PSS, AH T IRR S

b7 !

SEA180Hu 96T

IVEYEE S (COL4) Ryl &
(BFIER S0 B T P IR EHR)
BRAEY: A
w7

011 MR (2013 4F 07 A1)

[FRHEANH ]

AARF B0E A TAR I 0 ELTSA 2558 2 5 AL 2H AA) 3% ol e R SR AR i AR COLA &5
AFI &N E]

WAL R BE WAL R BE
96FLHR (Tt 4%) 1 96FL R 75 i 4

FRUE N 2 B R R 1X20mL
R 7 A 1X120u L 400 R VA 1X 12mL
Ko 75 B 1X120u L 400 s TR VB 1X 12mL
TMBJEE ) 1X 9L 21 1 X 6mL
W (30X) 1 X 20mL A5 156 9H 13 1

(7% B & H 8 & K]

1. 4504 10nm JE' v AROBERR AN (TSN 235 A i iy Pt
2. FATE B T IR A Sk

3. MRERE AN ) EP

4, ZEMKER BTk
5
6.

v K 4R
B I 22
[ﬁﬂﬁm%ﬁ&ﬁﬁ%]
1. ARIFHERAE: Fra RIS LR/ Wl R, BB & 7 RO ARUE S . A

& A ﬁ‘(ﬁﬂ{%?@ B DL &% 96 FLR{RAE T—20°C,
2 AT EBRGRE: F AT R 4 R R DRAR 2 P e FE R A, T 385 B0 Bl B AR 0 148570 )5 35 R A7 T
-20°C, I8 G o
HEE:
TGN B AR 2 PTARIED, 42 SER FR KA 2 A ARG R A S e m ks s 1 AR,
FE S I TR DL B RRREE N HE, ORI N A A5 BB R ARE (Y

[BRA IR E SR AT
Iy I35 BRI T I3 4 B 5 I A AR A 70 S5 M BCE: 2 /NIFER, 4°C 35, ARG 1000 X g B0y 20 434, By i Rp
‘L‘?%L%Eﬂlmcj&%cﬁ%%1m*ﬁ%&ﬁﬁﬂﬂ

S : FH EDTA SR AE A PUE IR A, TR ATERAE ST 1 30 438 T 2-8°C 1000X g &0 15 4344,
WL@wT@%,ﬂhi@%?ﬂm:%%c%ﬁ,mrﬁ%&ﬁ%ﬂo



3\ ﬁﬁéuf]h<

D BUEEALH, T PBS (0.0lmol/L, pH7.0-7.2) HnEvERMRIMM, HEE&H (HAPRKFHLIWE
HAHD

2) AT (R B 22 R AT DT VR BB IR AR s B S A RS NS A SR A, NN 5-10mL ¥4 PBS HHAT 7
SIWTES, AR TR VK FHHT CHAARSER S v E NSO 5 15 200050 2900 nT FR) RS 75 il i i 52 VR il
B0 AbH GRS B AR AP i B UK IR, IR VRRE TR 2 10

3) ARGl RIS HRICT 5000 X g @0 5 23, B EXEE BTG

4. HEEWbRA: 35 1000X g @0 20 2080, B EIE R I, BeR BTG E T -20°C 8-80°C fRAF, H 38 )
=R

HER:

1. L EWABTERMEE, ACAREN/NT 18, -20C AN 1AH, -80°C AN 2 M.

2. ARAUS I S e B e R 2 R, DRI AR A AN B AT I IUAS DN

3y ARAAE I H N 22 M A 2 I, AN InE Al 2

[ FIHE#]

Lo ATFHTRE A IR R RS A S48 1)1 28 =50 (18-25°C) , I AUANRE BLEEAE 37°C ifi .
2. FRUESH GHET D) o BEHARMES INAFRE S RERR InL, 55475 SWEE KL 10 208, A SO B8/ B2 50 DL
g, JLREESN 100ng/mL. #E#S 7 DMHREARUES I EP 42, &R/ EP B 500 u L AR HE MBI, W
B B i i B AR BE i 100ng/mL, 50ng/mL, 25ng/mL, 12.5ng/mL, 6.25ng/mL, 3.12ng/mL, 1.56ng/mL, Fx
7 ity 4 B W (Ong/mL) ELEZAE N2 B L. ARIEER S XA, SR ERITE M HI KRR ER.
500pL S500pL S00uL 500pL S00uL S00pL

f\/\(\

Stock
Standard

Tube 4 8
ng/mL 100 50 25 12.5 6.25 3.12 1.56 0

3. KM IE A R MYEI B: Detection A % Detection B AT FHRTIE T FEJL Fab/b it B0 kb B, DI EEal
5 P VBRAR DU B TS o I FH AT 20 7] LRS- B9 A B8 B1: 100 4 (4n: 10 1w L ASIIA Y A/990 n L S I B¢
WA, FRATTRAT, BB R M 005G VIS U A A R S5 BT T I R R (100w L/4L) » SEBRTC il i Y. 22 1ic 61
0. 1-0. 2mL,

