZENDDFET ., EEANATHEERIESVRGRSEE. EBUNG iR, fEHNEE, ANV %
EDT ) \IBEDERES KLUBRFIRE(C/KRFYIZILI = > n—i@t \FHSN. EIBIFETZ(SHEEE S
S INVIRBWEEBIMERAREEINE T, X CEHEFEEHICBNC., UL USRI (CDHT > ) IRD
HENDZENBDFET,

£ N TIRD7)LT =2 MAE EMEENDFENRFERMEEENG QL H07)L 0 = > M & BIF(ENFE I HIERIC
FTLKADEDTIVITZ2 NG D, BHREREEEDZESGEEDRIMETH D, FFEEERENS> /(MK
([FERDHDNIRNKLD T, BITIESY MTEILTS analbuminemia DEFTILAHDFET, E4 AR
HFRATDRER Z 540 Sprague-Dawley rat(SD rat) M SHEFESNIZHDT. NAR (Nagase analbuminemia

rat) SIEFNTVET,
M3 (m3) 7IL7=>oBlE, 7& A DREIERHES UL, BHTESY b, YU, Y

IWEDWTOBEEHAIERA TIA 2R LT . ELISA [CXDRIERTIIEME CTHERAIEN RIEET

9, B3t ELISA v NMIM&RH. FRHI S EEBEOHETESI M. 7> EMODTILT=

CHEARHERR BERTHERINE %} MBEZRREUTZIHED FCS M contamination MiRE!. NAR
‘ L 7 A IR—ILET DREDIRE, R EICBILANBIETY,

IBEHDY By FERBRAEETT ., KFY MIHA

RDFCTERLTES0N,

SHRDBER
o SRR ( .
o YA (U DEREHRELUET), RPOT7IVIZZAELET,
oETR < EIE 5 L) THRIERJEET I,

o1 F v NI ILILTY,
FEMINV I XERDENTY
R TDHE(FTERIAT T,

2./l EREE

AFwv MIRER. BIRREZR7)VT I ARERREY 0T L — D TILPRTA>FaR—-hUFE
Yo 1 BEDA>FINR—2 3> &R, NILAFIASY —UEHRAZINR, llecnizr7ILTZ2 &
BIC 1 BRI > FaR—BUFET, TRE. DTILITE S TENRNILAFI S —PZFHER (TMB) ERIGSE
F9 . RICEEHEDBFROFINTELLESN, RICOERE UTZEBDOEYH 450 nm (BIKE 620 nm) TLE
BAESNE T, WAERFTVILITZVEECFIEALET., BRERBECH L TREEZTOY bURE
HERRZAERN U CODIREERIRN SRAMRAR DIRENRESNE T .

3.4 Y hOERTF L EERRARR

Fwv hF2 CT~8 CTHRIEFLTLLESLY (FREEE) . CORFEAFTTFHFY MIFMEDSNILICEEHS
NIZENERARE T Y . BRHIROBE TR (MER LRNT K IZE W, T UFZREERE(CDEFE LTI,
REREICKIDFEZRTDAREEN DD FTITOTROOERZHELET.
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4.Fvy MUSMCRERBER OFTvIUXRbB

CfEERUK (FREK) EEASRHRAGERE DRNERHRANSRERE (AR U S —-E—H— -
) OFvITBIERY b (BOMETFYI TS UL ZIERICERY T4 >0 TE B0, KU 50 L
~500 yL ZIEEFEICERY T4 >0 TERIEM)  LiEGEDEERWY b () Eppendorf @ multipette plus) .
50 uL ZEHEETEBRHED OR—/I\—SA)ILEDRKMEDGHZED (BRECTL— MNIEK>Ek%E
BOR<) OE#EE (Vortex 7)) ONXAo0FL—MMRESER (#9600 rpm~1200 rpm) [196
D)L — NEEEE (GNEFELV) £eEEsE> 06 D)L —kJU—5F— (450 £ 10
nm . 620 nm : 600 nm~650 nm) OF>F—4~:t8RAY I NI T

