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Code No.27405
H u m a n H A I-乍 A s s a y K it . M C M

INTRO DUCTION

HAI‐仲 (Hepatocyte gro増h faCtor actiVator inhibitor type乍M s one oftw o types of
Kuni立-tyPe ser【ne Protease inhibitors thatw as detected as a inhibitory factor of
hepatocyte growth factor activator (HG FA ), the factor thatのnvens hepatocyte
growth factor′scatter factor (HG F) into the active form . lt is sa『d to act as a
transm em brane protein having tw o Kunitz dom ains,and to inhibitHG FA also as a
f｢ee form secreted from m em brane, HAI‐↑ also targets various other ser-ne
proteases such as m atrlptase and hepsin, lt has been detected in the placenta,
kidney-pancreas,prostate,and sm allintestine,and also repoded to express in the
livercancer,
This kitis designed to m easure thefree form ofH um an HA I‐↑.

Code No. Nam e Volum e
2740◆ Hum an Activated HG F Assay Kit-M CM 96い/e=
27402 Hum an TotaIHG F Assay Kit-M CM 96 M′ell
27403 Hum an Activated HG FA Assav Kit-M CM 96 VVe=
27404 Hum an TotaIHG FA Assay K=-M CM 96い′ell
27405 Hum an日AI-乍Assay Kit‐M CM 96臥′ell
27406 Hum an HAI-2 Assav Kit-M C M 96い′ell
27407 H=m an c‐M etA ssav Kit-M hM 96い作ll

PRINCIPLE

This kitis a solid phase sandwich ELISA using 2 kindsofh1gh specific antibodies
Tetra M ethyI Benzidine (TM B) is used as coioring agent (Chrom。gen). The
Strength。fdoloring is in proportion t。the quantitiesofhum an日AI一生

M EASUR EM ENT RA NG E
39.06 ~ 2,50o pg′m L

INTEND ED USE
■ The Hum an HA I-↑ Assay Kit is a com plete kit for the quantitative

determ ination ofhum an HA 1一寸in serum ,EDTA一plasm a。r。e=culture m edia
. Determ ination of hum an HAI-l is affected by the presence of heparin in

sam ples, so p1ease use EDTA-p1asm a as a sam p1e instead 。f heparin
plasm a･

K-T CO M PO NENT

1 Preα〕ated late ;Anti‐Human HAI-↑Mouse I G M OAbA侑nit Pun 96･̂hell×乍1 Precoated plate ;Anti‐Human HAI-↑Mouse l9G M OAbA侑nity Punfy
2 LabeIed antib。dy conc･

:(30X)HRp coniugatedAnti‐Hum an HAI-↑Rabbitl9G Fab-Afnniy Pun的
3 Standard :Hum an HAl-↑
4 ElA bufrer :↑% BSA,0.05% Tw een 20 in pBS
5 Solution f。rLabe'ed antibody:↑% BSA O.05% Tween 20 in pBS
6 Chrom。gen 毛TM B so,ution
7 Sto solution 汁N H S07 Stop solution 汁N H2S04
8 VVash bu作erC。no. :(40X )○.○5% T

O PERATIO N M ANUA L

1 M aterials needed butnotSupplied
･Plate reader(450nm )
･G raduated oy1inderand beaker
･lncubator(37℃±乍℃)
･Pape｢towel
･い′ashing bottle forprecoated plate
Disposab1e testtube forq2,Labeled antibody Conc.band u6,Chrom ogen

b

2.Preparation
↑) Preparation ofwash bu行er

口8,W ash bu作erConc巧s a concentrated (40X)bu作er,The tem perature of□8,
W ash b哨erConc,D sha= be adjusted to room tem perature and then,m ix it
gently and 凹m pleteiy before use. D ilute 50m L of u8,い!ash buffer C0no.“
with亀950m L ofdeicnized w aterand m i×it. This is the w ash bu粁erforuse.
This prepared w ash b話｢erShallbe stored in refrigeratorand used w ithin 2
weeksafterdilution.

