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Code No.27403
H u m a n A c tiv a te d H G F A A s s a y K it . M C M

INTRO DUCT[O N

Hepatocyte growth factoractivator(HG FA) is a serlne protease thatconvens HG F
to its active form .ltis prcduced m ain1y from the 1iveras a proform and becom es
activated HG FA by the action ofthrom bin and coagu1ation factorXa.Tw o types of
Proteins,HA--t and HA 1-2,W hioh are Kunitz-tyPe serlne Protease inhibitors,have
been ident前ed as inhibitors ofthe phySiologioalactions ofHG FA
This product『sa kitthatm easures hum an activated HG FA

Code No. Nam e VoIum e
27401 Hum anActivated HG F Assav Kit-M CM 96い′ell
27402 Hum anTotaIHG F Assay Kit-M CM 96い′ell
27403 Hum an A ctivated HG FA Assay Kit-M C M 96い′e=
27404 Hum anTotaIHG FA Assay Kit-M CM 96い′ell
27405 Hum an HAI-TA ssav Kit-M CM 96い把1l
27406 Hum an HAI‐2 Assay Kit-M C M 96い/ell
27407 Hum an c-M etA ssay Kit-M C M 96い′ellc-M etA ssa Kit-M C M 96い′ell

PRINC IPLE

Tm s kitis a solid phase sandw ich ELISA using 2 kinds ofhigh specific antibodies.
Tetra M ethyI Benzidine (TM B) is used as のloring agent (Ch｢om ogen). The
Strength cfdolo｢ing is in p｢oponion to the quantities cfhum an actiVated HG FA.

M EASUR EM ENT RA NG E
O.23 ~ ↑5 ng′m L

INTEN DED USE
. The Hum an Activated HG FA Assay Kit is a Com plete kit fcr the

quantitative determ ination of hum an activated HG FA in Serum ,EDTA-piasm a
orce=culture m edia.

. Determ inaticn cfhum an activated HG FA is affected by the Presence cfheparin
In sam ples, so please use EDTA‐p1asm a as a sam ple instead cf heparin
p1asm a.

KIT C O M PO NENT

1 Precoated Plate :内nb‐HumanAc帆atedHGFA MOUSel9G MO鳩A師niy PQ的 96W e=×↑
2 Labeled antib(X"y Conc,

:(30幻HRPcon和gated術中‐HumanAc羸atedHGFA RabbitlgG FaけA折niy Pu両y o.4m L×1
3 Standard :Hum an Activated HG FA O.5m Lx 2
4 日A b話fer :↑% BSA.○‐05% TW een 20 in PBS 30m LX T
5 Scluticn forLabeled antibcdy:T% BSA O.05% Tween 2o in pBS 12m Lx 1
6 Chrom ogen :TM B Sclution 15m LX T
7 Stop scIution :1N H2S04 ↑2m Lx 1
8 VVash bu打erCOnc. :(40X)○.05% TW een20 in PhosPhate bu許er 50m LXイ

O PERATIO N M AN UA L

1.M aterials needed butnotsupplied
Plate reader(450nm )
G raduated oylinderand beaker
lncubator(37qC土中C)
Refrigerator(as4oC )
Papertow el

･M icropipetta and tip
･Deionized w ater
･G raph paper(lcg′【og)
･Tube fcrdi1ution cfStandard
･ VVashing bottIe forpreccated plate

Put230仏L ofStandard sc1ution into tube-- and m i×itgentiy‘Then,put230“L
oftube葦 m ixture intc tube-2.Dilute鮒′c tim es standard sclution in series tc set
up 7 points ofdiluted standard beトWeen 15 ng′m L and 02 3 ngym L.Tube‐8 is the
testsam ple blank as o ng′m L,

See fc=cw ing picture.

5)Dilution oftestsam ple
Testsam ple m ay be diluted w ith E4,EIA bu佇er ifthe need arises.
lftheは)ncentraticn cfHum an Activated HG FA in sam ples m ay nctbe estim ated
in advance,the pre-assay w ith severaldi什erentdilutions w illbe recom m ended
to determ ine the properdilution cfSam pleS.

