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INTRO DUCTIO N

HePatocyte growth factoractivator(HG FA)is a serーne protease thatconve代s HG F
to its active form ,lu s produ僕らd m ainly from the liveras a proform and beのm es
activated HG FA by the action ofthrom bin and ooagulation faoto｢Xa,Tw o types of
Proteins,HA--↑and HAI-2,which a｢e Kunitz-tyPe serlne Protease inhibitors,have
been identified as inhibitors ofthe physiologidalactions ofHG FA
This productis a kitthatm easures hum an totaIH G FA

HG F ProductLines:
Code No. Nam e Volum e
2740↑ Hum an Activated HG F Assay Kit-M CM 96臥′ell
27402 Hum an TotalHG F Assay Kit-M CM 96い′ell
27403 Hum an Activated HG FA Assay Kit-M CM 96い′ell
27404 Hum an TotaIHG FA Assay K it-M C M 96臥′ell
27405 Hum an HA H Assay Kit-M CM 96い′e=
27406 Hum an HA I‐2 Assay Kit-M CM 96い′ell
27407 Hum an c‐M etA ssav Kit-M CM 96い′ellKit-M CM 96い′ell

PRINC IPLE

This kitis a solid phase sandw ich ELISA using 2 kinds orhigh specific antibodies.
Tetra M ethyI Benzidine (TM B) is used as co'cring agent (Chrom cgen). The
strength ofdolo｢ing is in prcpo柚cn to the quantitiesofhum an tctalHGFA

M EASUREM ENT RA NG E

0,47 ~ 30 ng′m L

INTENDED USE

II The Hum an TotaIHG FA A ssay Kitis a com plete kitforthe quantitative
determ ination cf hum an totaI HG FA in serum , EDTA-p1asm a c｢ ce= culture
m edia,
. Determ ination cfhum an activated HG FA is affected by the Presence ofheParin
ln sam ples-so p【ease use EDTA‐plasm a as a sam pIe instead of heparin
plasm a.

K-T CO M PO NENT

↑ Precoated plate :Am i‐HumanTctaIHGFA Rabbitl9G A侑m好Pudfy
2 Labeled antib〔X]y Conc.
;(30刈HRPcon凹a国内面‐HumanTota1HGFA Rabb-tl9G FaけA愉中内ri耐
3 Standard "Hum an Activated HG FA
4 EiA bu作er :1% BSA"○.○5% Tw een 20 in PBS
5 SolutionfcrLabeled antibcdy:1% BSA 0,05% TWeen 20 in PBS
6 Ch｢om舛3en :TM B solution
7 Stop soIution :↑N H2S04
8 W ash bu作erConc. :(40X )0.05% Tw een20 in phcsphate buffer

O PERATIO N M A N UA L

↑.M aterials needed butnotsupplied
･Plate reader(450nm )
･G raduated cylinderand beaker
･lncubatc｢(370℃±↑℃)
･Refrigerator(as4℃)
･Papertow el

‐M icropiPette and tiP
･Deionized w ater
･G raph paper(log/log)
･Tubefcrdilution ofStandard
･ VVashing bott1e fcrprecoated plate

･Dispcsab'e testtube ford2,Labeled antibody Ccnc,"and“6-Chrom ogen1

2.Preparation
1) Preparaticn ofwash bu粁er
□8,W ash bu粁erConc増s a ccncentrated (40X)bu作er.The tem perature ofd8,
W ash b咀erCcnc,Pshallbe adjusted to room tem perature and then,m ix it
gently and com pletely befcre use, D ilute 50m L ofda い′ash buffer Ccnc,P
w ith 1,950m L cfdeionized w aterand m i×it. This is the w ash bufferforuse.
This prepared Wash buffershallbe stcred in refrigeratorand used w ithin 2
w eeks afterdiluticn,
2) Preparation cfLabeled antibcdy
d2, Labe1ed antibody Conc.D is a concentrated (30X). Di1ute g2, Labeled
antibody Ccnc.Pw ith d5,Solution forLabe:ed antibodゾin 30 tim es according
to required quantity into a disposable testtube.Use this resu1ting soiution as
Labeled antibody.
Exam p1e)
ln Case you use one slit(8 Weli),the required quantity ofLabeled antibody is
800弱L,(Dilute 30躬L of“2, Labeled antibcdy Conc.