5.45
¥ Bk oo R RR "5 =
(A) Anti-albumin coated plate oy
(B) Standard mouse albumin (10 pg/mL) FEIRB(E

TIVIZAREER (XDX) (10 pg/ml)
(C) Buffer solution

50 yL/ 1 K
EER TDOEFFH OE 60 mL,/1 &

_ ._ . N o ) ‘
(F) %Jé";goff,\;]é)wm Z0 12mL/1&
(H) Stop solution Be careful! &
RIEIER BT fEH 12mL/ 1 &
U i aon o) TR 155 100 mL/ 15
TL—hS—)L 38

HREE @ 188
6 HEDER \
5 C)

* v hORE(SMERRICH I =R, (208 [CRUTLIZEL 2 BRMINBELTY).

*5.TC [ZDEFFEA] &bDiHE » BEZOFFDIRETHEHTEEYI ., [HFHREERH] &HD3ED
([CDWTIETFEEDEME CHRAE e U\,

*SAITE (CHBRD T E =GR 2V (CARBARRICEBREBVEDELEELY),

(O Ty g b5
[(B) Standard mouse al (10 pg/mL)] ; IRXERRERVERL AR

(B) Standard o lbumin (10 pg/mL) (Ri&R) & (C) Buffer solution Z{F > TIZMERRZAR LT

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

NEEBRER 50 WL 450 pL 1000
1000 ng/mL /&% 400 uL 100 pL 800
800 ng/mL &3 300 pL 100 pL 600
600 ng/mL &3 200 pL 100 pL 400
400 ng/mL 385 100 pL 100 pL 200
200 ng/mL &R 100 L 100 pL 100

100 ng/mL &% 100 uL 100 pL 50

0 (Blank) 100 L 0

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

100 L ZFE DD TE I 272 IR U TVET EHER%Z (C) Buffer solution T 100 f&ICHFRL TS IZELN,
[(1) Wash stock solution (10x)]

IEMESEER (10x) ZERIESNITAFRIK GREBK) T10fEICHIRLTIIZELN,

f : 100 mL @ (1) Wash stock solution (10x)+900 mL MDFFEIK (ZEE/K) (96 D)L TEFERT DIHE)

10
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(HRDOREN L RFFE]

(A) Anti-albumin coated plate
FEA (BEHREBZR D TTREETS —ILZRIN L TULVRW) FUABERBIER b w T (EREED Y TS —
W OICRU. ZDFEF 2 T~8 CTHRIFLTLZESV. BIHARALZEHZREEF T,

(B) Standard mouse albumin (10 pg/mL)
Fv hZEDEIUTERTIREERITIERICHEBELDERD B URHARL . EKDDRRFERCE
SIRVTESICEZUDOMD EF. 2 T~8 CTHRELTLIZEV.. BMHRANLZEEHZREFT.
BIRUCRREBTRIES(CERL. REQLBWVLTLSIZS0,

(C) Buffer solution 5T (F) Chromogen (TMB)
—EDBERZEER T DREINEBEEL DD UZHDEZFIDBLRICEL. EDIFERICESRAVTES(C
EZUDO>MDEH. 2 CT~8 CTHRELTLIZEV. BMHRNEZEMZREEXT,

(D) HRP-labeled anti-albumin antibody
Fv hZEREIUTERATIREAERE CSHEEXI DD EUBTRARL. KDDRRIFERICES/AL)
TESICEZ UMD LD, 2 CT~8 CTHREL TS, BYEHIRANZEGZHREET . FHK
DOFBRBEHRISERELTIZELN,

(H) Stop solution
FRKDZERFIDHEE. EZULoMD ERMAD. 2 T~8 CTHRIFLU TS IEE L\ YEMHARAZE M

ZREFT

(1) Wash stock solution (10x) Q
AT RR(10x)ZRF I DIHEEE. EZLO>MD LD, 2 C~8 LTLIZEV, BRIEAR
AREMZREETT. ERAKDOBIREHTFRITEEL T %

