CEA461Ge 96T
A (B2) Ry &
(B IBR S B R MR HER)

BERAY: B
i #

ARSI S, AN IR A2 i !

11 MR (2013 4F 07 A1)

[N ]
ARG FH 58 A3 ELTSA yE g e My« Mg, R0, M. MR big s e d Sl
R E2 i
A7 & N 2]
RIFB R BE WA ZIR BE
96FLHR (Tt #%) 1 96FL AR 75 5 4
PRt i 2 PRt s R 1 X 20mL
oL A 1X1201 L LR RS A 1 X 12mL
oL B 1X1201 L LA R VB 1 X 12mL
TMBJEH) 1 X 9mL 11 1 X 6mL
WBEE (30X) 1 X 20mL A5 U B 5 1
[ B &8 Baksml]
1. 4504 10nm 38 Fr AR AN G TSR A FH T4 Ji P4
2. FLE BN 2 0 o v A A Sk
3. FaBEFE N EP 45
4. ZEMIKE 2 BT K
5. MK 4R
6. BBV A DS
AT & B A7 B B 0]
Lo RIFHEMRA G TR AR FDEAREE LR IRAE . B R, W & 5 15 R bR e . R
WAL R B LA A 96 FLAR AR A7 T-20°C.
2. MR EAR G AT 75 3 O RS 2 s R B OR AT, TF 35 B AR A L N T8 50 5 2 B R A7 T
-20°C, WEFEIE .
HE:

W& A BEAR 2 TR, LSRR SR T 0 2 R RS R S e et s 1T H A e B

7 it L I R A bR e, ORI N BT AT 2420 R DR REE 1



(A< BIRE 51RFF]

I, i B T 20 B (0 A bR A AE SRCE 2 /N ER 4°C 1, #RJ5 1000 X g B0 20 234, B LiERI
A, ok B E T-20°C 5i-80°C fRAF, NG [ A VR i

2. 3. A EDTA BUFF R APUERFIREARA, JEHFRATEREEIG I 30 238N T 2-8°C 1000 X g BL.Lr 15 408,
B EVERI TR I, B0k IS S T-20°C BU-80°C fRA7, {F S i fh 2 5 VAR il

3. HGsK:

D BUEEHL, THA PBS (0.01mol/L, pH7.0-7.2) HiEvEERIG, FREGHH (AP KT LG
HAK)

2) ][RI ] 2 b A) T RIS BV RO REREBOR . B SE R SR NS A%, N 5-10mL T34 PBS 34T 78
SIS, R RRERAEUK AT (A4S ST IR LSS0 « 15 300050 S nT PR R R P B e s 5 R
BE— DA GBS e FE h KA BRI R RRE T ER 2 O .

3) R LS AT 5000 X g B 5 2B, B I L B AT AR

Ay G LR
1) WWEEAH M 75 250 F R A, B ORI i GROVZ 40 M mT B2 3 0l )

2) FRCEE B 40 B v PBS % 3 1K

3) W AMRAN N (AT SE AR, TR R RRID -
i HOS S PBS BRI, FH— 5@ Dy (18 75 I A SR A0 BRI, A A T R R 35 R
i1 REVRRL: R AN MAE-20°C LA VKYR, SR, R 3 K, {40 IR AT .

4) FEARATF 2-8°C 1500 X g Z40 10 40%p, Wt g H .

5. 4l gR BSOS A bR A 3 1000 X g B0 20 3 Bh, BCEIEED AT R, B B E T -20°C 5i-80°C
1, AR S 5 VR Rl

HE:

1. CAEARA T RS, 4°C RPN T 1, —20°C AN 1 AN, -80°C AR 2 4~

2+ ARV LSS RE R S AT A A, DRI AR AR AN B EAT TS

3v ARSI R E, ANV flfg

(R ]

Lo AR T IR AR A S 18 3 i 8 =i (18-25°C), RFUANRE ELERAE 37°C %5fi .

2. FRUESD GE T o BHRARUE S I ARERSFRRR 0. 5nl, T i SIREE KL 10 20 8h, RN S 52 iR /B 50
DABhWS R, JLMREER 1, 000pg/mL. #E 5 MFREARAE S ) EP 4, AN EP B rh i 600 u L HIFRHESHFRBRR
W TR IR =45 W B 1, 000pg/mL, 333. 33pg/mL, 111.11pg/mL, 37.04pg/mL, 12.35pg/mL, FryE N Fi
B (Opg/mL) HEAE A AL ARIEERERERY, BRERFEHFRFFEMER.