3,M easurem entprocedure
A IIreagents sha1lbe brcught tc rccm tem perature app｢cxim ately 30 m inutes
befcre use. Then m ix itgently and ccm pietely befcre use･Con打rm no ohange
in qua1ity of the reagents. Standard cu~ e sha= be prepared sim u1tanecusly
w ith the m easurem entcftestsam ples,

Reagents

TestSam ple Standard
TestSam ple

Blank
Reagent
Blank

Testsam ple
100仏L

Diluted
standard
(Tube 1~7)
100“L

EIA buffer
(Tube-8)
年00仏L

EIA buffer
100度L

lncubation for60 m inutes at37℃ With plate 1id

い′ashin9 7 tim es

大旨総覊 働躬L - 鱒 拗 o“L
Incubation for30 m inutes at40C with p1ate Iid

い′ashing 9 tim es

Chrom ogen loo躬L 僅00仏L TOO仏L 100仏L

incubation for30 m inutes atroom tem perature (shie'ded)

Stop solution 100躬L ◆00躬L TOO影L 乍00躬L

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

Disposable testtube fo｢02,Labeled antibody Conc二and口6,Chrom ogen
野

2.Preparation
-) PreParation ofw ash bu作er

g ,W ash bu作erC。no.Dis a Conoentrated (40X)bu行er.The tem Pe｢ature ofB8,
W ash b蝸erCono,塑shallbe adjusted to r。om tem perature and then,m ix it
gently and com pietely before use. Dilute 50m L of□8,い!ash buffer Conc."
W ith 1 950m L ofdeionized W aterand m ix it‐ This is the w ash bu“erforuse
This PrePared W ash buffershallbe stored in ｢efrigeratorand used W ithin 2
W eeks afterdi1ution,

2) PreParation ofLabeled antibody
【2, Labeled antibody Conc,P is a ooncentrated (30X), Diiute“2, Labeled
antibody Conop W ith u5,Solution forLabeled antibodynin 30 tim es aoCording
to requi｢ed quanti等into a disposable testtube.Use this resulting solution as
Labeled antibody.
Exam ple)
ln case y。u use。ne slit(8 w ell),the required quantity ofLabeled antibody is
800仏L,(Dilute 30仏L of“2,Labeled antibody Cono.“W ith 870仏L of 6 ,
Solution f。rLabe'ed antibodゾ and m ix it.And use the resuiting solution by
↑00仏L in eaoh W e=.)
This operation shou1d be d。ne iust before the aPp1ioation 。f Labe1ed
antibody,
The rem aining u2,Labeled antibくX]y c。no‐Dshould be stored at4℃ in firm ly
sealed viar.

3) Preparation ofStandard
PutjustQ 5 m L ofdei。nized W aterinto the viai。ft-3,Standard

-'and m ix it
gentIy and のm Plete【y This so-ution is 30 ng′m L Hum an Activated HGFA
standard.

4) Diluti。n ofStanda｢d
PrePare 8 tubes for di1ution of n3,Standard□.Put 230仏L eaoh of‘4-EIA
b岬fer into the tube.
SPeoify the fo=○Wingぽ〕ncentration ofeaoh tube,

Tube-↑
Tube-2

　　　　　　
75 ng/m L

↑) Determ ine W e=s forreagentbIank.Put100躬L eaoh of□4,EIA bu粁erbinto the
Wells.

2) Determ ine W e=s fortestsam Pie biank,testsam Ple and di1uted standard.
Then, Put 100“L eaoh of test sam Ple b1ank (tube-8), test sam P1e and
dilutionsofstandard (tube-1~7)into the approPriate W eils,

3)【noubate the Preooated P-ate f。r 60 m inutes at 370C after covering itw ith
Plate lid.

