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Code No.2740l
H u m a n A c tiv a te d H G F A s s a y K it - M C M

INTRO DUCTIO N

Hepatocyte growth factor/scatter factor (HG F) is a 1iver regeneration and growth
factorthatWas isolated and purified from the plasm a offulm inanthepatitis patients.
In addition blood and tissue のncentrations being assessed during liver iniuツ,
Increases In concentration in body fiuids have been reponed in other types of
disease besides liver disease (e.g.J nf1am m atow diseases, neop1astic diseases,
and fibrosis),HG F is secreted as an inactive single chain pro form ,and itexens its
physiologicaiactivity afterprocessing by HG F activator(HG FA),Coaguiation factor
V Ila,etc.,and conversion to activated HG F,a heterodim er,
This productisa kitthatm easures hum an HG F by the VVIH0 standard.

HG F ProductLines:
Code No. Nam e Volum e
2740↑ Hum an Activated HG F A ssay Kit.M CM 96臥′ell
27402 Hum an TotalHG F Assay Kit-M C M 96 VVell
27403 Hum an ACtivated HG FA Assay Kit-M CM 96い/e=
27404 Hum an TotaIHG FA A ssay Kit-M CM 96い/ell
27405 Hum an HA l-↑Assay KiしM CM 96い′el-
27406 H um an HA I-2 A ssay K=-M CM 96い/ell
27407 H um an c‐M etAssay Kit-M CM 96いノe=

PRINCIPLE

This kitis a solid phase sancトWich ELISA using 2 kindsofm gh specific antibodies,
Tetra M ethy- Benzidine (TM B) is used as Coloring agent (Ch｢om ogen), The
strength ofooloring is in Propo忙ion to the quantities ofhum an actiVated HG F.

M EASUR EM ENT RA NG E
78‐唯3 ~ 5,0oo pg′m L

INTENDED USE
■ The Hum an Activated HG F A ssay Kitis a com plete kitforthe quantitative

determ ination ofhum an activated HG F in serum ,EDTA‐plasm a orce= cultu｢e
m edia,

. Determ ination ofhum an activated HG F is effected by the Presen(ゆ ofheparin
ln sam p1es, so please use EDTA-p1asm a as a sam ple instead of hepa｢in
p-asm a.

KlT C O M PO NENT

T Precoated plate :知6‐HumanAcm atedHGFMouselgG MOAbA伍ni等Pun~
2 Labeled antib(Xjy Conc.

:(30X)HRp conjugatedAnti‐Hum anHGFGoatlgG Fab-A笛niy Pm的
3 Standard :Hum an Act1vated HG F
4 EIA buffer :4% BSA O.05% Tw een 2○in PBS
5 Solution forLabeled antibody:↑% BSA ,0.05% Tw een 20 in pBS
6 Chrom ogen :TM B solution
7 Stop solution :1N H2S04
8 W ash bu仔erConc, :(40X)0.05% Tw een20 in phosphate bu作er

O PERATIO N M AN UA L

1.M ateria's needed butnotsupplied
･Plate reader(450nm )
･Graduated cylinderand beaker
･lncubator(37q℃±孚C)
･Papertow el
･VVashing bottle forprecoated plate
･Disposable testtube ford2,Labeled antibody Conc.

"and□6,Chrom ogen
0

2,Preparation
↑) Preparation ofwash bu什er

口8,W ash bu竹erConc.“is a concentrated (40X)bu行er,The tem perature ofは8,
W ash b哨erConc," sha= be adjusted to room tem perature and then,m iX it
gently and com pletely before use. Dilute 50m L ofは8,い/ash bL祠erConc."
W ith倦,950m L ofdeioniZed waterand m i×は This is the wash bufferforuse,
This prepared w ash bu作ersha= be stored in refrigeratorand Used w ithin 2
W eeks afterdiluticn.

