CEA607Ra 96T
BRE AOXA) BRI &
(BEER e IR PRI V)
BEREY: KR
v
ARSI T, ASH T IR R Z !

011 MR (2013 4F 07 A1)

[P LA ]

ARF i 54+ ELTSA 8 Bl KRG . Mg . HL509%. M. Miksss B sate et
YAk 0XA &

&N A ]

RFI LR ¥E R LR ¥E
96FLAR (TS #%) 1 96FL b 74 it 4

FrfE dh 2 P S A R R 1 X 20mL
For I A 1X1200 L I R A 1X12mL
For N B 1X1200 L 0 B B 1X12mL
TMBJEA) 1 X 9mL 11 1 X 6mL
WPEEI (30X) 1 X 20mL A FH 1

[ B & B8 % K]

1. 4504 10nm P& Fr BIBEAR A (SR A8 BT B i i)
2. PRE B E R A Sk

3. MRBEAE AN EP 4

4. FEIKEL B TK

5. MK4R

6. BIRVER A A

WIS A R R0

Lo RIFERRRE: AR EFs /e R, WERAH SRR PO AR UE . A D
WA R B LL A 96 FLARIRAE T--20°C,

2 AFFHE IR E: AR T e R AR 28 BT 7 IR S OR AT T 35 IR B A AR o I 350 )5 85 B DR A7 T
-20°C, Gl .

FEE:

RGN BERR S TR, SRR R T 2 A AT HE R S R R R L AN TN e R

7 I SIS TA) L& B ROARZE R HE,  ORITII N BT 2 53 A DR AR 1

(AR S RAF]

Iy I CKRUCEE T I35 4 B 48 (B A I AR AR 70 S 3R 2 /NiF Bk 4°C 37, 4RJE 1000 X g BSo0» 20 4h%p, X 35 E)
], B R T -20°C B-80°C {RAF, {H NI e 5 4R




2. 3. H EDTA BUFF R ABUERFIREARA, JEHFRATEREEIG I 30 238N T 2-8°C 1000 X g BL.Lr 15 404,
W SRR R I, sk B E T -20°C 50-80°C RA7, {H SV I Hh Sz A VARl

3. HGLK:

D BUEEHLE, T4 PBS (0.01mol/L, pH 7.0-7.2) HEWLERIE, FREE&M (AL KT B G
AR

2) ][RI 22 Rl A) 3% 07 V08 BRI AR BOR . 1 e A RIS N A A%, NN 5-10mL Fil¥e PBS #E4T 72
SIS, R RRERAEUK BT (A4S ST IE LSS0 « 15 300050 R nT PR R R P B e s R R
WA GE P B R PR BRI B s R RAE TR 2 0

3) B AT T 5000 X g By 5 43k, B E_E IR E Ag RS

Ay G LR

1) e J o 200 P Bem AL, 2O R CRI7 40 I T A Ol R D
2) RS 2 40 M ATV PBS Wt 3 K
3) WAL Ol Sl A i A, PR R R -

i BRI UG R PBS BN, s DR K A AL B LR, (AN SRR S
i1 RERRL: BRI AE-20°C LURVKER, SB[ 3R, 1EAN I IR .

4) FiprA T 2-8°C 1500X g Bl 10 70, WA EiF 4

5. ARG IR LIE e IS AEMIRRA: 1 1000 X g B0 20 434k, B BE R ATAS I, BOKE B E T -20°C 5-80°C fR
17, EN 38 G0 S 52 Vi

HE:

1. DL EFRA B BMRAE, 4CAREN/NT 1, —200C AN 1A H, -80°C AN 2 ™A,

2. ARV SRR JE R g R, DR YR I AR A AN B AT IS

3 BRAE TN RS M =, AN IV 2 B

[AFIHEE ]

1. AR BT A R A bR A 22 18 21 22 50 (18-25°C) , I RE HLREAE 37°C Vi filt

2. FRES: RAK) : FEARUE S MR SRBIE 0. Onl, 50T 5 ST E ORL 10 Ak, RN s R /B ) LA

WhvafR, HIKEEA 1,000pg/mL. 4 5 MRREARAES 1 EP A, A4S EP 45PN 600 1 L K ARHE S AR BRI
ME PR IR = A5R R 1, 000pg/mL, 333. 33pg/mL, 111.11pg/mL, 37.04pg/mlL, 12.35pg/mL, PRt mFEE
W (Opg/mL) HIEEAE A2 AL, AREERERA NN, SRS BRI

300uL 300puL 300uL 300uL
rf:1f£ﬁ L _—
Stock

Standard = - ' o
\|,nd.:l|‘ e
k"‘—;—'—"j

Tube 1 2 3
pg/mL 1,000 333.33 111.11 37.04 12.35 0
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KU A KK BUAW B: Detection A K Detection B £EAH H A iE 0L N ol iy B 0B, LT E ak
L6 AU B0 I o I FH A1 20 01 DAR AR BV A BR B1: 100 AR (n: 10 1 L AT I A/990 u L KA B
WA), FRATVRAT, W HT NS VRS UE S R IR SE 0 T A S B ) (50 w L/ L) S G I AN 22 7 o
0.1-0. 2mL.