閃w ith 870影L cf d5,
Soluticn fcr Labeled antibodyDand m ix it.And use the resulting soluticn by
100仏L in each W ell.)

rem aining□2,Labeled antib(幻y Conc.“shculd be stored at4℃ in firm ly
sealed vial.
3) Preparaticn ofStandard
Putjusto,5 m L cfdeionized w aterinto the viaiofd3,Standarず and m以 it
gently and com pletely. This scluticn is 60 ng/m L Hum an TotaI HG FA
standard,
4) Dilution ofStandard
Prepare 8 tubes fcr dilution cf q3,Standard

･. Put230躬L each of E4 E-A
bu作er into the tube.
Specify the folioW ing ccncent｢aticn ofeach tube,

96VVe=×↑

Q 4m LX乍
0.5m Lx 2
30m L x↑
12m Lx l
↑5m L x t
↑2m L x↑
60m Lx l

Tube-↑
Tube-2
Tube-3
Tube-4
Tube-5
Tube-6
Tube‐7
Tube‐8

30 n朝m L
15 n朝m L
7.5 ng/m L
3,75 n伊m L
乱B8 n伊m L
0 94 n切m L
0 47 n伊m L
o ng′m L (TestSam ple Biank)

Put230“L ofStandard sclution into tubE÷↑and m iX itgently.Then,put230“L
oftube‐1 m ixture into tube-2.Dilute two tim es standard solution in series tc set
up 7 points ofdiIuted standard betW een 30 ng′m L and o,47 ng/m L Tube-8 isthe
testsam p1e blank as o ng′m L

see fc=cW ing picture.

5)Dilution oftestsam ple
Testsam ple m ay be diluted w ith Q4,EIA buffer ifthe need arises.
lfthe concentraticn ofHum an TotaIHG FA in sam p1es m ay nctbe estim ated in
advance,the pre-assay w ith severaldi什erentdiluticns w i= be recom m ended to
determ ine the properdi1uticn ofsam ples,

3,M easurem entprocedure
A = reagents sha= be brcught to rcom tem perature approxim ately 30 m inutes
before use, Then m ix itgently and com plete1y before use.Ccnfirm no change
In quality cfthe reagents. Standard cu~ e shaiibe prepared sim ultanecus1y
w ith the m easurem entoftestsam p!es.

Reagents

TestSam ple Standard
TestSam ple
B1ank

Reagent
Blank

Testsam ple
100仏L

Diluted
standard
(Tube 1~7)
100度L

EIA buffer
(Tube-8)
100褒L

EIA buffer
TOO躬L

Incubationfo｢60 m inutes at37℃ with plate lid

い′ashin9 7 tim es

Labeled ↑oo仏L 100“L 100“LAntibody

lncubation for30 m inutes at4℃ With plate lid

い/aShing 9 tim es

Chrom ogen 年00躬L 乍00躬L 100弱L -00仏L

lncubation for30 m inutesatroom tem perature (shielded)

Stop solution 100躬L 乍00弱L 100仏L 100“L

Read the Plate at450nm w ithm 30 m inutes afteraPPIi鐙tion ofstop soIution,plate at450nm aPPIi境tion ofstop soIution,