4) W ash eaoh We= of the Preooated Plate vigorously W ith W ash bu作er usin9
Washing bott-e, Then,filleaoh w e=W ithW ash bu什erand leave the preocated
Plate for乍5~30 seoonds.Rem ove Wash bufferoom P1eteIy from the Preooated
Plate by snaPPing, This prooedure m ust be repeated m ore than 7 tim es.
Then,rem ove the rem aining liquid from a= Wells com Pletely by snaPPing the
preooated P1ate onto paPertowel,
わ case o′“s′"g P′are Washeぢ a“er 4 "m es Wasカ所9 M fh p/are Wasわeん
Was"′“g M rh above Wash′〃g b。“′e m“Srbe搏Peared 3 rゾ仂es.

5) PiPette↑00“L of labeled antibody solution into the W e=s of test sam ples,
diluted standard and testsam P!e b1ank.

6) lnoubate the PreCoated Plate for30 m inutesat4℃ afteroovering itW ith P1ate
lid,

7) W ash the preccated Plate 9 tim es in the sam e m annerabove 4),
8) B6,Chrom ogen

DshouId be taken the required quantity into a disposable test
tube.Then,PiPette↑00“L from the testtube into the W e1ls.P1ease avoid to
return the rest。ftesttube into 16,Chrom cgenbbott1e due to avoid to cause of
c。ntam ination.

9) lnoubate the precoated P1ate for30 m inutes atroom tem Perature in the dark,
The -iquid W i=turn blue by the addition ofd6 Chrom ogen",

10) PiPette↑00仏L ofワ,Stop solutionD int。the wells,M ix the liquid by tapping
the side。fPrecoated Piate.The liquid W i= turn yeiIoW by the addition of□7,
St。P solutionb.

= ) Rem ove any din。rdroP ofW ateron the bottom 。fthe preのated Plate and
α〕nfirm there is no bubble on the surface ofthe liquid.Then,run the P'ate
readerandα)nductm easurem entat450nm ,
The m easurem ent sha= be done W ithin 30m inutes afterthe addition of n7
Stop solutionb.

SPEC IA L ATTENTIO N

↑) Testsam P1es shculd be m easured soon afterthe oolleotion,ln case。fthe
storage oftestsam ples,they shou1d be stored underfrozen conditions and
do n。trepeatfreeze′thaW cyoles,Thaw the testsam pies at1ow tem Perature

Tube-3
Tube-4
Tube-5
Tube-6
Tube-7
Tube‐8

3.75 n鬱m L
乱88 n鬱m L
0.94 n鬱m L
0.47 ng m L
02 3 n鬱m L

o ng′m L (TestSam P1e Blank)

230影乙sra刀da若げSo/霞め"

~ハハハハハハ
　　　　　　　　　　　　

230仏L

CO"c‘〃gれmり

日日□日日日日日
① ② ③ ④ ⑤ ⑥ ⑦ ⑧
f5 7,5 3.75 l,88 0.94 0.47 023 0
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3.lntra -A ssay

M easurem ent
Value (ng′m L)

SD value CV vaIue
(% ) n

6.49 0,36 5.5 24

1 64 0,↑3 7.9 24

0.40 0,02 5.0 24

and m ix them com p1ete1y before m easurem ent,
2) Testsam Ples should be diluted With偽 EIA bu作e【 ifthe need arises.
3) The m easurem ent of test sam ples and standard in duplicate is

reCom m ended.
4) Use testsam ples in neutralpH range,Theのntam inations ofcrganic soIvent

m ay affectthe m easurem ent.
5) Use onlyw ash bu粁eroontained in this kitfcrwashing the precoated plate,

lnsu作icientW ashing m ay lead to the failure in m easurem ent.
6) Rem ove the w ash bu打ercom pletely by tapping the Preccated plate on paper

toWel,
Do notW ipe w e=sW ith papertoWel.

7)は6,Chrcm ogenbshould be stored in the dark due to its sensitM ty againstlight,06,Chrcm ogennshould be avoided contactw ith m etals,
8) M easurem entshculd be done w ithin 30 m inutes after addition of R7, Stcp

soiuticno.

CALC ULATIO N O F TEST RESU LT

Subtractthe absorbance oftestsam ple b1ank from ai1data,including standards and
unknoWn sam ples before piotting, Piotthe subtracted absorbance ofthe standards
againstthe standardは〕ncentration on iog.log graph paper, Draw the bestsm ooth
curve through these points to construct the standard curve. Read the
concentration forunknow n sam p1esfrom the standard cu~ e.

