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Code No.27407
H u m a n C -M e t A s s a y K it - M C M

INTRO DUCTIO N

o.M et the Productofc-m ergene has been ｢ePoned to be the HG F re僕らPtorsinoe
HG F indu“うs PhosPho穹lauon of o-M et by binding SpeoifiGa0y to it. lt rs a
hete｢odim erprotein oom posed ofan o‐ohain tha= s linked to a B‐chain.The o‐ohain
has the intraoe=ular tyrosine kinase dom ain,the transm em brane dom ain and the
extradellulardom ain,and itis tied into the o-ohain thau sthe extrade=ulardom ain of
o‐M et. c‐M et exists m ainly in ePiderm a1ce=s. lt is found in the digestive tract,
prostate g1and,sem ina1vesicles,m am m ary g1and,m icrog1ia oells,m onocytes and
m aoroPhages-and m ore am ountin the liverand kidney. ltis錠)nsidered thato‐M et
tansm its signals resu1ting from binding to HG F,such as growth,m otiIity and organ
form ation,in the organs and oe=sm enticned above.
This kitisdesigned to m easure Hum an c‐M et.

Code No. Nam e Volum e
2740す Hum anActivated HG F Assay Kit-M CM 96い/ell
27402 H um an TotaIH G F Assav Kit-M CM 96い俺=
27403 H um anActivated HGFA Assav Kit-M CM 96い′ell
27404 H um anTotaIHG FA A ssay Kit-M CM 96い′e=
27405 H um an HA M ASSay Kit-M CM 96い′ell
27406 H um an HA I-2 Assav Kit-M C M 96い/ell
27407 Hum an c.M etA ssay Kit-M C M 96 W ell27407 Hum an c.M et 96

PRINC IPLE

This kitisa soIid phase sandw ich Eu SA using 2 kinds ofhigh specificantibodies.
Tetra M ethyI Benzidine (TM B) is used as Coloring agent (Ch｢om cgen), The
strength ofのlo｢ing is in p｢oponion to the quantities ofhum an c‐M et.

M EASUR EM ENT RA NG E
O.78 ~ 50 ng′m L

INTENDED USE
. The Hum an c.M et Assay Kit is a Com plete kit for the quantitative

determ inaticn ofhum an c-M etin serum ,EDTA‐plasm a orce=Cu1ture m edia,
■ Determ inaticn of hum an c-M et is affected by the presence of heparin in

sam ples, so please use EDTA-plasm a as a sam ple instead cf heparin
plasm a･

KIT C O M PO NENT

牟 Precoated plate :Anti‐Hum an o M etMouse lgG M OAbA桁nity pun穹 96W e=X l
2 Labe1ed antibody Conc.

:(30X)HRP coniugatedAnti‐Hum anG M etMouse:9G FaけAfnn的Pun的 0.4m L×↑
3 Standard :Hum an c-M et o.5m L x 2
4 日A bu作e｢ 30m L X T
5 Solution fcrLabeled antibody:1% BSA,0,05% Tween 20 in pBS 12m L x↑
6 Ch｢om筑3en :TM B soIUticn 15m L X 1
7 Stop solution :TN H2S0 4 12m L x 1
8 VVash bu作erConc. :(40X)○‘05% TW een20 in phosphate bu怖e｢ 50m L X 1

O PERATIO N M AN UA L

↑.M aterials needed butnotsupp=ed
･Plate reader(450nm )
･G raduated cyiinde｢and beaker
･lncubator(370C±1OC )
･Tube fc｢dilution ofStandard
･Refrigeratcr(as 4℃)

･M iC｢opipette and tip
･Deionized w ater
･G raph paper(iog/icg)
･Papertow el
･VVashing bottle fc｢precoated plate

Put230仏L ofStandard solution into tube一↑and m i×itgently.Then,put230仏L
oftube-↑m ixture intc tube-2,Dilute酬′o tim es standard solution in series to set
up 7 points ofdiluted standard between 50 ng′m L and o7 8 ng/m L.Tube-8 is the
testsam p1e blank as o ng/m L

See fo=cw ing picture･

5)Dilution oftestsarrple
Testsam ple m ay be diluted w ith薹4,EIA bu什er ifthe need arises.
lf the con僕らnt｢aticn of Hum an c一M et in Sam ples m ay not be estim ated in
advance-the pre-assay w ith severaldi作erentdi1utions w illbe re〔力m m ended to
determ ine the properdilution ofsam p1es.

