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Ccde No.27402
H u m a n T o ta I H G F A s s a y K it . M C 間

INTRO DUCTIO N

Hepatocyte grcwth factor/scatter factor (HG F) 1s a liver regeneration and grcWth
faotorthatWas isolated and purined from the p1asm a offu1m m anthepatitis Patients.
ln additicn blood and tissue concentraticns being assessed during -iver mJUM
Increases ln ooncentration in body fluids have been repcned in other types of
disease besides liver disease (e,g等 inflam m ato" diseases, necp-astio diseases,
and fibrosis) HG F is secreted as an inactive sm gle chain pro fcrm and itexens its
physiciogi第lactivity afterProcessm g by HG F activatcr(HG FA),Coagu[ation factor
V I1a,etc,,and改〕nversion to activated HGF,a hete｢cdim er,
This productis a kitthatm easures hum an HG F bythe W H0 standard,

Code No. Nam e Volum e
2740乍 Hum an Activated HG F Assay Kit-M CM 96臥′e=
27402 Hum an TotaIHG F Assay Kit-M C M 96い′ell
27403 Hum an Activated H G FA Assay Kit-M CM 96い/ell
27404 Hum an TotaIHG FA Assay Kit-M CM 96い′e=
27405 Hum an HA--乍Assav Kit-M C M 96い′e=
27406 Hum an HAl-2 A ssay Kit-M C M 96い′e=
27407 Hum an c-M etA ssay Kit-M CM 96い′ell27407 Hum an c-M etA ssa Kit 96い′ell

PRINCIPLE

This kitis a solid phase sandwich ELISA using 2 kindsofhigh specific antibodies.
Tetra M ethyI Benzidine (TM B) is used as coloring agent (Chrcm ogen), The
strength ofcolcring is in p｢opo代icn to the quantities cfhum an totalHG F.

M EASUREM ENT RA NG E
781 3 ~ 5,0oo pg′m L

INTENDED USE
■ The Hum an Tota-HG F Assay Kitis a ccm plete kitfor the quantitative

determ inaticn of hum an tctaI HGF in serum , EDTA‐plasm a or cellculture
m edia,

■ Determ inaticn cf hum an totaIHG F is affected by the presence of heparin in
sam p1es, so p1ease use EDTA-p!asm a as a sam ple instead cf heparin
plasm a.

KIT CO M PO NENT

◆ Precoated plate :An6‐HumanTotaIHGFMOUSelgG MOAbA箱mけ刊雨 96VVe=X 1
2 Labeled antibody Ccnc.

:(30X)HRP conjugatedAnti‐Hum anHGFGoatlgG情けAf行ni等Pm m′ ○･4m L×1
3 Standard :Hum an TctaIHG F Q 5m L x 2
4 日A buffer “% BSA ,0.05% TW een 20 in PBS 30m L X乍
5 Solution fcrLabeled antibody増% BSA,Q 05% TWeen 20 in pBS 年2m L X 1
6 Chrom en ;TM B Sc1ution 15m L x↑6 Ch｢om筑3en
7 Stop solution
8 い/ash bufferC cnc,

O PERATIO N M AN UAL

↑.M aterials needed butnotsupplied
･Plate reader(450nm )
･G raduated cylinderand beaker
･lncubator(3湾C土中C)
･Papertcw el
･VVashing bcttie forprecoated plate
･Disposable testtube fcr□2,Labeied antibcdy Ccnc.Pand a6,Chrom ogen

D

2.Preparation
l) Preparaticn ofW ash bu作er

“8,W ash bu作erConcP is aのncentrated (40X)b蝸er,The tem perature of轌8,
W ash b禮erConc,刻sha= be adjusted tc rcom tem perature and then,m ix it
gently and ccm Pletely before use. Dilute 50m L cfo8,い/ash buffer Ccnc."
W ith協950m L cfdeicnized W aterand m i×it. This is the Wash bufferfcruse.
This prepared W ash buffershalibe stored in refrige｢atorand used W ithin 2
Weeks afterdilution.