300pL 300pL 300pL 300pL

Y A"
= &=

A

Stock —
Standard | e ' B
.\'.’"d“! — a, 1mi
—
Tube 1 2 3 4 5 6

pg/mL 1,000 333.33 111.11 37.04 12.35 0



3\

KU A KK BUA B: Detection A K Detection B £EAH H A iE 0L Nl iy B oAb B, LT E ak
L6 IR DR B0 I o I FH A1 20 01 LAUR AR BV A BR B1: 100 AR (n: 10 1 L AT A/990 u L A H% B
WA, RIS, MR TR PR v S 1) B IR S 56 T 9 (10 e G ) (50 w L/ L), SE e ) I A 22 I )
0.1-0. 2mL.

YW : FH 580mL Z84M /K B 25 B 1 /K ¥ 20mL IR VEH R BE 4 600mL, HEAT 30 f5Hike .

v JEYIVEE: K RS A SR WIT T AR TMB 2 5y — TR s A AT, AR AR RN T E 5

ANBEAR| ] TMB IR o

BIHE it RIRRRE AN BE LA AEACH AT

FrdERR TS Tl HT AT 15 22 8h O] EbnrE sk R RRAE A — K.

FRUER . RITIER A TAEW . R TUVEIR B AR (A B A BRI, AREIRVE . IR AIIN A 7 70 TR
5, RN D ORUESCES 45 R MHERE A ORI, PRI RS . W IRYE BT RO A, R
AN B (R R VAR A I, — XN T 100 L), DU G i il IR 2

H)EEA M CAMBL AR RS R A TR B TR

WURBR P A 4T, WA BN, BEIRY, BRGNS SRR AT .

WG AR AT A 2 T B AR ME A, ARG B R AR 2 gk i 2= BOK s 4, LA
P SER BT IR 1 22, W RERG RS A RANERf, LR SE R, DK

[hRAAb 2 ]

1\

7

1\

Cloud—Clone AR RXPRAMEA TR H T, A FE MRS ERKFEREEATT, HEAEFHIRS
ZRIFEANTRREHE, TERENIER.

SEIG F N T AR A B, WURBR ARSI &, DO R AT RERE, ARRE S5 BAR AT S A S RS Y

VRIS 7 3 LUAH Y (AR B A5 . AR ASEEH] 0. 01mol/L 1) PBS Fiiké (PH=7. 0-7. 2) .

L TRIREAANE SV B ATFIR AR Z T, G T ISE IS0 IE A A, e B AAAEA.

A FHAb 27 24 1 46 TR 2L 25 S B M SR R 1T BB 2 El TR e b2 ) 5 I ON 30 ELTSA SEBG 25 Sl 7=

LREACH A IR i, BRARHEA TN R B2, W dM0RE. g, RS, Ao feff
FERTIAS tH 1 o

FACTAIRE AN EANE N, O A EZENEA, WA S5 A7 5B ARSI B A S i 3kt R AN T
B, TASBEAST I H

FEU R B EERE A, CRAT I TR K AT B 2 A7 A B 1 Rl A v 3 S S 0  SR  2

[R{FPER]

IEE: o BARHEAL . ARIAE R AL AL WARUMESL 5 L, MK 50 w L AR B2 (b i (O3 7
#%2) o AEALIN 50 w LOKFNESR S — B B a—8) , RALMAFIFES 50 n L, K5 37 RIVEEFL I I A
TAEW 50n L, BB, WA, HEEAEGM, Mham B, 37TCIRE 1/ K.

FEFLNWAE, AL 350 b L [RIPEEMVESS, B0 1-2 4050, W2 R W] fid X b B ) B8 FEL B B AR B P9 FRIRAA
ESEE & BRI UZBOKAR, BEsE] 030 Lk (TR R AL AR ), ERDER 3 k. i —Ik
Wl e, ZEANMREREEET. BRLIIRA .

FEAL IR B LA (s FH AT BC D 100w L, bn B7ERE, 37°C I 30 204k,
AEILAWE, BT, TER 5k, Tk 2.

FEALINRPEEIR 90 w L, BEFRERIN HAR, 37°C @B (B AIFAHIE 15-25 2r4h, AZLEIL 30 44,
MEAEALI T 3 FLA W SRR (0, AT 3 SLBR AR, BRI Z8h) .



6. FEALINZ IR 50w L, Zab RN, BRI AL . 2RI I R B R A VR NI A
Ao i BEEAS) —, HRE RN MR 515 .

7. LEMPRBERRBRUE TC /K B LA TS, SR BERRCAE 450nm 95Kl &2 55 FL I 6 3 B (0. D. {ED)

HEE:

1. RFES: ARSI T SRR 4, I IR B3R T, %8, Ui B2k IAE, DT
AT H .

2. DORE: SEIOERAEOEMAH Rk, BRSNS Y. INEERNE RN BT AN, RSN T BRSO,
R A S LRE, R SEERA . ISR, 3 — AL B G — N FLIREZ [A) s T ) B dn SR,
W& FEOREIN “ T E 7 W], AT B S b 5 o 20 S (B PR vt ok S S e . DR, — RN i) 1) (045
FRUE b B BT A RE ) BB 3 RIAE 10 20 Bh o HEFE VS 2 AL T S5 .