71 REDRR

AFw MIVDORIMBFZ(FMEE (N> DR ZHEE FRPDTZIIT=Z>ZRELFET . Al

TEEBHE (50 ng/mL~1000 ng/mL) (CAD KD, Fwv hDIES WTHRFEZHRIRL TS ESV. BIREAR

(&, mMiBFFZ(EmIFRED 10000~50000 5. FRERED 5 5 C9. IRFEFBNITIESE. HSHU

HHBRESFZTAVWTEERTHIRUAED TILICH] < AW

o FRIRADIZE (FFICYIRXDIRE(C KD TILT ZVREDEHNAE < 2DcH. LRAREBRDMEERT
(FARADIEE MMREERIHRICE K 'O9H’L5@§§D F I TDHE(EARREREEHIZ (S 10 EHR,

EREARIRL 200 15, 500 1555, WHEE(C AIEZEMBL TS0, (9.518 (2) 288)
o IRAR(ITEA(C LT > TERER L 9 < (TR

35 CTUTTHRMERF LTS ESU, RIEUARIKZ
BIET DIEFICAERUFED (CIBHLT \, %0 U DRGERIAR (ST T ES0. IEUVVVERDME
SNIBWRREICIEDEXT,

oMM, & ~NARMEZE BT TLIZE 0, MEDEHEERIZFORIMBINAER (CRE

Z5 X D0EEHNEZSNFY,

o BIM U AR S AR B RIK( I AN

& D RURNBY D3 D1R4 ’E%_CB%ﬁ&/EUE(LFHb\_C <FEE0N,

IS EMEDRZENFED  A—IRIKICENT, 82D 2 IRA1 > MU EORIRETHIRER L=
LT ESE0N,
(RIRDLZTEN

B EREY
Za0, £

8. AITEIRIFE

TORIRE RGO DRIORICHF T DREZRIED CHEL TS ZEL,

FARBERET L — b —ILIE. TL— MARDICERICE D THSRIMNALTLZE0N,

(1) FRERZIET. BN UHRARLUITEEREZDTILISHEIZL,. 3 EH: (x@) UET., TDE. R—
IN—IAIREDLETT L — haEHE(C LU, BLINEDIFBRRSCLUTIITILICHER D IERERDBREET,

(2) BOIIVICEERZ 50 L 3 D5EL. N0 — MRESFRLBEEZRVWTER (x@) ULETY,

(3) g%ﬁuulﬁu;z'j:)u;%ﬁr‘ EDTIVIT I UEERKRZE . WREAD TILICHREAERZZNTNS L I DO9
FUEXT

(4) <roO7L— I\}Et’)%ﬁuc‘:%ﬁib\‘dﬁ# (x@) LET,

(5) TL—h2—)LZED, =R (20 C~25 C) T1EKHEEFE (xQ)LET,

(6) RIGHRT#H., RISRZBTHEFEREEDTILISHEEZEL, 3 BEE (x©) UEY., TDHE. R—/\—4
AWRREDLETT L — hEHS(CLU, BLPNEDIFBRRIIICLTIOIILICE S TERERDREET,

(7) BOTILICRIVAFIA —CIEHIAEZ 50 L 9 DO5ELET . Y70 L — MRESEREZAWL
T#ER (xQ) LET,

(8) TL—hI—J)LEEED, R (20 C~25 C) T1BEF#HE (xQ®) LET,

(9) RIGHT#HR., RIGRZRTEFREZEDTILISHEZEL 3EEE (x©) UEYT, TDH. R—/\—45H

EI P55, —35 CUT CORBREZHELFTT, BOIRUDRERAE(LEE T T
AIRFARRREUTES0,
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LBIS Mouse Albumin ELISA Kit

IREDETT L — hEFES(CL, BLIPEDIFBREIDICUTOIILICE D IERERMDBREET,
(10) B TILICRERZ 50 L I DELET . V1O L — MRESFRAEZANTER (x@) LEY,
(11) TL— b3 —)LZBED, =8B (20 C~25 C) T 20 DEEEE (x®) LET.
(12) B TILICRIMELLE®RZ 50 yL 9 D35F L. BRERIGZELEUET,
(13) #B# (x Q) &, ES(CYro0O0T L — MEDYEHRESTT 450 nm (BIEE 620 nm) TORIEE % AIE
LZEY., ElEE(E 600 nm~650 nm DFEFE CEHRTEEY,
(D). (x@). (xQ) BEFIERIE (14, 15R=2) ZTSBEE0N,