2) Preparation ofLabeled antibody
P2, Labeled antibody Conc.“ is a concentrated (30X). Dilute 02, Labeled
antibody Conc,“With R5,Solution forLabeled antibodゾin 30 tim es aCCording
to required quant的 into a disposable testtube‐Use this resulting solution as
Labeled antibody.
Exam ple)
ln第se you use one slit(8 well),the required quantity ofLabe'ed entibody is
800“L. (DiIute 30仏L of dz Labeled antibody Conc,盪w ith 870仏L of“5,
Solution for Labeled antibodゾ and m ix it.And use the resulting solution by
↑00度L in each we=)
This operation should be done iust before the app1ication of Labeled
antibody.
The rem aining“2,Labeled antib叙]y Conc."should be stored at4℃ in firm 1y
sealed viaL

3) Preparaticn ofStandard
Putjusto,5 m L ofdeionized w ater into the via1ofd3,Standard

band m ix it
gently and のm p【etely, This solution is 1OP oo pg/m L Hum an Activated
HG F standard,

4) Dilution ofStandard
Prepare 8 tubes for dilution of“3,Standardb,Put230影L eaCh of“4,ElA
buffer into the tube,
Specify the fo=ow ing concentration ofeach tube,

･M icropipette and tip
･DeicnizedW ater
･G raph paper(log/log)
･Tube fordilution ofStandard

96い!ellx 1

0 4m L x 1
05 m L x 2
30m L x牟
12m L X惟
,5m L x乍
す2m L x乍
50m L x 1

Tube-1
Tube-2
Tube-3
Tube-4
Tube-5
Tube6
Tube-7
Tube‐8

5-000
2-500
↑,250

625
312.5

乍562 5
78,↑3

(TestSam ple B1ank)

Put230“L ofStandard solution into tube一1 and m iX itgently,Then,put230仏L
oftube-1 m ixture into tube-2,Dilute two tim es standard soIuticn in series to set
up 7 points ofdiluted standard betw een 5,0oo pgym L and 781 3 pg′m L,Tube‐8
isthe testsam p1e blank as o pg′m L.

See fo=ow ing picture.

5)Dilution oftestsam ple
Testsam ple m ay be diluted w ith“4,EIA bufrer ifthe need arises.
lfthe欽)ncentraticn ofHum an Activated HG F in sam pies m ay notbe estim ated
in advance,the pre-assay w ith severaldi作erentdilutionS w illbe reくめm m ended
to determ ine the properdiiution ofsam ples,

3,M easurem entprocedure
AIIreagents sha= be brought to rocm tem perature approxim ately 30 m inutes
before use, Then m ix itgently and com pleteIy before use,Ccnfirm no change
in quali等 ofthe reagents. Standard cuIVe shallbe prepared sim uitanecusly
with the m easurem entoftestsam ples.

Reagents

Testsam pte Standard
TestSam ple

B1ank
Reagent
Blank

Testsam ple
-00“L

Diluted
standard
(Tube字7)
100“L

E-A buffer
(Tube-8)
倦00“L

EIA bu作er
100“L

Incubation for60 m inutes at37℃ With plate lid

い′ashing 7 tim es

Labeled -oo仏L loo“L TOO仏L
Antibody

lncubation fo｢30 m inutes at37℃ with p1ate lid

いゾashing 9 tim es

Chrom ogen 100仏L 100影L loo仏L 100“L

lncubation fo｢30 m inutes atroom tem perature (shielded)

Stop solution 100度L 乍00躬L loo仏L 100仏L

Read the plate at450nm w ithin 30 m inutes afterapplication ofStop solution.

乍) Dete m m e we【lsforreagentblanK Pu=○○仏L each of“4,EIA bu什er into the
Wells.

2) Determ ine W e=sfortestsam p-e b-ank testsam ple and di1uted standard
Then, put倦oo仏L each of test sam P-e blank (tube 8), test sam Ple and
dilutionsofstandard (tube 1~7)into the appropriate w e=s,

3) lncubate the precoated plate fcr 60 m inutes at3アC after covering itwith
plate lid,

4) W ash each w ellcf the precoated plate vigorously W ith W ash bu作er using
w ashing bcttle. Then,filleaoh we=with W ash bufferand leave the Preは)ated
plate for15~30 seconds,Rem ove Wash bufferccm pletely frcm the Pred)ated
plate by snapping. This procedure m ust be repeated m ore than 7 tim es.
Then,rem cve the rem aining liquid from a= welisのm pletely by snapPing the
preooated plate onto papertow e1.
′" oase o′“S′"g p′are Washeち a“er 4 "崩es was朗〃g Wゾ物 p′are Was力eる
Wash/“9 M栃above Was力効g boft/e m“sfbe rePea‘ed 3“崩es.

