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L-FABP I3 useful as a prognosis marker in kidney diseases as it excretes into urine in B Vel Biarcurd Dilst H[OOOOODOOO0000

rasponge to Initial symptoms such as stresses caused by the protein urea ovarload and
Iaschemic stress of micro circulation,

This product |s a sandwich type ELISA kit that uses monoclonal antibodies that is able to
recognize human typs L-FABP in specific, and it enables stable assay result with high
sansitivity, Moreover, the L-FABP Antibody Coated Microplate |s allowed to be separated for
measuramant of a small number of spacimen malarials,

PRINCIPLE

ELISA (Enzyme-Linked-Immuno-Sorbant Assay) of 2-step sandwich mathod s used for this
kit L-FABP Standard of urine samples are prefreated with Pretreatment Solution, and
poured inta L-FABP Antibody Ceated Microplate on which Assay Buffer is placed and
incubated, During this incubation process, L-FABR in the reacting solution binds to the
immeobilizad aniibody. As the second antibody, The 2" Ab-POD Conjugate is added after
washing procedure to make L-FABF antigen be sandwiched between immobilized antibody
and eonjugate antibody. Tha plate with sandwiched L-FABP antigen |s washed and addad
with Substrate for enzyme reaction process. Changes of color of samples appear according
to quantity of L-FABP antigen. Microplate readar records optical density to draw a calibration
eurve of L-FABF concentration.

MEASUREMENT RANGE

3 = 400 ng/mL

INTENDED USE

Quantitative detarmination of human L-FABP In urine.

KIT COMPONENT
1. L-FABF Aniibody Goated Microplale 26Well x 1
2. Pratreatment Microplate 96Wall x 1
3. Pretreatment Solution BmL %1
4. Assay Buffer 12ml x1
5 The 2" Ab-POD Conjugate 12mLx 1
6. Substrate 2
7. Substrate Diluent 12mL x 2
8. Wash Agant (x 40 concentrate) S0mL %1
9. Stop Solution f2mbl x 1
10, Standard Diluent (Ong/mL) 25mLx1
11, L-FABF Standard (400ng/mL) 0.5ml x 1

OPERATION MANUAL

1. Instrumants and Equipmants raquirad
Micropipstte; Adjustable to 20uL, 50ul
=Multichannel micropipette: Adjustable to 50ul., 100uL
-Graduated eylinder: 2,000mL
-Plata mixer
-Microplate readar. Wave length of 482nm (530nm)
-Plate Seal (Attached to each kit)
. Preparation of wash selution
Add distilled water to Wash Agaent (x 40 concentrate) and prepare 2,000mL of wash
solution.
. Operation mathod
Make sure that all reagent reach room temperature approximately 30 minutes prior 1o use
and that no quality changes In all reagent after tilting and mixing gently. Measure diluted
L-FABP Standard while measuring test samples to set standard curve.
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1) Praparation of L-FABP Standards

@) As shown in Fig.1, usa tha first column (A1 = Hiwells) of “2.Fretreatment Microplate”
for the preparation,

b) Add 50uL of *10.5tandard Diluent (Ong/mL)'to B1 to Hiwells of "2 Pretreatment
Microplata® raspactivaly,

c) Add E0ul. of *11,L-FABP Standard (400ng/mL)" into Alwell.

d) Also, add 50ul of "11.L-FABP Standard (400ng/mL)" to Biwall and mix well
gently (ten times pipatting). Take S0ul of the mixed sclution from Biwell to
Cwell and mix it gantly,

@) Carry out such the doubling dilution 1o Glwall continuously ona by ona and
remaova 50ul. of the salution from Giwell,

2) Pratreatmeant

a) After preparation of L-FABP Standards, add 50ul. of sample specimens info the
othar wells (2A, 2B,...) of "2.Pretreatmant Microplate®

b) Add 50ul of "3 Pratreatmant Solution” to all wells with L-FABP Standards and the
samples specimens. Seal the plate and stir it for more than & minutes.

——
(0 ngiml) Pretreatment Microplate
Fig1  Example of operaling pretreatment

3) Sel the strips of *1. L-FABP Antibody Coated Microplate” (two strips for standard +
strips for specimens) from left sida (1,2..) In the plate holder, and add 100ul of
"4, Assay Buffer” in each wall.