2) Preparation ofLabeled antibody
d2, Labeled antibody Conc,n is a con。entrated (30X), Dilute d2, Labeled
antibody Cono.□with D5,Soiuti。n forLabeled antibodゾ in 30 tim es according
to required quantity into a disposab1e testtube.Use this resu1ting So1ution as
Labeled antibody,
Exam ple)
ln case y。u use one siit(8 w e=),the required quantity ofLabeled antibody is
800仏L,(Dilute 30仏L of d2, Labe-ed antibody Conc.“With 870仏L of“5,
Solution for Labeled antibodyP and m ix it.And use the resulting solution by
100仏L in each W e=.)
This operation sh。uid be done iust before the app1icaticn 。f Labe1ed
antibody.
The rem aining R2,Labeled antib〔X1y Conc.PShculd be stored at4℃ in firm iy
Seaied viai.

3) Preparaticn。fStandard
Putjusto,5 m L ofdei。nized Water into the vial。fu3,Standard

U and m ix it
gent1y andのm p-eteiy. This so1ution iS 5,ooo pg′m L Hum an HA I-↑standard,

4) Di1ution ofStandard
Prepare 8 tubes fc｢ dilution of 13,Standard

b,Put 230弱L each of E4,EIA
bufrer into the tube.
Specify the follow ing conCentration。feach tube,

汁N H2S04
:(40X )0,05% Tw een20 in phosphate buHer

･M icropipette and tip
･Dei。nized w ater
･G raph paper(1og/iog)
･Tube fordiluti。n ofStandard

o.4m L x↑
0.5m L x 2
30m L x 1
乍2m L x 1
乍5m Lx f
↑2m L x t
50m L x 1

Put230仏L ofStandard solution into tube一1 and m ix itgently,Then,put230彩L
oftube-1 m ixture into tube-2.Dilute酬′○tim es standard solution in series to set
up 7 points ofdiluted standard beW een 2,500 pgym L and 390 6 pg/m L,Tube‐8
is the testsam ple b1ank as o pg/m L.

See fo=○Wing pioture,

5)Diiuti。n oftestsam ple
Testsam ple m ay be diluted w ith“4,EIA buffeでifthe need arises.
lf the q)ncentration of Hum an HA i-1 in sam pIes m ay not be estim ated in
advance,the pre-assay w ith Severaldi“erentdilutions w i= be recom m ended to
determ ine the properdiluti。n ofSam pleS.

3.M easurem entprocedure
A Iireagents shai-be brought to room tem perature approxim ate1y 30 m inutes
before use. Then m ix itgently andのm p-etely before use,Confirm no ohange
in qua-ity of the reagents, Standard curve shal1be prepared sim uitane。usly
w ith the m easurem entoftestsam pleS,

Reagents

TestSam ple Standard
TestSam p1e

Blank
Reagent
BIank

Testsam ple
100仏L

Diluted
standard
(Tube 1~7)
-00“L

EIA bL府er
(Tube-8)
乍00仏L

EIA buffer
↑00“L

lncubation for60 m inutesat37℃ With plate lid

い/ashing 7 tim es

Labeled 1oo" L 1oo“L loo“L
Antibody

lncubation fo｢30 m inutesat37℃ W ith p1ate lid

い′ashing g tim es

Chrom ogen 100仏L 100仏L l00褒L 牟00仏L

lncubation fo｢30 m inutes atroom tem perature (shie!ded)

StoP solution loo仏L 100仏L 100仏L 等00影L

Read the Plate at450nm w ithin 30 m inutes afteraPP1iCation ofstop solution,

乍) Dete m ine wells forreagentblank.PutToo影L each ofu4,EIA bu作er into the
W e1ls,

2) Determ ine w ellsfortestsam ple b1ank,testsam ple and diluted standard
Then, put乍00影L each of test sam ple blank (tube-8), test sam ple and
di-utions ofstandard (tube-1~7)into the app｢opriate w ells,

3) lncubate the precoated plate for 60 m inutes at 37℃ aftercovering itwith
plate lid,

4) W ash each wellof the precoated plate vigorously w ith w ash b潴er using
washing bott1e, Then,filleach W e=W ith W ash bufferend 1eave the preα)ated
plate for15~30 seconds.Rem ove w ash buffercom pletelyfrcm the preCoated
plate by snapping. This procedure m ust be repeated m ore than 7 tim es,
Then,rem ove the rem aining liquid from aliwells Com pletely by snapping the
precoated piate onto papertowel.
′" Case o′“"〃9 P′are Washeる a行er 4“崩es was稲月9 M折 P′afe Washeう
Wash′〃9 M rh above Wash/刀g borf!e m“srbe repeared 3 ff" es

5) Pipette↑00影L of labeled antibody solution into the w eiis of test sam ples,
diluted standard and testsam p1e b1ank.