9.518

(AIES (CIREIRE/FRR LUE T, e ERL X MzRERRERE (ng/mL). Y #EKE ORERRD
SJ%&ERR LTS EE0N,

(URERFRK D RIADESE (CHIET DIRE (ng/ml) ZF5RAEDET . FHidEl D ERE [CIRIAFIREZ
RUAEEELZET.

* IRADISSEE MRAERRITSEE K DIMEIHE(E (C) Buffer solution (CCEEHMER(ICTAR UEERAIEZEMU T

<fZELy,

* — B S OEE R ROISETHIEDWRIAIL(C) Buffer solution (C CESEER(CGHE MBEATEI D EEHE
BHELUFET,
FEEMIET(E, 3IRZBIERFL(F 4 F2E 5 /S A—F—DFERAZHBEDHE IS

* ' R DERRPT R (SERARAEIR P MMOREIER /R 2 E R [CHBT U TTD ECY,

* JL— kU —4—(3% SUNRISE RAINBOW (TECAN) Z{EF.,

TDI S ISRERRAI T I, ;:\

1.00

Abs.(450-620)nm.~|Blank

~

100 1000

Mouse Albumin [ng/mnl]

% RED. AEEEICLNEHLET,

50 ng/mL~1000 ng/mL DEH CTRIETE X,

10.F v bOD1EEE

l—‘—lkk

oA TEETH
NIRRT
ofF M

Z D ELISA FCHERASNTVDTURRGNY IR T7ILT =2 (CH U THRENT I BENEBEZAFY N TH
EUHERFIRRDESDTT, ZZEME, 10000 ng/mL BFDF—4TI (FCS (FF5<),
1RKE REM 1R{A % REM
Sy bk FILT=Z> 5 %Kit o> FPIVIT=Z> -
ek 7)1/7‘ - 10 % FCS -
J%5 7ILIT= — I REMEL
oA5EER (77 ‘lZ/(I’\]’TEJJ) (5 BHIE. 3 *ﬁﬁ\) 1 C.VAEB(Z 10 %Kitk

Oﬁiﬁ'liuiﬁ% (7vtzfEZE)) (3FRIE. 314k, 3 HH) 159 C.VAE(E 10 %Ki
./J\ u@”yul %ﬁ

2 IVERIRICERIRD 3IBEDVILI =& UAIE UTZER. BIUNER(E 94.3 %15 104 %
o ARTREARE

2 BRI EGE R (CHRIRFARENR C 3 BEfEARR UAIE UIZRER. EREIFD R2 (X 0.999

12



LBIS Mouse Albumin ELISA Kit

M. MSIONS1—-F1>0& QA
e INRTDIIT)LTCDORIEHFTUN
ERELTERASNDCE
1VEERARARD AN EN o
2)FRB(CEET DREBRD AT,
FRE(CEET BEEARDEDEX PHIARAR,
4)EEZRPEERI DR A
5F v MREBREDRE (RELIEBS).
6)~ L — hODBEIIRF.
7RERDBEMEN D .
o=/ MESEFEE (50 ng/mL) D ODELINTS>2 OD EHEL 2B,
ERELUTERZBNZCE
FENTELS, AREETHhDO/
(RIVAF A —CIZR) & RIS OFERDE 3 Blx R UFRIRT 4 Bl~6 BT LT EE0N.)
o ZEENMZER (CV) HPAELY

FERELTERISNDCE

NFEENTEE, AL THDO/

QNZERVOERME. £ (IREDBENARTN TH o le (RIEIRIADIE (CIT>TLIEEW),
3)ERYF o TREN—ET(IM o1z, .
oQ-1: Fv NIPDBUTERIDIZENTETEITH?