3.M easurem entprooedure
A = reagents shau be brought to room tem perature approxim ate1y 30 m inutes
before use, Then m ix itgently and com pletely before use,Confirm nc change
in qua1it:y of the reagents. Standard curve sha1lbe prepared sinnu=anecus1y
W ith the m easurem entoftestsam p1es.

Reagents

TestSam ple Standard
TestSam ple

Blank
Reagent
Blank

Testsam ple
牟○○仏L

Diluted
standard
(Tube本7)
100仏L

EIA bu作er
(Tube-8)
100仏L

EIA bu作er
-00仏L

lncubation fo｢60 m inutes at37℃ With plate lid

い′ashing 7 tim es

Labeled Too躬L 乍oo仏L ↑00仏L
Antibody

lncubation for30 m inutes at4℃ With plate lid

い′ashing 9 tim es

Chrom ogen 100“L 100仏L loo仏L 乍00偽L

1ncubation fo｢30 m inutes atroom tem perature (shie1ded)

Stop solution I TOO料L I 100仏L 牟00躬L 100仏L

Read the plate at450nm w ithin 30 m inutes afterapplica=on ofstop solution.

Disposable testtube fo｢B2,Labe'ed antibody Conc.band□6,Chrom ogenけ

2,Preparation
↑) PrePa｢ation ofW ash bu作er

■8,W ash bu行erConC.nis a oonCentrated (40X)bu作er,The tem Pe｢ature of=8,
W ash b咀erCono,bsha= be adjusted to room tem perature and then,m ix it
gentIy and com pletely before use. Dilute 50m L of□8,い′ash bL府erC0no.H
With 1,950m L ofdeionized Waterand m ix it. This is the w ash bufferfc｢use.
This prepared W ash buffershailbe stored m refrigeratorand used W ithin 2
weeks afterdilution.

2) Preparation ofLabeled antibody
日2, Labeled antibcdy Cono,b is a conoentrated (30X). Di1ute u2, Labeled
antibody C cnop W ithは5,So1ution forLabeled antibodゾ in 30 tim es aoCording
to required quantiw into a disposable testtube.Use this resulting solution as
Labeled antibody.
Exam ple)
ln Case you use one slit(8 w e=),the required quantity ofLabeled antibody is
800仏L (Dilute 30仏L of R2, Labeled antibody ConoP w ith 870仏L of 6 ,
Solution for Labe!ed antibcdゾ and m ix it.And use the resulting solution by
↑00仏L in each w ell.)
This operaticn shoufd be done iust before the application of Labeled
antibody,
The rem aining賢2,Labeied antibody Cono‘野shouId be stored at4℃ in firm ly
sealed vial.

3) Preparation ofStandard
Putjusto.5 m L ofdeionized Water into the vialofq3,Standard

o and m ix it
gent-y and com p-etely, This solution is 10o ng′m L Hum an o.M etstandard,

4) Dilution ofStandard
Prepare 8 tubes for di1ution of□3,StandardD. Put230“L eaoh of□4,EIA
buffer into the tube.
Specifythe fo=oW ing oonoentration ofeaoh tube.

1) Determ ine W ells forreagentblank.Put乍00仏L eaoh cf協 ElA bu行er into the
we=s.

2) Determ ine w e=s fortestsam p1e blank,testsam pie and diluted standard.
Then, put◆00仏L eaoh of test sam pie blank (tube-8), test sam ple and
dilutions ofstandard (tube4 ~7)into the appropriate w eils.

3) lnoubate the precoated p1ate fcr 60 m inutes at 370C arter oovering itW ith
plate lid.