4.lnter-Assay

M easurem ent
VaIue (ng′m L)

SD value CV value
(%う) n

6 53 0.36 5.5 34

1 65 Q M 67 34

0.40 0.02 50 秘

loo

恂manAc6旧ted歌}FA (咀′mL)

Exam P′e o′sfandahd cu~ e

Conc.
(ng′m L)

Absorbance
(450nm

15 2.643

75 1 462

37 5 0,808

1.88 0,445

0.94 Q 255

Q 47 Q 149

02 3 0乍06
o n estsample

Blank) 0.045

* The tyPi第Istandard Cufve is shown above,This Cu~ eα拍 not be used to
derive testresults,Please run a standard curve foreach assay.

5･SpeC雨City

Com pound Cross ReactM ty
Hum anActivated HG FA 100%
Hum an HG F ≦0.↑%

Hum an日A M ≦01 %

Hum an HA I-2 ≦Q乍%

Hum an c‐M et ≦0,乍%

6.Sensitivity

29,7 pg′m L
The sensitM ty forthis kitwas determ ined Using the guidelines underthe
Nationa1Com m ittee forC 1inicaILaborato穹Standards (N CCLS)Evaluation
Protocols,(NationaICom m ittee forC1ini第ILaborato影Standards Evaluation
Protoのls,SC 1 (1989)V illanova P A :NCC LS.)

PRECA UTIO N FO R INTENDED USE A ND/O R HANDL1NG
台‐ AI1reagents should be stored at2~8℃‐A= reagents sha= be broughtto room

tem perature approxim ately 30 m inutes before Use,
2. d3,Standard

nis iyophilized products･BeαヨrefuIto open this vial.
3. d7, Stop solutionb is a strong acid substance. Therefore, be carefu1 not to

。ontactyour skin and c1othes w ith N7,Stop solutionb and pay attention to the
disposa1of“7,Stop solution

o.
4. ｢ , Pre(×〕ated plateb and“3, Standardb欽〕ntain sodium azide. Therefore,

dispose these m aterials afterdiluting them W ith large quantity ofwaterto avoid
the production ofexplosive m eta1lio azide.

5. The precipitation m ay grow in□2,Labeled antibody Cono.b-how ever,there is no
problem in the pefform anoe.

6. い/ash hands afterhandling reagents.
7. Do n。tm ix the reagentsW ith the reagents from di“eren= otordi“erentkit,
8. Do notuse the reagentsexpired.
9. This kitis forresearoh purpose only,Do n。tuse foroliniGaldiagnosis,

STO RA G E A ND TH E TERM O F VA LIDITY
Storage Condition :2 ~ 80C
The term ofvalidity :↑2 m onths

(The expi" date is specified in outerbox.)

PERFO RM A NC E C HA RACTERISTICS

1 TiterA ssay

S麒らcim en
Titer
(X)

M easurem ent
V alue (ng′m L)

Theoreti第l
Value (ng′m L)

%

10% FCS added
RPM I4 640

2 3.76 4 09 9↑.9

4 2.05 2,第 99.5

8 1 02 1.05 97.1

Hum an PIasm a
(EDTA)

8 1 63 2.30 70.9

乍6 0.92 1 20 767

32 0.53 0.65 81 5

Hum an Serum

8 2.17 2.89 75‐僅

↑6 1.29 1,61 801

32 0･77 0.92 837

2,Added Reは)Very Assay

Spedm en
Theoreti第l

Value (ng′m L)
M easurem ent
Value (ng/m L)

%

↑0% FCS added
RPM I‐1640 (x2)

41 5 4 20 l01 2

2 28 2.38 104.4

1 34 142 ◆06.O

Hum an
PIasm a (EDTA)

(x16)

2 03 1 67 823

1 09 0 93 853

06 2 Q 54 871

Hum an Serum
(x↑6)

1 23 1↑0 89 4

07 6 06 5 85,5

0.52 0,52 100･0
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