4) Pipatte the standard solution from each wall In the first column of "2, Pretreatment
Microplate® and add the standard solution (20ul/well) to respective two wells in the first
two strips of 1. L-FABP Antibody Coated Microplate®,

5) Pipette 20ul of the pretreated sample specimen from “2, Pretreatment Microplate” and
add the solution 1o respective walls after third strips of “1. L-FABP Antibody Coated
Misraplate”,

6) Seal "1. L-FABP Antibody Coated Microplate® and stir it for 5 minules with the plate
mixer, and than incubate 1. L-FABP Antibody Coated Microplate® for 55 minutes at

room temperature(20 = 28°C),

7) Aftar incubation, throw away the liquid from “1.L-FABP Antibody Coated Microplata®,

8) Wash each well of "1, L-FABP Anlibody Coated Microplate” with wash solution
(350ulAwall), Then, fill each well with wash selution and remove wash agent complately
from "1, L-FABP Antibody Coated Micraplate” by snapping it. This procedure should be
ropeated 3 times. Then, remove tha remaining liquid from all wells completely by
snapping *1. L-FABP Antibady Coated Microplate” onto paper towals, In case of using
a plate washer, wash sach wall with 350ul of wash solution 3 timas,

9) Pipetts 100uL of “The 2™ Ab-POD Conjugate” into the wells of test samples, standards
involving zero (0) concantration.

10) Seal the plate and stir it for 5 mintas with the plate mixar, and Incubate the plate for

55 minutas at reom temparature (20 - 28°C),

11) Substrate solution: One Substrate tablet is recenstituted in 12mL of *7.Substarate
Diluent {1 bottle)® and used as a substrate selution. The substrate solution should be
prepared 16 minutes prior to use,

12) After incubation of step 10), remava the liquid, and wash the plate 3 times in the
same mannér with step 8).

13) Pipatta 100ul of Substrata solution inta tha walls,

14) Seal the plate and tir it for 5 minutes with the plate mixer, and incubate the plate for

25 minutes at room temperatura (20 - 28°C) in the dark,

18) Pipatte 100ul. of *8 Stop Selution” into the wells. Mix the liquid by tapping the side of
the plate,

18) Remove any dirt or drop of water on tha bottom of the plate and confirm there is no
bubble on the surface of the liquid. Set microplate reader and read absorbance which
is confirmed on tha wavalength (Measurement wavelength.  492nm, Background
wavalength: 830nm).

17) Piot standard curve based on the absorbance of L-FABP Standard and calculate the
amaunt of L-FABP In the spacimen.

Fig2 Operation Protocol

Test Sampla Standard Zafo (0) concantration
Tast Sample L-FABF Standard Standard Diluent
Protr nt S0ul 50ul {Ong/mL. 50Ul
Pratreatment reagent 50ul
Mix for mare than 5 minules by Plata Mixer aftar sealing plate
Assay Buffer 100ul. 100uL. 100uL
FIeiee 200L 20ul 200l
samples
Mix for 5 minutes by Plate Mixer after sealing plate

Incubate for 55 minutes at room temparatura

Wash 3 timaa
Labeled antibody t 100ul | 100uL 100Ul

Mix for 5 mindtes by Flate mixer and after sealing plate

Incubata for 55 minutes at room température
‘Wash 3 limes
Substrate Solution | 100ul | 100Ul | 1000l
Mix for & minutes by Plate mixer and afier sealing plate
Incubate for 25 minutés al roem tamparature with light shialding

Stop Solution | 100uL. | 100uL 100ul.
Tap the plate for mixing and measure absorbance at the wavalengths (Predominant:
482nm, Subdominant: More than 620nm) within 30 minutes afler adding of Stop
Solution,
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SPECIAL ATTENTION
1, Test samples should be measured soon afler collaction, For slorage of test samples, 5. Added Recovery Assay
store them frozen and do nol repeat freeze/thaw cycles. Thaw the test samples at a low  Addttive Moisuramart Thaoreical Recovary Rate
temparatura and mix them completely before maasuramant. aneanwn M) VALK (%)
2, Test samples should be diluted with Standard Diluent If required. il ‘Tk_,“l") {rwmt)
3. Put an unused L-FABP Antibody Coated Microplate in a bag and presarva it in refrigeratar g e
it Ak i Human Urine 100 57.33 57.78 99.3
4, Duplicate measurement of test samples and standard is recommended heit 200 285 107.76 1193
5, Use test samples In neutral pH ranga. The contaminations of organic solvent may affect 400 224.71 207.78 108.2
the measuremant. 0 E B
8. Use only Wash Agenl contained in this kit for washing L-FABP Antibody Coated Human Lirine 100 66.05 67.12 99.4
Microplate. Insufficient washing may be a cause of failure of measurement, No2 200 138.34 117.12 1181
7. Do not seal solution with Substrate with cap too tight because substrate solution releases 400 22585 21712 103.1
bubblas during reaction, Do not reuse the Substrate Solution [i] 2430
8. Measuremant should be finished within 30 minutes after adding "Stop Solution”. Human Urine 100 69,60 74,30 937 |
CALCURATION OF TEST RESULT Hod 200 134.02 124.30 107.8
1. Subtract the absorbarice of zero (0) concentration from all data, including standards and 400 260.12 224.30 118.0
unknown samples befora plotting
2. Plot the subtracted absorbance of the standards against the standard concentration on PRECAUTION FOR INTENDED USE AND/OR HANDLING

log-log graph paper. Draw the best smooth curve threugh these points to construct the