WYEHRIR: ] 580mL 251 /K ik 25 B9 /KK 20mL IR ULV R R 22 600mL, HEAT 30 15 e

5. JEVIVER: E KA A S I BT T ARG TMB &2 5 — T e rh Al ], A h AR RN T E 5,
AN [A] TMB i

HEE:

Lo T ARUE R Ch oA, IR AT REGVAE 2.

2. FRUEMFRRE AN BE AT AT .

3. FRAESRIE TG 15 2B N ECH] . bRk R BE A —IR.

4, PR RBURE A TR, AR B TAEME M HIAH D MR BCT, ANBEIRIE « RSN ZE R 7840 TR

5, W D ORUESCES 45 R MHERS AR ORI, PRI RS . W IRYE BT RO A, R
AN R R AR VAR A I, — XN T 100 L), DU S il B 1R 22

5. ) EEMH OB ARES . RV A TR B T/ER.

6. IRV P WA 45 AT, IECIREEEE, BRRY, 2245 SRR TECE .

T WA R A, % T E S CARBE A, 7ERCE S AR b R Al ok e 22 B BG4, LA
S b B AR 1 BE 7, P REIE RS 4 ANER,  HE RS A ETR, TE A RIXEEAK

[FrA s3]

1. Cloud—Clone A AXRAGAR M, A3 EMEH LA ST EBRIEANEENAT, EEAEFHIRS
ZRIFAN W RMEHE, MR KL

2. SEEOHTNTARAS B &, W SRARAREEIE &, NN BRAREATRRRE, AR IS AR A AT G 70 S R v
B IR 2T A . P R 5 4L

3. HPTRFEAN SRR A, @ T TSI I U AT S, R B AAAEAS .

Ay A AR SRR R 2 T AR 25 2R Bl B DO PT B 4 bl T S22 i 5 | N33 ELISA SE50 45 w2 .

5. EMEACHANMEEFR BE, PRZRFEATINE 82, W ARRES. AL KRR SE, Priln] Gefs
TERTIUAS H (15 D o

6. FLCRMREANENRD, OHEZLEAZEAE A, TR R A 55 A A f Ak K il 3R pAAN UL
BC, TASBE A I

T VR EEREA, RATI TS W] RE 2 A7 1 B 1 PR s o 3 B SIS e 22

[BfEPIR]

Lo ndE: Ay BEARUESL . FRIURES L. 2 AFL. BARUMESL 5 FL, MU 50 1 L AR EE Rk UE S OLRFIHE
#%2) o AL 50 w LORKFNES S — B B a—8) , RALMAEFNFES 50 n L, K5 37 RVEEFL I I A
TAEW 50 L, BHERD), WY, FEATASM, BFsEon BEE, 3TCHE 1 /M.

2 FEEFLAMIAR, RFFLA 350 u L MOVESRVESS, R 1-2 40, s ORI fi S ARRE) ol FEL 3t A RAR Y FRDVRUAA

FESER & FARERLZ WKL, Bt A T LR (BTSRRI ), R 3 I Ja—Ik
Wl e, ZEANMRRRTEEET. BERIIRA .

BEAL IR B TR (s FHATACHD 100w L, bn B R, 37°C A 30 704t
ALALPNHAE, LT, BRI 5 Ik, JiikFREER 2.



5. HHLINEYIMEIR 90 u L, Bgbstn BAIEL, 37°C bR (S NN I 15-25 208h, ARSELL 30 734,
MFrEFLI ST 3 LA W B G, AT 3 FLBA AR B, RITT 4R .

6. REALINZIEREE S0 u L, LR, BB, ARG N A I G A
o WIHBLEEAS —, THRESESIARR LIRS 15 .

T FERORBERS R IO /KR AL NS A, S BB FR A 450nm I &% AL 6 3 7 0. D. KD

1. RFES: WA RS0 T T SRR 4, I A LA B3R T, 8, Ui B2k IAAE, DT
AL -

2. DORE: SEIOERAEOEMAH Rk, BRSNS Y. INEERNE RN BT AN, KRS0 T BRSO,
R Al e fUEE, 2R S8l s) o AR s, 55— AN L5 fea — AN FLInAE 2 [R) FrRD Ak ] (7] B G K
W& FEOREIN “ T E 7 W], AT B S b 5 o 20 S (PRt Ik S S e . DR, — IRNAE IS 1) (45
Bt i S BT R ) BB hIAE 10 208 . HERE BB R FLIEAT 25 .