5) Pipette ,00仏L of labeled antibcdy solution into the W elis of test sam ples,
diluted standard and testsam p1e blank.

6) lncubate the prem ated plate fcr 30 m inutes at37℃ after ccvering itwith
plate lid,

7) W ash the precoated plate 9 tim es in the sam e m annerabove 4).
8)□6,Chrom ogenb shculd be taken the required quantity into a disposab1e test

tube.Then,pipette 100躬L from the testtube into the W ells.Please avoid to
return the restoftesttube intc□6,Chrom oge付bottle due to avoid toαause cf
α〕ntam ination,

9) lnoubate the preCoated plate fcr30 m inutes atrcom tem perature m the dark,
The -iquid wi=turn blue by the additicn cf鼈6,C hrom ogenn,

10) Pipette 100“L ofり,StoP solution■intc the welis,M i×the liquid by tapping
the side ofprecoated plate.The 1iquid W ilIturn yel1ow by the addition of□7,
Stop solution日･

= ) Rem ove any d靴ordrop ofwateron the bottcm ofthe preのated plate and
のnnrm there is no bubble on the surface ofthe liquid.Then,run the plate
readerand conductm easurem entat450nm .
The m easurem ent sha= be dcne W ithin 30m inutes after the addition ofd7,
Stop sclutiono.

230仏L srandahd so′“rゾ○〃

~ハハハハハハ
　　　　　　　　　　

230“L 日日□日日日日日
① ② ③ ④ ③ ⑥ ⑦ ⑧
5,000 2,5閲 --250 625 3↑2.5 l臨2578,↑3 0
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3.lntra -A ssay

M easurem ent
Value (pg/m L)

SD value CV value
(% ) n

T-399,01 85.9↑ 6.1 20

782 09 48.88 6.2 20

2401 7 16.34 6.8 20

4,lnter-Assay

M easurem ent
Value (pg/m L)

SD value
CV value

(% ) n

↑-363,05 竹3.99 8.4 32

7536 7 67.98 9.O 32

224 25 29.81 乍3.3 32

5.Specincity

Com pound Cross Reactivity
Hum an Activated H G F 100･0%

Hum an日A M ≦01 %

Hum an HA I-2 ≦01 %

Hum an c‐M et ≦○‐↑%

Hum an HG FA ≦oi %

SPEC IA L ATTENTIO N

1) Testsam ples should be m easured soon afterthe の=ed ion,ln case ofthe
storage oftestsam ples,they should be stored underfrozen conditions and
do notrepeatfreeze/thaw cyc-es,Thaw the testsam ples atlow tem perature
and m ix them com p1ete【y before m easurem ent.

2) Testsam ples shou!d be diluted w ith d4 E IA bu杆eれ ifthe need arises.
3) The m easurem ent of test sam ples and standard in duplicate is

reのm m ended.
4) Use testsam ples in neutralpH range,Theのntam inations oforganio solvent

m ay affeotthe m easurem ent,
6) Use onIyw ash bu官erのntained in this kitforwashing the preのated plate.

Insu作ioientw ashing m ay lead to the failure in m easurem ent.
6) Rem ove the w ash bu行ercom pleteIy by tapping the precoated plate on paper

tow el,
Do notw ipe w ells with papertow eI,

7)目6,Ch｢om ogen勢shou-d be stored in the darkdue to its sensitivity againstlight.06,Chrom ogen
"should be avoided contactw ith m etals.

8) M easurem entshould be done w ithin 30 m inutes after addition of R7,Stop
solution1.