3. WRE: APIIEAERAK, SEUG R N b e M AR AR E TR, LR R R, RS B R Pl
AT RSP ERAE, ATAAT I 2 2 N S BEAR AR AL T RS, RTINS ™ A% 30 ST 45 5 PRk 7 H 1) R %

4, YE¥R: ASMVERIAEE R, fERREHERES, FERIERBOT T Yol B SO AL ik R e
WNAEIERAR EHT, 20K IR AR BTN SN AL AWK, [ B SV oA ke B (R A R B, 3 S 5 i e )
REFRCE . IR ABNPEARL, NG 5B EASE R

5. RPCEF T PIEER]: IR I e N s N LI B AR Ak (b, AR 10 2 Bhis— 1), WEE R,
TP IINZE IR 2 1l [N, 3 S ISt 5 AN T 5 10 Tl A (S G 38 88 1 0

6. JEMI: YNEROCIRAT, LEMAERIE T B s B U

7. GSRSEE A RIS T 60%, AR FH IR e i B KO

[SE5 R ]

ARG N 5 S B ER S B 70 VR U E e AR rRARs U K Y- o B2 A SE BT A LR, A RSl AT 284
TR R I A ZE AR BT AR ST bl s R AS) RIS S B R bR ic By 57
PEGURBEAT SEP S o AR Vs ERGTEY), ARG HRP FRic M2 M ER, 20idild 5 A DES Ja IR
Py TMB S, TMB EIL S AL IME IO HEAL T AL R €, IFAER IR R AL B R IRt R MBS A IR SR
PRCHUSAGUARI 25 5 AU 2906, SOk, ORGSR IEMS, 15 P A s R 2 O
Ko HIBEFRXAE 450nm PAS FREWOLE (0.D. KD, THELFERIRE .

[vHE]

ARG 56 A IR S e oy Wi, FTLAREA T B2 & B LB A RO, B2 s, Bask,
A, 2R,

RIRRHE i S AEAS 0. D AR A CIusi D, i B R AL, WINPT DUBRHE S IR BE A A b CREBARAR ),
0. D. fEAREARAR, X EARRRAC b (A AT I IR A E AT 704, W1 curve expert 1.30) £ HixdE £
CRAETT R NAR BN T7 B 5 R2 (R E, DA R2 (DB T 1 %) ARFEAE M 0. D K, ihibndt ph 42 thAH Y
IR EE, FRLIFRREAG L sUBREYI IR LSS 0. D. AH VS Rl 4 i [V 5 RE K, OREFE G 9 0. DL AEARA 5 RS,
TSR MRS, PEIRLIRRREAS K, RIVAE Al RSB aR

(SR %3]

N TR, R BAS R T O.DAE N N &, JA T2 R I TSR Al it ) O.DAB AT A BEARAR (X Hil), AR
M SR BE RO PARAR(Y Bl R TSI RAR SR (AR . BOWEOR . VEBER AN R 2 F55), At
ML) O.DAES ATzt . Pkt ibrnE th A S %, SU6 2 BRI B O SE0 A SR v 26

0 S



B

w

L&)

=9

0.5 1 1.5 2
Optical Density

HE— R (B2) R BN A 22

Log. of concentration

[k 0] 3 ] ]

12. 35-1, 000pg/mL

[ B eIl B

4. 38pg/mL

BEAE A 20 A28 AR i (RIBRHE S B Y80 DU 5 11001 B L ok A5 b T 2 T 0 2 [ 9 5
[ et ]

ARG TN B2, oA il 5 e A B i TE W 4 A8 SR
1152 BB B FEARIE AT BR ], AT RE 5E Ot B A A R BB oA SO Rt I, DR AS TG AT vl e R 4
A P I B oA A R o

[l ]

73 TR AR S AEA I — € B B2 OIdskedl ), BRI EIFTHEIIE, IR G IEE 5 Bt (E
HIEL 2,

FEA [ 225 (%) P [ (%)
13 (n=5) 84-97 91
EDTA IfiL3 (n=5) 91-105 97
JH# 12 (n=5) 81-95 88

[2& ]
70 58 (5 L35 S 3 REAR N INNGE B/ B2, FFELLABeR 1:2, 1:4, 1:8, 1:16 MIFFAEA, ZetEvsHE hHR G
FEA A E2 Er 8 il e -5 HS (E M TR

FEA 1: 2 1: 4 1: 8 1: 16
13 (n=5) 90-101% 81-95% 83-97% 91-101%
EDTA 1fi.3% (n=5) 87-95% 93-106% 85-99% 95-108%
2 K (n=5) 86-97% 95-105% 89-103% 84-97%




[ B ]

5 B FHRE B2 (E AR 5 R B CV Kok, CV (%) = SD/meanX 100

e 25 BRI FI GG Py RS (R A AT & S A, SR FEAIE LT 20 Ik, 40 AvE AN [k B
AP 341 K SD 1.

felZE: B 3 MAFERGR ARG B T s EFEARE T 8®lE, BMEAEHR —ARGER
W5E 8 ¥k, 43 MITHSEAN R BEREA (1P 2448 & SD fH.