4, VRVEEIE: H 580mL ZEIR /KL L BT /KK 20mL R GREFERE S 600mL, HEAT 30 5 HiRE

5. JRYIBEH: I H KBS BES W SK IR IR 75 AR TMB 28 5 — i 8 as A A, 588 TP R X RPN T & 57
AN [H] TMB R

HE:

Lo briE S IR e ELEE AU AT

2. FRAESRIE TG AT 15 2-Bh RG] SRR SR R B — IR,

3 ARYES. IV A TR, AWIVEYR B TAREWBOE AN AR BC ], AR . TSI ZREE 70 TR
AY, R . N PRIIE S0 45 S B MERA T 8 TR R #ﬁ@ﬁ%Mﬁ% TR BT T A AL, R
AT (R DR A B, —IRABUNT 100 L), DUk b dd ik FE 1R 72 o



THVER AN MR L AR . KRR A TR B TR,

WYRBRI T A 45, IR T B, BRREIRY, B RIGREAEEETRCH

AR P MR AL 2 WGBS CARMBUR A, ARG B IR b A ok i 22 UK Fdg e, B
P SER BT IR 1 22, W RERE RS A RANERf, LR SE R, DK

[hRAAb 2 ]

1\

8

1\

EAF R RFIELRS ], AEMEHERFEERIEAREEAT, BEAEFRTRSZB3EA
PR R, T AR,

SEBG AT T ARAS & i, WERARAIREE I =, AR AT RoRE, AR IS bR AR 1355 7 S RS S [

TR IS 3R AAH Y. ) A B 5 4

L35 B FR AR RE KLY 5 4%, . Fske 5 4%, B 40 u L i s AN 160 v L PBS. krA<8 ] 0. 01mol/L
() PBS %kt (PH=7. 0-7. 2) o

L TRAEARN G AR UL B AIREAZ b, @ BUHEAT ISE IR S E oA 3k, IE B AR

A5 FH AL 27 B3 B 25 R AL RS0 S el At R B O T e 2 Hh TSR L84k 2 W) I 5N 330 ELTSA 5250 25 F i 22 .

GREA NG TE B3, BRZRFEATHIIR R B2, W MRE. M. RS, Prilnlfefr
LERTIAS H AR 60 o

FELCTAR B S AL A A, S A M SR AL T, AT REERh 5 A i A (RS B A A A SR PR AN T
Be, AN I H o

BB R REAS,  ORAFI TR P RS A A0 B B g el M R B0 45 w22

[#fEDEK]

e SRSl RRIAE S AL A FL. BeARUESL 7 L, UM 100 w L AS[RIA BE 1 bt i (HLAR T
#2) o AL 100 b L ORI PG —4) , RAUNAAES 1000 L, Bybaton EARE, 37°C i
H 2 /M.

FEEWAR, BT, AR

FEAL ARSI A TAEW 100 1w L O A AUECHD » B bsAOn &R, 37°CHLE 1 /M.

FEFLIEAER, FFFLA 350 u L IPESOIRVES, B 1-2 400, Wgs R ] fil S AR i) B FEL S AR AR 1A T4
ESEEG & RERRLZWOKAS, BEARBUH I iDLk (T2 H s ALk ), EE R 3 K. ek
Del e, ZEEALA MRS AT . BIERPIIR .

AL IRSIAS ¥ B TAEME (I FHATECHD 100w L, i BFGE, 37°C L E 30 204,
FERILAWR, BT, PEAR 5 K, DTk IR 4.

FEALINEPEEIR 90w L, BEFSAR N R, 37°C BR B (s NI [R5 Hl4E 15-25 2rih, ANZLELL 30 4.
AR ESLIET 34 SLA BB (B, 5 34 fLEREEAB R, BInTZlk) .