ZEERALLEEV, FRALRVWTL— IS —ILZMD 12 FECRELTLSIZE,
Q-2 : JL— hZEDHUESTTILORISRIAESAD TV “ghH?
A-2 : BRI (CIHMRFRERDPFIBELTHDFT. @

A1:TEFEY., JL— M THESNIEERS—ILZZAKNY \yjm%;étbwg—m&ftﬂ DEELT
=
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LB

IS Mouse Albumin ELISA Kit

(AEFIFIEEFIYIURN
Y EURGRIAE T —5t U TRIRSRSF. AIESRM. AIESEZ MR ERAITERFZIT O TIIES Y,

U
U
O

Big
U

0O 0O 0O o0 o0 oopgoo 4o gogogoao

DT — b BEEERDCER (20 C~25 C) (CRLTLIZEL, EREIZIZ 2 BREMLBHE
(1) Wash stock solution (10x) : Z=ERIEESNIZABEIK T, 10 BICHIRL T IZEL)N,
BERROAEIR (B) : ERIEENTz (C) Buffer solution T, HIRL TLIZE0N,

EHEERER
50 pL 400 pL 300 pL 200 uL 100 pL

100 pL

ERER R RER wER AR EER

450 L 100 pL 100 pL 100 L 100 L @
- O
BRI

i 1000 800 600 400 \
ng/mL %
HMEER SR O EEIFR \

FARERE(E 96 D TILTL— @
UER3E  UERRES. B5IORDRERNE)

TRER

1B

FBHRRAEC (IREDR

J1B#, =& (20 C~25 C). 1H%Feﬁx

(D) HRP-labeled anti-albumin agtibody DFHIR. EXR{L =117z (C) Buffer
solution T 100 &(CHRIRL T I , AN RDOFARIE—RIEPRCITD,
PEE3E (RERIREEN EDE)

RIVAFS S — AR
VA, R (20 C 1 BRI, BB
PER3E | GERRREE. BSICRETD

TMB BER(IEESNT NS C L =R

B, EEY20 CT~25 C). 20 DR, FFE

RIS LERR SRR (C D ETHURIER
MEE. RECLDEBRICER

B (BESCER)

BS([CIRAERE (FEE 450 nm. &iEE 620 nm:600 nm~650 nm)
BREEFT L — hNEROBENEZF v > ILUET

50 uL

50 L

50 L

50 uL

100 plL

b h=2iapic]
100 pL

50

*@

*Q

*Q*x®

*@

*Q*x®

*®

*Q, *xO®

*Q

(* QYFEARZTTIVCIHER. FOOUSDLET 10 BEFEEIRDERLUFI. 3 BlEGuAHE, R—/(—5
AV ECTL— b (C UTINERERETR(CHRELE T, HRRMREROIZESIBL TRODBER

(*
(*

ZESICHELFET. WERZERY NTRITT IEORERZ(E 300 pL/ITILTY, H—

. BVREE

SBREE (50 ng/mL) D ODMEX DTS2 OD ENE K IRBDIZSFRERSFED 1 DEL T, NLAFS
A — OIS & RIS DSOS 3 B2 F UFnR T 4 El~6 B(TIBP LT EEW., TL— Ml E
FADIZEDEHNBEZR(E 5 mUs~25 mLi5y (S XIVDORICKDERDEFY) TY. E—RSEDOYEDE

/%0)37‘"71) I/FEﬁ@j /g:(;/jfﬁ LC < 713(/\
@WEH#HDEZ (X 600 rpm~1200 rpm-10 #/, 3 [E,
OWBHIRTERIL — b —J)LZMDEREL TSIEE0,
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LBIS Mouse Albumin ELISA Kit