4) W ash eaoh Wellof the precoated plate vigorously w ith w ash bu作er using
Washing bott-e, Then,fi=eaoh welIW ith W ash bufferand leave the Pre欽)ated
plate for15~30 seoonds,Rem ove W ash bufferoom P1etely from the Preは)ated
plate by snapping. This procedure m ust be repeated m cre than 7 tim es,
Then,rem ove the rem aining liquid from aliw e11s oom plete1y by snapping the
preooated p'ate ontc papertoWel.
′“ Case o′びs′〃9 p′are Wasわeろ a什e/“ "侑es wasカ所g Wゾ妨朗afe Was方eる
Was"!〃g Wゾrh aboye WaSカ所g boff′e崩じSrbe nePeared 3 rr錺es,

5) Pipette乍00“L of labeled antibody solution into the W e=s cf test sam p1es,
diluted standard and testsam ple blank,

6) lnoubate the preのated p1ate for30 m inutes at4℃ afteroove｢ing itw ith plate
lid.

7) W ash the preooated plate 9 tim es in the sam e m annerabove 4).
8)□6,Chrcm ogen“should be taken the required quantity into a disposable test

tube.Then,pipette乍00“L from the testtube into the w e=s.P1ease avcid to
return the restoftesttube into d6,Chrom cgenbbcttle due to avoid to qluse of
oontam ination.

9) lnoubate the PreCoated Plate for30 m inutes atroom tem perature in the dark,
The liquid W illturn bIue by the addition ofU6,C hrcm cgen門･

TO) Pipette 100“L ofロス Stop solution. into the w e=s,M ix the 1iquid by tapping
the side cfpreooated plate,The liquid w m turn yelloW by the addition ofq7,
Stcp so1ution日･

竹) Rem ove any di性ordrop ofw ateron the bottom ofthe precoated plate and
oonfirm there is no bubbfe on the surfaoe cfthe liquid,Then-run the P-ate
readerand conduotm easurem entat450nm .
The m easurem ent shan be done W ithin 30m inutes after the addition of d7,
Stop solutionQ.

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

50 ng m L
25 n朗m L

125 ng′m L
6.25 ng/m L
31 3 ng/m L
乱郎 ng′m L
0.78 ng′m L

o ng′m L (TestSam p1e Blank)

230褐乙sra〃dafd so′“"○“

　　　　　　　　　　
230仏L 日日口日日日日日

① ② ③ ④ ⑤ ⑥ ⑦ ⑧
50 25 i25 625 3,13 156 0,78 0

S C E T I
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3,lntra -Assay

M easurem ent
Value (ng′m L)

SD value
CV value

(%う) n

17.46 0.85 4.9 24

6,09 0.32 53 24

2,12 0.13 6.1 24

4 1nter-Assay

M easurem ent
Value (ng′m L)

SD value CV value
門閥 n

l8,44 1 09 5.9 36

63 6 0,57 9.O “
2.26 0,25 M‐乍 36

SPEC IA L ATTENTIO N

0 Testsam Ples should be m easured soon afterthe colled ionJ n Case ofthe
storage oftestsam p1es,they shou1d be stored underfrozen oonditions and
do notrepeatfreeze/thaw oyoles.Thaw the testsam ples atlow tem perature
and m ix them oom plete1y before m easurem ent.

2) Testsam ples should be di'uted w ithは4,EIA bu作e〆,ifthe need arises.
3) The m easurem ent of test sam ples and standard in duPIiCate is

reCom m ended,
4) Use testsam ples in neutralpH range.The oontam inations oforganic solvent

m ay affeotthe m easurem ent.
5) Use cn1yw ash bufferoontained in this kitforwashing the precoated plate.

lnsu桁oientw ashing m ay lead to thefailure in m easurem ent,
6) Rem ove the wash bu作eroom p1ete【y by tapping the preooated plate cn paper

towel.
Do notw ipew elisw ith papertowei.

7) d6,Ch｢om ogen門shou-d be stcred in the dark due to its sensitivity againstlight･d6,Ch｢om cgen
bshould be avoided oontaotw ith m etals.