2) Preparaticn ofLabeied antibody
? , LabeIed antibody Conc,野 is a concentrated (30X)‘Dilute u2, LabeIed
antibody Ccnc.DW ith□5,Sclution forLabeled antibcdゾ in 30 tim es according
to required quanti等intc a disposable testtube.Use this resulting soiution as
Labeled antibody,
Exam pie)
ln case you use one slit(8 Well),the required quantity ofLabeled antibody is
800仏L,(Dilute 30度L cf“2, Labeled antibcdy Conc,g W ith 870仏L of o5,
Soluticn for Labeled antibcdゾ and m ix it.And use the resulting sclution by
牟00“L in each weli‐)
This cperaticn shculd be done iust befcre the application cf Labeled
antibody.
The rem aining O2,Labeled antibody Concp should be stcred at4oc in行rm ly
sealed vial.

3) Prepa｢aticn ofStandard
PutjustQ 5 m L ofdeioniZed W aterinto the Yialof" ,Standard

oand m ix it
gent1y and ccm p【etely, This solution is 1OP oo pg′m L Hum an TctalHG F
standard.

4) Dilution cfStandard
Prepare 8 tubes for diiuticn of“3-Standard'. Put230仏L each cf□4,EiA
buffer into the tube,
Specify the fc=cw ingα)ncentration ofeach tube.

:1N H2S04
;(40X)○.05% TW een20 in phosphate bu作er

･M icropipette and tip
･Deionizedw ater
･G raph paper(1og/1cg)
･Tube fcrdiluticn ofStandard

o.4m L x 1
0 5m L x 2
30m L x t
乍2m L x 1
15m L x↑
12m Lx 1
50m L x t

Tube-乍
Tube-2
Tube-3
Tube-4
Tube-5
Tube6
Tube-7
Tube-8

5,0(刃 pg′m L
2,5(め pg′m L
乍,250 pg′m L

625 pg′m L
3乍2.5 pg′m L

乍56 25 pg′m L
78.乍3 pg′m L

o pg/m L (Testsam pie Blank)

Put230仏L ofStandard soIuticn into tubeー乍and m ix itgently.Then,put230仏L
oftube-乍m ixture into tube-2,D ilute酬′o tim es standard soluticn in series to set
up 7 points cfdiluted standard betw een 5.OOo pgym L and 78‐僑 pg′m L‐Tube‐8
is the testsam pie biank as o pg/m L,

See fci【cWing picture,

5)Diluticn oftestsam ple
Testsam p'e m ay be diiuted W ith鬘4,EIA buffer ifthe need arises.
lfthe con僕;ntraticn of Hum an TctaIHG F in sam pies m ay notbe estim ated in
advance,the pre‐assay W ith severaidi行erentdiluticns W iilbe recom m ended to
determ ine the properdiluticn ofsam ples.

3.M easurem entprocedure
A i1reagents shallbe brcughtto room tem perature approxim ately 30 m inutes
before use. Then m ix itgently and ccm pletely befcre use.Ccnfirm no change
in quaiity cf the reagents. Standard curve sha1ibe prepared sim uitaneousIy
w ith the m easurem entoftestsam ples,

Reagents

TestSam ple Standard TestSam ple
Blank

Reagent
Blank

Testsam pIe
-00仏L

Diluted
standard
(Tube 1~7)
100“L

EIA buffer
(Tube-8)
100“L

EIA buffer
乍00仏L

lncubation for60 m inutesat37℃ With plate lid

い′ashing 7 tim es

Labeled ↑oo彩L 1oo仏L 100仏L
Antibody

lncubation for30 m inutes at37℃ w ith plate lid

い′ashing 9 tim es

Chrom ogen 100度L 100弱L 100仏L 100“L

lncubationfo｢30 m inutes atroom tem perature (shie1ded)

Stop solution 100仏L 100影L I 100仏L 乍00“L

Read the p-ate at450nm W ithin 30 m inutesafterappIiGation ofstop solution,

1) Dete m ine we=S forreagentblank.Put100仏L each of協 EIA bu作efn into the
W ells,

2) Determ ine w e=s fortestsam p1e blank,testsam p1e and diluted standard.
Then, Put TOO仏L eaoh of test sam Ple b1ank (tube-8), test sam Ple and
dilutionsofstandard (tube‐↑~7)into the approP｢iate w ens.