TL— b —ILFRERZRN LT, #BEZTL— MUICLUTDMIFTSZEZn., —EFEALZ
TL— b —ILEBERLRNTIZE,

T—02—k~ ()
Strip 1&2 Strip 3&4 Strip 5&6 Strip 7&8 Strip 9&10 Strip 11&12
A | 1000 ng/mL 1R 1 1RIR 9 R 17 1R{K 25 1R{A 33
B | 800 ng/mL 1RAK 2 R4 10 1R1K 18 1RAK 26 1REK 34
C | 600 ng/mL 1RAK 3 1RAK 11 18RIk 19 1ReK 27 1R1K 35
D | 400 ng/mL 1RIK 4 1RAK 12 1R4K 20 1R1K 28 1R1K 36
E | 200 ng/mL 1RIK 5 1R 13 1RAK 21 1R1K 29 1RAK 37
F | 100 ng/mL 1R1K 6 1R 14 1RAK 22 1R4K 30 1R1K 38
G| 50ng/mL 1RAK 7 1RIK 15 1R1K 23 @W&1 R4k 39
H 0 (Blank) 1R{K 8 &1 16 1RIK 24 1RIK 40

O EARICCHERES VLT Lo > MRSTEESEIE

oELISA EIFATERIBCKDEFE R TET, BITFERME. %ﬁﬁm%m 0 C~25 C (Efs L

FEEAFIAIR—FIREE) ZETUTLSIZEV, F/z, BIE (T L E2) : 0.4 m/sec L/(_t

MEE 30 %RBDIRE T CTORIE (LBIFTTLIZE0N, b@%ﬁ@‘ il %HJE 0.4 misec DL E.

E 30 %FKRmDIRIE F TEM I DIHEE(CIE. FRATY 7’0);#% —h—=IlZTBDE (C?J[li\

TEOXDIRFEEHRETTZE0\,

B A >FaR—FAH, FBAAFO—)LREFENTRRERIE AITEZEDIRBERMA(C K DIRGEN

BRBBENSDFIDOT., FHHIEIBELEHDHELE

o ZRAT W I TORRBERIGKC(F. D T)LODEZIE. TIREDRD. DEREOERZILET D
Vo1 I TIU FV ITDERZESBEDUET .

A I TL— S —)LEBE > TLEEN,

oRIR EEHER (CAS %@#@h\/tbébfdb\a:oLm%’.)b“c<7’

oFKIL 96 ITIL T L — I\(J@ﬂ@“éi BATY, AEBITTREFELTLSZE0,
oML (IFERAITBETIIE|ETYT

-$¢uM;aBA£®mW%%TbP§§§_ IBEEDT CSHERLLESV.,. AFERMETRAETD

BRICIFERY F o D TRMEOBIRM =HANTERALIZE0N,

CEBNITNCART v MEER(ITFLE QHRIE ERAEKEE(CDIF TS,

o IR R E (LA FRNWT LK 12 & ROSENRO T, B, O, B0, REE(CHELUEES
THELS DRLEZITV, BEBRIBEIEMOFHETERITTIZEE,

o RFw hE{HEAUTULBIGETC OEYEZ LIRWNTLIZE0N,

GAEFIOTERY T 4 IROTLIEE0N,

o[l hESDIE DS BEOIXNTLIEELN,

g?%@@%@ﬁ@Tﬂ DELUTEDEFRELTEDHRO> TLEST L, KFT v MNIBWIERRDKD &

o [EFIE A 1K, & SHERZEGT 1 %LU 2%0)IL5—)L7)LTE REIE 0.1 % Eokds
CERiy BRIC 1 BRI ERIT<IESV. FEA—-NML—TRELELUTEREL TLES
W EAL oK B D BLE IFEER OMRET N CEHIRDES (T > TEEL T IEEL,
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LBIS Mouse Albumin ELISA Kit

Q
.\O

CAIES]

(FrE)

CAIER] CAIEH]

(Ov bES] (B5NHARR]

(%)

(i) LEXR® ZILT=Z2-XDIR
(F0¥e 01— K 634-04301

(REEZREC) LBIS Mouse Albumin ELISA Kit
(BEVEEE]

WERAT STV ANAHERINET
AIRREEEN = TH 1 %25
Tel : 06-6203-3741

Fax : 06-6201-5964
https://www.fujifilm.com/ffwk/ja
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	6. Reagents supplied
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