—8C Al ts should be let warm to room
standard curve, Read the concentration for unknown samples from the standard curve, T Al raagents’ sticuid b.alored a2 <B'C, Al Megerity: dhou i

Example of standard curve temperature approximately 30minutes prior 1o use.
2, Measurement result may be influsnced by time and temperatura of reaction, Parform all
Cona Absorbance
{ra/mi) {4520m-830nm) " p— measurament of L-FABP standards and test samples under the same conditions.
3, Stop Selution |8 & strong acid substance. Keep your skin and clothes away from direct
40 2814 eontact Stop Selution and pay caraful attention whan you dispose Stop Solution,
200 1.482 1 4, Substrate tablets should be transferred to the vessel for recenstitution solution, and avoid
100 0.742 touching lablels diractly by hand.
& 0,384 8 5 Soedium azide is contained in Assay Buffer, Standard Diluent and L-FABP Standard,
o Digpose these materials after diluting them with large quantity of water 1o avold production
25 0207 of axplosiva metallic azide,
125 0127 6. Some reagents contains compoenent of animal blood, Handle reagents carefully and wash
8.26 0.080 i hands after measuremant.
' o w L 7. Do not mix the reagants with the reagents from different lot or diffarent kind of kit.
9 s Y 8. Do not use expired reagents

* The standard curve abovs I8 shown as an example, Sat up standard curva for each 9. This kit is for research purpose only, Do not use for clinical diagnosis.

assay. STORAGE and VALID TERM
PERFORMANCE CHARACTERISTICS Storage Condition; Store at 2 = 8°C
1. Sansitivity Valid Term: 24 months (Explry date is printed on kit package and labsling of sach kit
The sensitivity of the assay |s 3ng/mL componant.)
2, Spacificlty PAGKAGE UNIT
Compound Cross Reactivity o8 Test
L-FABP 100.0% REFERENCE
I-FABP 501% 1. Veerkamp JH, Maatman RG, Prog Lipid Res, 34, 17-52, 1985
3. Repaatabllity 2. Kamijo A et al, J Lab Clin Med, 143 (1), 23-30, 2004
The CV Value is no more than 10%., in case of B times simultansously measure of same 3. Kamijo A et al, J Lab Clin Med, 145 (3), 125-133, 2005
spaciman 4. Mayer GL, Sugaya T. Fats of Life. XX (1), 4-12, 2006
& Nakarmura T et al, Am J Kidnay Dis. 47 (3), 439-444, 2008
Maasuramant Val il HD Valus [ V:Iug%) f b
240, 0 I &5 | 3, [ &, Kamijo-Ikemeori A et al, Clin Chim Acta. 374 (1-2), 1-7, 2008
ﬁg-;g ;-;g ; g 7. Yamamoto T et al, J Am Soc Nephrol. 18 (11), 2884-2002, 2007
- . . B, Portilla D et al, Kidney Inl. 73 (4), 485-472, 2008
The GV Valua Is no more than 15%, in case of 8 days simultanecusly measure of same 9. Noiri E et al, Am J Physiol Renal Physiol. 296 (4), FB68-679, 2009,
spaciman 10. Nakamura T &t al, SHOCK. 31 (5), 454-459, 2009,
MemsUrement VaiuelngmL) 50 Valus CV Valusl %) N 11. Negishi K et al, Am J Pathol. 174 (4), 1154-1159, 2008,
2%;; ?‘_ET ,a‘ 3 12 Nialsen SE et al, Diabates Care. 32 (9), 1684-1688, 2009,
1102 21 0 13. von Eynatten M et al, Eur J Clin Invest. 40 (2), 95-102, 2010,
14, Nielsan SE et al, Diabetes Cara, 33 (6), 1320-1324, 2010,
4. Dilution test 15. McMshon BA, Murray PT, Kidney Int. 77 (8), 887868, 2010,
e D"(‘;é,h" mmmw :II: g:n:gyo—lkemqn A al al, Diabates Care, 24 (3) 681-698, 2011,
f et al, Crit Care Mad. 39 (11), 2484-2468, 2011,
1 163.85 | i VERSION
Human 2 2 ‘March 2008 Established
Urine 4 47,70 i March 2010 Revised
") E] 2558 February 2012 Ravised.
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