FEFUIN L 500 L, KIERNY, BRI STFE 3, 23 AN AR R 5 e v B I N U A
Ao WHBINBIEAS —, WERERIERRR R A5

FERF DR BEARAS R JE KT S AL E LS, 2B EEEARASCAE 450nm 388 4 & 44 L 1) o6 25 % (0. D. AH) «

EE:

1\

WAL HEL KRR LR A, JLEMTTARELER LT, BE, SRk, Mg
A

Ike: SEIRERAE RIS — ROk, BT SGG G PRI AN A G, KRR S N T AR AR »
A K ALBE, BB SERA . ISR, 28— AL S im — AN FLARE 22 1] R i 1) 1] B 4 SRR
R REURFK “PGEEE 7 I, AT W2 e 2P0 A O ME R e S EE . R, — ORI TA] (B4
BRUE S S I RE ) B A HIAE 10 20 o 0 B B R FLIET S50



3. WH: WPIIEFER R, SERTER N b o R B MEAR R TR A, DU A R, WA R R
AT R DA, AT I BRI G MEARARAL T TROIRAS,  TR) I A% TR~ 0 5 POt 73 I TR R o

4. ek ROMVEERIRWEL, ARG T, IS AT . Yelkid R R BAL ik B R
BNAEDEAR LT Z0RE AR BRI S N FLAHIRK (R IN2430 BRAR SRR B ARV R TR B, 3l S S de i
IR R . WERAT BShVEL, AR SRS A R IESSE Kl R

5. RIIFTRIERIFRR]: IS5 3 E LS S N FLI B A AL (bb i, BERG 10 7B —20) , I R,
THEERTINAZ AR N, 88 G S L 5 M T 5 0 I e A3 ' 8 B2 1540

6. R JRYHROCRAT, LEREAFAIEL F N S o AR Y .

Ty WIRSZEG E PR EER T 60%, R NG A4 i i KT

(525 R 3 ]

K COLA Fri i T 96 FLAALAR WS AH B A, T AL 20 3 I A RS v ol sk AS, - b i) COLA 53 % 1 [
HEAR EPUiRgi &, RIE ALY ZALK COLA Tk, HREE &AM ZATURDEIF)E, I HRP Frid (2R A
2, FHRAIEVEE AN TMB JRP) St TMB FEI S A IR AL T AL G (5, JFAEIR AR TR AL e 4 10
P PR AR S ) COLA RIEAISC . FIEFFRXAE 450nm B FIEROEE (0.D. 8D, THEFE IR
[vHE]

BRrE S RFEAS 0. D. AE4NER 22 4L 0. D. fE R/ (L), e B R AL, WINPT DOARHE S AR
A PAERR (O EABAR) 5 0. D. B R ARAR (O B A Az ), 2 i brvfE ith 2k (le 07 R BAR [TV 7 R v 53 REAEDRSE
LARMEDBGELT T 1 4 %F) o HEAAAE T bR M2 PR EAT 730, W curve expert 1.30, RAuFES 0.D. 8, bk
A 2k A AN B, SRURBE G B s AR EMI IR 55 0. D. (B VS AR vE M 2 ([0l 05 RE 2, OREFE 1
0. D. fEARA T RES, THELHFERLIREL, PR LARREAE AL, B RE dh 1 SE BRI

(SR %]

A TAEFIHEE, R B AR 0. D. {10 A, FRATI2: I 73R AR HE AL 1 0. D. A AT A B ARAR (X 4, Fnif
b (R BE g P AR RR (Y 3D o RN O TR 2 R A ELM A L v S 10 o st s 0 v A o B o 8 72 40 P S 5
AR HE M o TSI BAE ORI CInERAE . BECR . Ve BRI BEZ 55D, ARAE 2 (1
0.D. HEAMZESR. PritftiibrdeihZ IS, SCi A i 2R B O Seie @ T ARHE 2L .

120
100
80
60
40
20

Concentration(ng/mL)

0

0 0.5 1 1.5 2 2.5 3
Optical Density

NIV R IR (COL4) A8 U R G A vHE B 22



(A0 s 1

1. 56ng/mL-100ng/mL

[ B AEA I FR ]

0. 68ng/mL

BEAE A 20 A28 AR i (RIBRHE S V80 DU 5 1100 1 BRI A5 b v 22 T 6 2 [P B
[4r ]

ARG TN COL4, 2o dar il L5 JLE AR 5 H W B AT S B o
1152 BB BFEARIE AT BRI, AN 0T RE 5 Ot B A A R BB o s SO Rt I, DRI ARG AT vl e R
A P L e ST A8 XY

[l ]

73 TR AR ML S A A I — € =) COL4 Cnbrtdt), FENEIF I,  [FIR il E (1 5 2ig
HRLE,

FEA [ 2 (%) SPE [ (%)
1135 (n=5) 78-94 86
EDTA I3 (n=5) 83-97 91
JH# 12K (n=5) 93-102 97

[kit]

FEEAE MGG A ML IEFEAR N INAGE & ) COL4, FFRFEUAMEER 1:2, 1:4, 1:8, 1:16 KIFFIIAEA, ety ROV FRE
JAFEA AR COL4 & B NN E 5 BB AE I L3R