6) lncubate the precoated piate for 30 m inutes at 37oC after covering itwith
plate lid,

7) W ash the preCoated plate 9 tim es in the sam e m annerabove 4),
8)日6,Ch｢om ogen

日shculd be taken the required quantity into a disposabie test
tube.Then,pipette↑00躬L from the testtube into the w elis,Please avoid to
return the restoftesttube into“6,Chrcm ogenobottle due to avoid toαヨuse of
contam ination.

9) incubate the precoated plate for30 m inutes atroom tem perature in the dark.
The liquid w i1lturn b1ue by the addition of“6,C hrom ogenb.

10) PiPette 100“L of鷲7,Stop solution門into the w elis,M i×the liquid by tapping
the side ofprecoated piate.The 1iquid w i1iturn ye11ow by the addition cf“7
Stop so1utionP.

↑↑) Rem ove any din ordrop ofw ateron the bottom ofthe precoated plate and
欽〕nnrm there is no bubb1e on the surface ofthe liquid.Then,run the plate
readerandα〕nductm easurem entat450nm .
The m easurem ent shai1be done w ithin 30m inutes after the addition orq7,
Stop so1utiono.

Tube4
Tube-2
Tube-3
Tube-4
Tube‐5
Tube6
Tube‐7
Tube‐8

2,5〔幻Pg/m L
牟,褒めpg/m L

625 pg′m L
3す2.5 pg′m L

乍56 25 pg′m L
781 3 pg′m L
39.節 pg′m L

o pg/m L (TestSam ple Blank)

230仏L sra〃dand so′“f′○"

＼ハハハハハハ
　　　　　　　　　　

230仏L 日日口日日日日日
① ② ③ ④ ⑤ ⑥ ⑦ ⑧
2-500 --250 625 3-25 l56.25 78.13 39.06 0
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3,lntra -Assay

M easurem ent
Value (pg′m L) SD value

CV value
(% ) n

9乍9.03 63.69 6.9 24

439.21 32.74 7.4 24

72.05 574 8.O 24

4.lnter-A ssay

M easurem ent
Value (pg/m L) SD value

CV value
(% ) n

883.80 83.22 9.4 34

422.67 37.84 9.O 34

71 39 5.85 8.2 34

5,Specificity

Com pound Cross Read M ty
Hum an HA I-乍 -00･0%
Hum an HA I-2 ≦0.1%

Hum an HG F ≦0･乍%

Hum an HG FA ≦0,1%

Hum an c‐M et 0,38%

6,Sensitivity

SPECIA L ATTENTIO N

↑) Testsam ples should be m easured soon afterthe Collection,ln Case ofthe
storage oftestsam ples,they shou!d be stored underfrozenα)nditions and
do notrepeatfreeze/thaw oyoles.Thaw the testsam ples atlow tem perature
and m ix them のm p【etely before m easurem ent.

2) Testsam ples shouid be diluted w ith q4,E-A bu作er,ifthe need arises.
3) The m easurem ent of test sam ples and standard in dup1ioate is

reoom m ended,
4) Use testsam ples in neutra1pH range.The oontam inations oforganio solvent

m ay affeotthe m easurem ent.
5) Use only wash bu行ercontained in this kitforwashing the precoated plate.

lnsu侑oientwashing m ay lead to the failure in m easurem ent.
6) Rem ove the w ash b雌eroom pletely by tapping the precoated plate on paper

towel.
Do notw ipe we=swith papertowe1.

7) d6,Chrom ogennshou1d be stored in the dark due to its sensitivity againstlight.d6-Ch｢om ogen四shou-d be avoided oontaotw ith m etals･
8) M easurem ent should be done W ithin 30 m inutes after addition of目7,Stop

solutiono.