8) M easurem ent should be done w ithin 30 m inutes after additicn of d7,Stop
so1utionE,

CA LC ULATiO N O F TEST RESU LT

Subt｢aotthe absorbanoe cftestsam ple b1ankfrcm alidata,inoluding standards and
unknow n sam pies before pictting, Piotthe subtraoted absorbanoe ofthe standards
againstthe standard oonoentration on log‐log graph paper. Draw the bestsm ooth
ou~ e through these points to α〕nstruot the standard ou~ e. Read the
oon僕らntration forunknow n sam P1esf｢om the standard ou~ e,

01

Exam P′e o′Sra〃da"d cひルe

Conc.
(ng′m L)

Absorbance
(450nm

50 25 49

25 1 199

12.5 06 -7

6.25 0.322

31 3 0.158

亀56 0.092

Q 78 0.053
0行estSample

Blank) 0.012

* The tyPicalstandard CU~ e is show n above,This Curve Can not be used to
derive testresults.Please run a standard cu1ve foreach assay.

5,Specificity

Com pound C ross ReactM ty
Hum an c‐M et 年00%
Hum an HG F ≦○-%

Hum an HG FA ≦0,1%

Hum an日AI一仲 ≦o薄%

HUm an HAI-2 ≦0.1%

6.Sensitivity

PER FO RM ANC E C HA RAC TERISTICS

T,TiterAssay

Specim en
Titer
(X)

M easurem ent
Value (ng m L)

Theoretical
Value (n鬱m L)

%

10% FCS added
RPM I-乍640

2 23.03 25,00 92,1

4 10.93 牟2‐50 874

8 5.74 6.25 91 8

Hum an Serum

2 19.81 31.82 62 3

4 11 19 ↑6,74 66.8

8 6.98 9,07 77･0

Hum an Plasm a
(EDTA )

2 23.83 32.50 73 3

4 ↑2.09 16.8↑ 71 9

8 7.39 9.00 821

0.26 ng′m L
The sensitM ty forthiskitWas determ ined using the guidelines underthe
NationaICom m ittee fo｢C -iniCa1Leboratory Standards (NCCLS)EvaIuation
Protocols,(NationalCom m ittee forClinicaILaborato影Standards Evaluation
Protocols,SC 1,= 989)Villanova,PA :NCC LS,)

PRECA UTIO N FO R INTEND ED USE A ND/O R HA NDLING
L A= reagents should be stored at2~8oC .A = reagents sha= be broughtto room

tem perature app｢oxim ately 30 m inutes before use.
2.“3,Standardois lyophiliZed products.Be d訂efulto open this vial.
3,ほ7, Stop solutionD is a strong acid substance. Therefore, beαヨreful not to

は】ntactyourskin and olothes W ith以7,StoP solution野and Pay attention to the
disposalofq7,Stop solution□,

4. ｢ , Preooated P1ate幻 and“3, Standard野は〕ntain sodium azide. Therefore,
dispose these m ate｢ia1s afterdituting them W ith large quantity ofW aterto avoid
the produotion ofexplosive m etailicazide.

5. The precipitation m ay groW in d2,Labeled antibody Cono,E,however,there is no
problem in the pe作orm ance.

6. い′ash hands afterhandling reagents.
7. Do notm i×the reagentsw ith the reagents from di作erentIotordi杆erentkit.
8. Do notuse the reagents expired.
9. Thiskitis forresearch purpose only.Do notuse forcliniGaldiagnosis.

STO RA G E A ND 1THE TER M O F VA LIDITY
Storage Condition :2 ~ 80℃
The te画 ofvalidity :l2 m onths

(The expi序date is specified in outerbox.)
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2 Added Re改〕Very Assay

Specim en
Theoretical

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

%

10% FCS added
RPM I4 640 (x4)

25.09 24 41 97.3

125 9 10,63 84.4

6.34 5.14 81↑

Hum an sem m
(x4)

15.37 9.85 64‐乍

9.乍2 6.-9 67.9

5,99 46 0 76,8

Hum an Plasm a
(EDTA X x4)

15.45 9.85 638

92 0 6,56 71.3

G 08 4 82 79.3
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