FEA 1: 2 1: 4 1: 8 1: 16
135 (n=5) 94-103% 84-95% 86-98% 82-96%
EDTA IfiL.3% (n=5) 89-99% 91-101% 83-96% 90-104%
JH 2 1 (n=5) 84-97% 89-103% 92-105% 86-99%

DR#E ]

K5 B L RE B2 (E AR 5 R B CV Kok, CV (%) = SD/mean X 100

e 25 BRI FI GG Py RS (R A AT & S A, SR FEAIE LT 20 Ik, 40 AvE AN [k B
AHP41H K SD 1H.

feMA) 22 EH 3 MAFEHER ARG DG ey e e EREAAT e BE, BAFEARMEH R AR EES
W5E 8 I, J3 AITHEAS IR BEAEAS IR~ 2448 f SD i .

HEPZE: CV<10%

fElA 2. CV<12%

(35 % 1]

ZE, WA G A SO A AR AR TR A7, TR TEREAR AN T 5%

A INAI B A ZORH R G SR F R A B B, S S PR A A E i RO R — 8L UL SER = R i
FERE 5. FLR iR — 5256 GOREAT IR A rT b AR ZE



(L5 R ]

L SERGHTARAE S R SR I HE#S
2+ IOFE ChRUESL AEAS) 1001 L, 37°CHFE 2/
3v R, I RALOO k L, 37°CHFE /NI
4. PEt3IK;
5. ISl MB100 u L, 37°CHEH 30434t
6. PEHRSIX;
7. JNTMBJE#I90 1 L, 37°CHEF 15— 2544,
8. M IEW50w L, 37R0450nmisz %L .
[Pt FA ]
I T HA S RRFERAR K MASREX Fr A HE 52 i 4 A i) B OB e T A TR 58 508, ™ b n] Re A1
—E TR AR KRS .
2. BAWSEI A R SR A R L SR AR DG ERAE LA IS I SER PR R UM O, 5 45 A% 78 S I FR A
%
3v  AFHEKMF —r= ST RE A VEZER, W RTDURR . REBUE LA AR T AE, AR & U AT
SEIGHRAE, WL R B AN E S %
4, RA A AT SIS A Ge R UL R, AN RETR A AR B 5 (077 b o A A s A R & )
SEIG Ao B B AR IR U 45
5.  FEMEAF Sl A IR b i AR R R B A O o T R R R A K DA BT AR s B, RO EE A
KT 0K SO B R 45 R
6. WIFFE BGIEAR AL P r] R DV AKREYI BT, IO IER LS, A2nh Se5 45 Rt AR 5T . 18 20 B ik i
PRl N8 A
T HTEAEEANRG B RRBIERR PR AR S G T Re S R EEHR G R0 4. A& %
BAT0 B3 45, R B bR AN, 1758 I BC 4545 450 &= 10nm 386 A (B RS, A% B bs S0 &5 F A
0.001-3.000 0.D. 5kLL .
8. [Al—{EFHF LA W — = i, WOREI RILT I, 0] B o AR Rk i b 28 e = AR AN A 45 2R, DR 1
A8 AR A A FH TR AT TS 56
9. BURGAE L ATER AR A, H TR S SR A, AR R R A R S A R A
— BN A DO TR S ) 22 K B DL, T IR 2 £ T 17 AL B
10, ARG HAth ) 5K R ) & AN [F) D7 VAR /] — H R AR ™ A0S B, ~PAT A I T BE S A7 AE Al 45
A — B L o
11 AREAE SR RIREIE T 48T WRI6, {3 48T WA G A At
[E&]

ARG P T ARBR IR D A b, FER AR e, A P I R S e A A A R L T R R R A



(1R AR AR ]

150 AT AR ERTTR
RIFE VR A AN I TEAT IERA B AE it B S R R
PREMILRZE | R A 7 5y T IR Stk
ARG R A ML IE S W s
Ve AN 7E 7 FAp W EOR 78 /X DL AT
P TRAIAN TR 53 R AAS 2 FEIT IR AIR I
LMWK A R AP IS 4 S T (R R S L A TR ) 5 s A
INFEA K R A ML IE B W A
BEFL NI ARG A KAERS WS, SR AL
U A I [ AN T DRAIE 78 A2 1 7 I 1]
0.D {81 Ut 7 AN IR BV 2 = RO ORAUE A Il 7 i
Wi 0 ) B R IR A BRI AR, P R R DR A A
B ML W SV AL AL I
AR ) 134 FE VG AHHERF T B8 ) A 132
ANIERAIRIREAAE A 7 30 IEFAEAAAEAS, AT TR REA AT S
FEAME ANIERARIREASC A AR B 55 RHUE R I FEAWCEE A AL Py 32

TP FAEREA 5 A

AR A, BRS