CA LCULATIO N O F TEST RESULT

Subtraotthe absorbanoe oftestsam ple blank from a=data,inoluding standards and
unknow n sam ples before plotting. Plotthe subtraoted absorbanoe ofthe standards
againstthe standard oonoentration on log‐log graph paper. Draw the bestsm ooth
ou~ e through these 謝oints to oonstruot the standard ouN e. Read the
は〕n〔×うntration forunknown sam ples from the standard ou~ e･

100 1-000

　　　　　　　　　

Exam P′e o′sra“da褶Cu~ e

Conc.
(pg′m L)

Absorbance
(450n m

2-500 2 1乍7

1-250 乱牟95

625 Q 634

3乍2 6 0.365

156.25 0.203

78.13 0,125

39.06 0,084
0行estSample

B1ank)
Q 04↑

〕k The tyPicalstandard Curve is show n above,This Curveαヨn not be used to
derive testresults.P1ease run a standard CuN e fcreach assay.

101000

l6.98 pg′m L
The sensitivityforthis kitw as determ ined using the guidelinesunderthe
NationalCom m ittee forC linicaILaboratory Standards (N CCLS)Evaluation
Protccols,(NationaICom m itteefcrC 1inicaILaboratory Standards EvaluatiCn
Protoの's,SC乍,(↑989)Vi=anova,PA :NCC LS.)

PRECA UTIO N FO R INTEND ED USE A ND/O R HA NDu NG
乍‐ A IIreagents shCuld be stcred at2~8℃‐A ll｢eagents shallbe brcughtto rocm

tem perature approxim ate1y 30 m inutes befcre use,
2 d3,Standard

Dis lyophilized prcducts.Be carefu1to cpen thisvial,
3. G7, Stop sClution□is a strong acid substance. Therefcre, be dヨreful not to

CCntaCtyCurskin and Clothes W ith R7,Stop sClutionb and pay attention tc the
disposalofu7,StCp scluticnb,

4, 『, Pre欽)ated plateね and□3, StandardDは)ntain sodium azide. Therefcre
dispose these m ate｢ia1s afterdiluting them w ith large quantity ofw aterto avoid
the producticn cfexpiosive m etal1ic azide.

5, The preCipitatiCn m ay grcw inね2,Labeled antibCdy Conc.",how ever,there is no
problem in the perfcrm ance.

6. い/ash hands afterhandling reagents.
7. Do notm iX the reagentsw ith the reagents from di“erentlotdrdi作erentkit.
8. Do nctuse the reagents expired.
9. This kitisforresearch purpcse cnly.Do notuse fCrC1inidaldiagnosis.

PERFO RMA NCE C HA RACTER ISTICS

乱TiterAssay

Specim en
Titer
(X)

M easurem ent
Value (pg/m L)

Theoreti第I
Value (pg/m L)

%

倦0% FCS
added

RPM I-↑640

2 1 232‐信7 倦,25Q OO 986

4 597.38 625.00 95.6

8 277,54 342.50 88.8

16 ↑444 0 156,25 92,2

Hum an Serum

乍6 1 808.20 ↑,805.56 乍00･1

32 ↑1002,96 966,44 ↑03,8

64 5乍2.06 5↑63 9 992

Hum an Plasm a
(EDTA)

16 1-980.8乍 2,0807 7 952

32 1 092.74 鷄1T9.89 97.6

64 590.22 6↑2 49 96.4

STO RAG E A ND THE TERM O F VA L-DITY
Storage Condition :2 ~ 8℃
The term ofvalidity :↑2 m onths

(The expi〃date is speci円ed in outerbox.)
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2 Added Re〔x〕very Assay

Specim en
Theoretical

V alue (pg′m L)
M easurem ent
Value (pg′m L)

%

10% FCS added
RPM +1640 (x2)

625,00 617.92 98,9

312,50 27a 85 892

156,25 乍34,98 86 4

Hum an Serum
(X仲6)

2-127,30 2,17Q釧 102,O

乍,8↑4,80 ↑-841 35 101 5

-,658,55 乍,624 37 97,9

Hum an Plasm a
(EDTAX x↑6)

2-↑↑6,35 2,130,86 -00 7

倦,803,85 1,839.43 乍02‐O

◆,647,60 づ,655.36 乍00,5

･図
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