1) Detem me we=s forreagentblanK Pun oo仏L each ofd4,EIA bu行er into the
W e=s,
2) Determ inew e=s fortestsam ple blank,testsam p1e and diluted standard.
Then, put loo料L each of test sam ple b,ank (tube-8), test Sam ple and
dilutions ofstandard (tube-'~7)into the app｢op｢iate w e=s.
3) lnoubate the preCoated plate fc｢60 m inutes at37℃ after covering itwith
plate lid,
4) W ash each w elIof the precoated plate vigorously w ith w ash bu行er using
w ashing bottle. Then,filleaoh w ellw ith wash bufferand leave the pre〔X)ated
plate fo｢↑5~30 Seconds.Rem ove wash bu作eroom pletely f｢cm the pre(X〕ated
plate by snapping. This procedure m ust be repeated m ore than 7 tim es.
Then,rem ove the rem aining 1iquid from a= w e=s oom plete1y by snapping the
precoated plate onto papertowel,
m Case o′〃s′〃9 P′afe was力eね a“er“ "m es was力初9 昭飴 P′are washeん
Wash′““"売力above Was期"g borr′e仂“Sfbe fePeared 3 "侑es.
5) Pipette 100“L of labeled antibody solution into the w elIs oftest sam ples,diiuted standard and testsam ple blank
6) lncubate the preCoated plate for30 m inutesat4℃ afterCovering itw ith plate
lid.
7) W ash the preCoated p-ate 9 tim esin the Sam e m annerabcve 4),
8)□6,Chrom ogen“shou1d be taken the required quantity into a disposable test
tube,Then,pipette 100“L from the testtube into the w el1s,PIease avoid to
return the restoftesttube into□6,Chrom oge什bcttle due to avoid to oause of
oontam ination.
9) incubate the precoated plate for30 m inuteS atroom tem perature in the dark,
The liquid w illturn blue by the addition ofb6,Chrcm ogenD,
10) Pipette 100“L of□7,Stop soluticn

b into the w e1ls,M ix the liquid by tapping
the side ofpreは)ated piate･The liquid W i= turn yellow by the addition of鼠7,Stop solutionり,
= ) Rem ove any did ordrop ofw ateron the bcttom ofthe preのated plate and
oonfi｢m there is no bubble on the surfa(治 ofthe liquid,Then,run the plate
readerandα)nductm easurem entat450nm ,
The m easurem ent shailbe done w ithin 30m inutes afterthe addition of q7,
Stop solution日.

230仏L sfa月daれd so′“f′○“

~ハハハハハハ
　　　　　　　　　　　
230仏L 日日□日日日日日

① ② ③ ④ ⑤ ⑥ ⑦ ⑧
30 ↑5 7.5 3,75 1.88 0.94 0,47 0
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3,lntra -A ssay

M easurem ent
Value (ng′m L)

SD value
CV value
(% ) n

131 6 0,35 2 7 24

3,42 0.22 6,4 24

0･70 0,04 5,7 24

4 Inter‐Assay

M easurem ent
Value (ng/m L)

SD vaiue
CV value
(% ) n

↑3,36 0･70 5,2 34

3,53 03‘ 8,8 34

0.73 0.06 82 34

SPECIA L ATTENTIO N

O Testsam p1es should be m easured soon afterthe co=ecuon.ln case ofthe
storage oftestsam ples,they shou1d be stored underfrozen oonditions and
do notrepeatfreeze/thaw oyoles.Thaw the testsam ples atlow tem perature
and m ix them Com pletely before m easurem ent,
2) Testsam ples should be diluted with d4,EIA bu粁eで,ifthe need arises,
3) The m easurem ent of test sam p1es and standard in duplioate is
recom m ended,
4) Use testsam ples in neutralpH range.The contam inations oforganic solvent
m ay affectthe m easurem ent.
5) Use onIywash bu作erContained in this kitforw ashing the p｢eooated Plate.
lnsufficientw ashing m ay lead to the failure in m easurem ent.
6) Rem ove the w ash bu“eroom plete1y by tapping the preのated plate on paper
tow e1.
Do notw ipe w ellsw ith papertoweL
7)□6,Ch｢om ogenbshould be stored in the dark due to its sensitivity againstlight.d6,Chrom ogen

Dshould be avoidedは)ntaotw ith m etais,
8) M easurem ent should be done W ithin 30 m inutes after addition of既 Stop
solutionD,

CALC ULAT【ON O F TEST RESULT

Subtractthe absorbanoe oftestsam pIe blank from a1ldata,inC1uding standards and
unknown sam p!es before plotting P1otthe subtraoted absorbanoe ofthe standards
againstthe standardα)nCentration on lcg‐log graph paper. Draw the bestsm ooth
ou~ e through these Points to Construot the standard Cu~ e. Read the
α〕noentrationforunknow n sam piesfrom the standard Cu~ e.