CALC ULATIO N O F TEST RESULT

Subtractthe absorbance oftestsam ple b1ank from alldata,inoluding standards and
unknown sam p1es before plotting. Piotthe subtracted absorbance ofthe standards
againstthe standardは)ncentration on logJog graph paper. Draw the bestsm ooth
curve through these points to ぱ〕nstruct the standard curve, Read the
α]ncentration forunknown sam piesfrom the standard cu~ e.

HumanAct帷舵dHGF【約揃L)

Exam p′e o′s!a“dand cリルe

Conc.
(pg′m L)

Absorban第
(450n m

5-000 2 263

2-500 1 082

↑,250 0.561

625 0.3乍2

3↑2.5 01 90

1562 5 0.乍30

78.13 0･l07
o n estsample

B1ank)
0.072

* The typiGalStandard CuN e is Show n ab。Ye.This Cu~ e qヨn n。tbe used t。
derive testresults,P1ease run a Standard cu~ e foreach asSay.

PER FO RM A NC E C HA RACTERISTICS

6.Sensitivity

255 6 pg′m L
The senSitivity forthis kitw as determ ined using the guidelinesunderthe
NationalCom m ittee forC linicaILaboratory Standards(N CCLS)Evaluation
Protocols,(NationaiCom m ittee forC-inica1Laboratory Standards Evaluation
Protocols,SC↑,(乍989)V illanova,PA :NCC LS,)

PRECA UTIO N FO R INTENDED USE A ND/O R HANDu NG
乍‐ A= reagents Should be Stored at2~8℃.A= reagents Sha= be broughtto room

tem perature approxim ately30 m inutes before use,
2. d3,Standardois lyoPhilized products.Be oarefu-to open this vial,
3･ほ7, Stcp Solutionb is a Strong aoid Substanoe. Therefore, be αヨreful n。t to

contactyourskin and olothes w ith“7,Stop Solutionb and pay attention to the
disposalofu7,Stop sorutionb.

4 0す, Preは)ated plateb and□3, Standardbは)ntain Sodium azide. Therefore
dispose these m aterials afterdi-uting them w ith large quantity ofw aterto avoid
the produotion ofexplosive m eta=io azide.

5. The preoipitation m ay groW in E2,Labe1ed antibody C。no.b,however,there is no
problem in the perform ande.

6, い/ash hands afterhandling reagents,
7. Do n。tm i×the reagentsw ith the reagents from di作erent【ot。rd鮒erentkit.
8. D。notuse the reagentsexpired.
9, This kitisforresearch purpose on-y.Do n。tuse f。ro1inioaldiagnosis.

1,TiterA ssay

Specim en
Tite｢
(X)

M easurem ent
Value (pg/m L)

Theoretical
Value (pg/m L)

%

10% FCS
added

RPM I--640

4 2,295.36 2,5↑5.71 912

8 篤127.82 1,283.41 87.9

省6 663.74 649.87 ↑02 1

Hum an
Serum

4 2,6867 0 2,583.92 ↑04 0

8 -180,第 乍,29l.96 91 3

16 576 29 645.98 89,2

Hum an
Plasm a
(EDTA)

4 2,1291 5 2,555.69 83,3

8 ↑話567 5 l,289.25 897

16 578.26 692.57 83.5

STO RAG E A N D THE TERM O F VA u DITY
Storage Condition :2 ~ 8℃
The term ofvalidity :12 m onths

(The e×Pi影date is sPeC前ed m outerbo×.)
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2,Added Re(x)very Assay

Specim en
Theoreti第【

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

%

10% FCS added
R PM I--640 (x2)

25年6‐42 2-596.66 1032

仲,266‐42 ↑詢20.39 88,5

641 42 5↑6.07 80.5

Hum an
Serum
(x4)

2-567.45 31 12.48 121 2

13乍7‐45 ↑-341.74 101.8

692,45 664.82 96.O

Hum an
P1asm a (EDTA)

(x2)

437.41 477.99 109.3

28↑｣ 6 267.55 95.2

203,04 20-.28 99.1

,.
図
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