3) lnoubate the Precoated Plate for 60 m inutes at37℃ after covering itwith
p1ate 1id,

4) W ash each w ellof the Preooated P1ate Vigorously W ith W ash bu行er using
washing bottle. Then,臼=eaoh w ellw ith w ash bufferand -eaVe the precoated
Plate for15~30 seoonds,Rem ove Wash bu作eroom Pletely from the Preは〕ated
Plate by snaPPing, This Proo霧dure m ust be repeated m ore than 7 tim es,
Then,rem ove the rem aining Iiquid from a= We=s oom P1etely by snaPPing the
Preooated P1ate onto PaPertoW e1.
′" Case o′“Sm g p/are Was力eん a往er 4 "栩es was用“g W-f" pねre Was力eう
Was期月9 Wゾ物above Was"/“g borr/e m“srbe fePeared 3 "崩es.

5) PiPette 100仏L of labeled antibody solution into the w e=s of test sam P-es,
diluted standard and testsam Ple blank,

6) lnoubate the Preooated P1ate for 30 m inutes at 37℃ after oovering itwith
Plate lid.

7) W ash the Preooated P1ate 9 tim es in the sam e m annerabove 4),
8)口6,Chrom ogengshouId be taken the required quantity into a disposabIe test

tube,Then,PiPette TOO“L from the testtube into the w e=s.Please avoid to
retum the rest。ftesttube into□6-Chrom ogen勢bottle due to avoid to Cause of
Contan1ination.

9) lncubate the Preooated Plate for30 m inutes atroom tem Parature in the dark.
The Iiquid wm turn blue by the addition ofu6,C hrom ogeng.

↑0) PiPette loo影L ofQ7,Stop so1utiono into the w e1ls.M ix the liquid by taPPing
the side ofPreooated Plate,The liquid W illturn ye=ow by the addition of口7,
Stop solutionD.

= ) Rem ove any di代ordroP ofwateron the bottom ofthe Preのated Plate and
oonfirm there is no bubble on the surfaoe ofthe -iquid.Then,run the plate
readerandは)nduotm easurem entat450nm .
The m easurem ent sha1lbe done within 30m inutes after the addition of 17,
Stop solutionD,

230“L sra〃da者d so/ur′○“

~ハハハハハハ
　　　　　　　　　　　　

230仏L

Co"c.のg力mり

日日口日日日日日
① ② ③ ④ ⑤ ⑥ ⑦ ⑧
5-000 2-500 --250 625 3"2.5 f56.2578.l3 0
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SPECIA L ATTENTIO N

1) Testsam P1es should be m easured soon afterthe oo=eotion,ln Case ofthe
storage oftestsam PIes,they should be stored underfrozenは)nditions and
do notrepeatfreeze/thaw cyoles,Thaw the testsam ples atlow tem perature
and m ix them oom pletely before m easurem ent,

2) Testsam ples should be diluted with“4,EIA bu作e片 ifthe need arises.
3) The m easurem ent of test sam ples and standard in duplicate is

reCom m ended.
4) Use testsam p!es in neutralpH range,The contam inations oforganio solvent

m ay affeotthe m easurem ent.
5) Use onlywash bu粁ercontained in this kitforwashing the precoated plate,

lnsu作ioientw ashing m ay lead to the failure in m easurem ent,
6) Rem ove the w ash bu"eroom pletely by tapping the preCoated plate on paper

towel,
Do notw ipe w e=sw ith papertowel.

7) 協 Ch｢om ogenDshou1d be stored in the dark due to its sensitivity againstlight,“6,Chrom ogen
Dshou1d be avoided oontaotw ith m etals.

8) M easurem ent should be done w ithin 30 m inutes after addition of R7, Stop
solutionD.

3,lntra -A ssay

M easurem ent
Value (pg′m L)

SD value
CV value

(% ) n

1-6257 3 111 74 6.9 24

8432 7 58.0乍 6.9 24

2266 4 19,87 8.8 24

4 1nter-A ssay

M easUrem ent
Value (pq′m L)

SD value
CV value

(% ) n

↑,570.10 乍57.44 ↑0･0 32

83169 60.44 7.3 32

221 74 20.44 92 32
CA LC ULATIO N O F TEST R ESULT

Subtractthe absorbance oftestsam ple bIank from a=data,inc1uding standardsand
unknow n sam p1es before PI0tting. Plotthe subtracted absorbance ofthe standards
againstthe standardα〕ncentration on lcg-1og graph paper. Draw the bestsm ooth
curve through these points to oonstruct the standard cu~ e, Read the
concentration forunknow n sam ples from the standard ou~ e.