HEH 2. CV<10%

fEm 25 CV<12%

(35 % 1]

2o, WA ROW N AR RO/ A, HAR PERRAR AN T 5%,

AN A B A ZORH R G R F R A B AR, SEe S PR A A E i RO R — 8L UL SER = R .
JE R T 4 o FEK H ) — S G SR AT A T N R iR 22

(LR RFE]
1. SEIGHTARAES,  RA) SAEAFIHES
2. WORE (haESh FEA) 50u Ljg, SERUINAR IS AEASO 1 L,
3TCHEE 1/NHT
3. VEdR3IK;
4 IR HEBLO0 1 L, 37°CHFE 3070 8h;
5\ %-E*ﬁt_)‘{j—’\?
6. HNTMBJEMI90 u L, 37°CHEHE 15— 255044,
7. g ibwis0n L, S7ZEI450nmizEl .
(iR ]
1. T &M AR BARACTE AN BEXT BT (i 02 B $E (L B A JsUR BT T i 58 2 5 00T, AP AT REAFAE
— 5 B R AR K
2. AL AE R SR A RE . SEI0 A FIAH CERAE DL I R SE G PR EE B UIAH G, 15 45 A UE S 78 AR I FRAS
%o

3v AFEHLIRA R = ST RS A VG, s R R AR DU R A TR S, AR TR A B AT
SEIGHRAE, WL R BN E S

4. RA A AR SRS A BRI A IR, A eI SLA & R 7= i o U™ R s AR & 1
SEIG Ao B B AR IR U 45

5y (ERAE Sl B IR ok SR i B B AR o BT IR 5 20 5 K LA 1R 28 R AR s B, AR B
IKAETG ) TP F BOH IVET R ) 45 53

6. WITFE MBEEAR AL ] Re G D VKB, O IER IS, AR S 45 Wl T2 . 5 2138 i i
Pt ML BEAS L

7. HTHEAEFEARG., H4F KRR P AR A 1l B FEE R G = . WEE R %™
BOAT Al B 2 vt B S, AR AR A, A C A5 450 £ 10nm 386 B IR FR AL, H 2 B b 40 = o B 4E
0.001-3.000 0.D. 5LA .
%} ELISA BRAEAN BRI A LL S A ( http://www. cloud—clone. us/homepage/operate. htm ).



At A 8 AE R T AT R 3EAT PSR 5

] — A P AEAE T ) — 7 i, A AN )T I, BT Re s RS IR i A 22 S AR AN TR S 2R, PR

WA ) AT 2l ARl (H i TIssm A A e B AP 25w, WRESIE ORI TR S ) 4R A

— HEA R SR ZZ R MR 00, X 1XR i Ol & I AL 2
10+ ARG GRS FAt ) 5 R S5 mAN R 2 I R]— H R B 07 S ABORE L, P AT AN AT RE 2> A AR AGT I 4
FA—HHIE I
LIy AERAE U FIFEE ] 1 48T Blof &, (H 48T WG Il .

(& &)
ARG AL TR GR IR AT £k, LRGBS T, A P R A 3 S A R L T A Bk R R A
(1R A ]
150 AT REJR ERTTR
RIFE VA AN I TEAT IERA (AR AE it B S R R
PREMILRZE | IR A T 5y T IR Stk
ARG R A AN EAS Wi
Ve AN 7E 70 FAR S EOR 78 /X DL AT
P TRAIAN TR 53 FR IR AAS A2 FEIT IR SRR IR
LMWK AR R AP IS 4 S T (R R S L A TR ) 5 s A
INFEA K R A AN E A Wi
BEFL NI ARG KAERS AT, SRR
U A I [ AN T DRAIE 78 A2 13 7 I 1)
0.D {1 U A LA IR ) B 2 = R ORUE A Il 7 i
Wi 0 ) SR R IR A BRI AR, P N R R DR A A
B AL W SV SR AL I
7 R T TR] 2 FE VG A HERF T B30 ) A 132
ANERAIRIREAAE A 7 3C IEFEAAAEAS, AT TR REA AT S
FEAME ANIERAKIREASC A AR B 575 KR I FEAWCEE AN AL S 32
TP JFAEREA 5 A AP EREA, RS