Q乍

E×a侑P′e orsra“dand cu~ e

Conc.
(ng′m L)

Absorban第
(450nm

30 26乍4

15 2,037

7.5 1 302

37 5 0,782

1 88 0,484

0,94 0,304

0,47 02 27
0作estsamp'e
Blank) 0,124

* The tyPi第lstandard Curve is shown above,This Cu~ e qm not be used to
derive testresults.Please run a standard Curve foreach assay,

5,Specificity

C om pound Cross ReactM ty
Hum anTotaIH G FA 100%
Hum an HG F ≦o.1%

Hum an HAI-1 ≦0.1%

Hum an HAI-2 ≦04 %

HUm an c‐M et ≦o.1%

6,Sensitivity

84.3 pg′m L
The sensitivityforthis kitw as determ ined using the guide1m es underthe
NationaICom m ittee forC 1ini第ILaboratory Standards (N CC LS)Evaluation
Protocols,(NationeICom m ittee fo｢Clini第ILeborato影Standards EvaIuation
ProtocoIもSC↑,Q 989)V illanova,PA:NCC LS.)

PRECA UTIO N FO R INTENDED USE A ND/O R HANDu NG
1. A = reagents should be stored at2~8℃.AI1reagents shallbe broughtto room
tem perature app｢oxim ate1y 30 m inutes before use,
2,“3,Standard

nis lyophitized products,Be carefulto open this vial.
3. d7, Stop SolutionD is a strong aoid substanoe･ Therefore, be dヨrefu- not to
oontactyour skin and olothes w ithば7,Stop solutiono and Pay attention to the
disposalofu7,Stop solution

b,
4. ｢ , Precoated pIateg and虞3, Standard

D contain sodium azide. Therefore,
dispose these m ate｢ia1s afterdiiuting them w ith 1arge quantity ofw aterto avoid
the production ofexpiosive m etailio azide.
5. The preoipitation m ay grow in“2-Labeled antibody Cono円 however,there is no
problem in the peIfom1ande.
6, い/ash hands afterhandling reagents.
7. Do notm i×the reagentsw ith the reagentsfrom differentlotord爾erentkit.
8, Do notuse the reagents expired.
9. This kitisfo｢researoh purpose onIy.Do notuse foro1inioaldiagnosis.

STO RAG E A ND THE TERM O F VA LIDITY
Storage Condition :2 ~ 8℃
The term ofvalidity :12 m onths

(The expi" date is specified in outerbox)

PERFO RMA NCE C HA RACTERISTICS

乍.TiterA ssay

Specim en
Titer
(X)
M easurem ent
Value (ng′m L)

Theoretical
Value (ng/m L)

%

10% FCS
added
RPM I-↑640

2 6.98 7.50 93.↑

4 3.38 3,75 901

8 ↑.63 乍‐88 86.7

Hum an Serum

2-000 8,乍3 7･77 ↑04.6

4-000 3‐8仲 37 4 ↑01 9

8-000 -.94 乱92 ↑010

Hum an P1asm a
(EDTA)

2-000 9.52 8.25 竹5.4

4-000 4乍7 3.91 ↑06.6

8,000 乱88 1 84 102.2

2.Added Recovery Assay

Specim en
Theoretical
V alue (ng/m L)

M easurem ent
Va1ue (ng′m L)

%

-0% FCS added
RPM I4 640 (x2)

37 5 3.82 倦01 9

イ.88 乱94 乍032

0.94 1 0牟 省07‐4

Hum an Serum
(x4,000)

9.76 9,89 -01.3

6 01 6,86 1141

4コ3 47 7 ↑15,5

Hum an
P1asm a (EDTA)
(x4P OO)

9.49 9.99 1053

57 4 6 28 109.4

3.86 41 5 1075
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