100 1･000

HumanTo団HGF {門衛L}

Exam P′e o′sra"da灯Cu~ e

Conc,
(pg′m L)

Absorbance
(450n m

5-000 2.370

2,500 1 216

1 250 0.6↑O

625 0.323

3↑25 0.↑78

↑56 25 0l↑5

78.乍3 0.08↑
o n estsample

Blank)
0.045

* The typiGalStandard Cu~ e is Show n ab。Ye･This Cu~ eαヨn n。tbe used t。
derive testresults,P1ease ｢un a Standard cu~ e foreach assay.

PER FO RM A NC E C HA RACTERISTICS

!0･000

5.Specificity

Com pound Cross ReactM ty
H um an TotaIHG F 乍00･0%

Hum an HAト乍 ≦ol %

Hum an HA I-2 ≦01 %

Hum an c‐M et ≦01 %

Hum an HG FA ≦01 %

6,Sensmvity

=‐○o p“m L
The sensitM ty forthis kitW as determ ined using the guidelines Underthe
NationaICom m ittee fo｢C lini第ILaboratory Standards (N CCLS)Evaluation
Protoのls,(NationalCom m ittee forC-ini第ILaboratoIy Standards Eva1uation
Protoのls,SC↑,(1989)V illanova,PA:NCC LS.)

PRECA UTIO N FO R INTENDED USE AN D′O R HA NDLING
年‐ AI1reagents should be stored at2~8℃‐A= reagents shallbe broughtto room

tem perature approxim ately 30 m inutes before use,
2.“3,Standard

Pis lyophilized products.Beα白refulto open this vial.
3. R7- Stop solutionD is a strong aoid substance, Therefore, be qヨrefulnot to

改)ntactyourskin and olothes w ith“7,Stop solution日and Pay attention to the
disposaIof“7,Stop solution既

4, ｢ , Preくめated PlateD and□3, Standardb oontain sodium azide, Therefore,
disPose these m aterials afterdiluting them with large quantity ofW aterto avoid
the Production ofexP1os1ve m eta=ic azide.

5, The PreciPitation m ay g｢ow in H2,Labeled antibody Cono.“,how ever,there isno
Problem in the Perfom｢anCe.

6. い/ash hands afterhandling reagents,
7. Do notm ix the reagentsW ith the reagents from di“erentlotordi什erentkit,
8, Do notuse the reagents expired.
9. This kitisforresearch purPose only.Do notuse forc1inica1diagnosis,

STO RA G E A ND THE TERM O F VA u D-TY
Storage Condition "2 ~ 8℃
The term ofvalidity :12 m onths

(The exPi影date isspeoified in outerbox)

R EFERENC E

L TiterA Ssay

Specim en
Titer
(X)

M easurem ent
Value (pg′m L)

Theoreti第l
Value (P朝m L)

%

↑0% FCS
added

RPM I4 640

4 2,554.56 2-533.85 100 8

8 ↑逍98.83 倖,254.44 956

う6 582.44 64乱38 908

Hum an
Serum

2 2,203.乍2 2668.44 82.6

4 仲,238‐30 ↑-332.8↑ 92.9

8 690.08 671 90 102.7

Hum an
P1asm a
(EDTA)

2 2,567.82 2-572.87 99,8

4 -,215.87 1-287.0↑ 945

8 挟303 0 649.81 862
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2,Added Reα)very Assay

Specim en
Theoretical

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

%

惟0% FCS added
RPM I-乍640 (x4)

2-500.00 2,441 02 97.6

↑-250.00 1譫8196 94.6

･ 625.00 595.66 95.3

Hum an
Serum
(x2)

449.36 404 08 89.9

293.竹 257.43 87.8

214.99 20T.51 93.7

Hum an
Plasm a (EDTA)

(x2)

2-557.20 2,461 04 962

1 307.20 ↑,229.84 94‐乍

682.20 髭34.38 827
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