3. WRE: APIIEAERAK, SEUG R N b e B AR AR E TR, LR R, RS B R Pl
AT R AHRAE, ATAATIN 5 HS Y. 2 S WA AR AL T8RS, [ IS IV P 28~ 45 52 1RO 7 I ) AL P

4, YE¥R: ASIVERIAEE R, fERREHERES, FERIERBOE T . Yol B SO AL ik R e
WNAEIRAR EIT, 20K I AR B RO SR AL K, [ B Sy R Gk B (R AR R B, b A s i e )
REFRCE . IR ABDPEARL, NG G R EASE

5. IRNZETE R NG e R R N AL B R A (R, RERE 10 - 5iis—ik) , Wi six,
TP IINZE I 2 1l N, 3 e S ISt 5 AN T 5 10 Tl A (S G 38 88 1 0

6. JEYI: IRYNEROCIRAT, {EEAF A B o LR U

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

[SE5 R ]

AR G P 6 A IR e B 73 i I E AR AR PR ARF I K- o K OXA PR T B LR B e i F AR, 0 B i AR 2 A
TEABHTARIAL R I A 2 A0 I PO ARSI BT bl BOREAS) - Rl BT S B 3 s DU 57
VEPURRHTSE R 4 o IR BJE AR ERRG W, SRIFMMA HRP FRc MR AR, 2eidif & R dess a AR
Py TMB S, TMB EIL S AL IME IO HEAL T AL R €, IFAETR IR R AL B R IR o R MBS A IR SR
PRACHUSAGUARI S5 5 U 2906, B ORK. BOMGRK SR LIRS, 105 RE 5 PR B & 2 5O
Ko HIMEFRXAE 450nm PAS FREWOLE (0.D. KD, THELFERIRE .

(]

AR 5 N 5 S PRI BRI S MTids, BT LAREAR H OXA (& s S B RS, OXA &R, Sk,
BEBG, R O,

FIFRIE S S REAS 0. D ABAE BT (CTLri D, i B AL, NPT DUBRHE S IR B A bR CREBAR AR,
0. D. fEAREARDR, FEXTEARRRAt b (A AT I/ IR A E AT 704, W1 curve expert 1.30) £ HixHE £
CRAETT R AANAR A5 REvH S R2 (EORE, LA R2 (EAGRAIT T 1 4. MRAEFE N 0. D. {20, Ayl e 5 AT
MR EL, TR £ sMIRRAEY IR EE S 0. D. A vHS ARy R £ (0 [R1 5 R K, R A 10 0. DL AR T R,
TR IR, PR LM, B RE S IR SRl

(SR HE]
T TS, SN AR O A i, AT PR SR AR A 0 O.DA A1 BEARKR(X i), ks



HE SR BE R B PARAR(Y ) TSR SAF AR (A . BEOR . VBRI 5 F55), i
ML) O.DAESAT TSt . BTkt brnE A5, SU6 2 SR B 00 SE0 A ST AR 26 o

B

W

[~

—

0.5 1 1.5 2 2.5
Optical Density

KR EARER A (OXA) KB AmvH i £

Log.of concentration

(RSl yE R ]
12. 35pg/mL-1, 000pg/mL

[ B Az 0] F]

4. 95pg/mL
WA 20 /N2 R h (IR S R0 W52 0P B80T — 5 Rl 2 RS VR«
(4554 ]

ARFN G AL OXA,  Zeferiil &5 J e AU e W) S A8 SR N o
1152 BB B FEARIE AT BRI, AN AT RE 5 Ot B A AH R BB oA SO Rt I, - DRI AT AT vl e R
A P B oA A R Y o

[ ]
G SR B S RPN — 2 B OXA CORRER D, TEASTMEIFH SIS0, e P 0 S R
L.

FEA (e e (%) P [Ef AR (%)
113 (n=5) 78-92 86
EDTA IfiL## (n=5) 89-104 95
JHZ 1% (n=5) 83-97 91

[£ett]
5 EAB ML ML IRAEA A I IE B OXA, JERFLLARERG 1:2, 1:4, 1:8, 1:16 FIFFIIFEA, Stk E 4 Fiks
JEFEA R OXA 2 8 A E 1 5 BB L S



FEA I: 2 1: 4 1: 8 1. 16
113 (n=5) 94-105% 82-96% 93-101% 90-98%
EDTA IfiL3% (n=5) 79-91% 88-103% 84-94% 80-94%
JH 2 1% (n=5) 88-98% 93-105% 84-98% 93-102%

[ 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 I, J3 AITHEAS IR BEAEAS IR~ 2448 f SD i .

L 25 CV<10%

fEm 25 CV<12%

(35 % 1]

2, WS AR RON N AR R A, HAR PERRAR AN T 5%,

A INAIES R R G A H S A B P S, SR A PME A R B AR R — 8, UL SR = N .
JE R T 4 o FEK i ) — S G SR AT A T N R iR 22

(LR RFE]
Iy SEEHTARAE S 50 PR I 2%
2. WORE (haESh FEA) 50u Ljg, SERUINAR IS AEASO 1 L,
3T°CHFE 1A
3. VEdR3IK;
4, IR IEHEB100 n L, 37°CHEE 30781
5\ %-E*ﬁt_)‘{j—’\?
6. HNTMBJEMI90 1 L, 37°CHEHE 15— 255044,
7. g ibwis0n L, S7ZEI450nmizEl .
(iR ]
1. HTIA AR BAR K MASREXT T (i 0 i Se L B A JEUR AT R i % e 5 0 M, A T REAFAE
— 5 B R AR K
2. AW AE R SR A RE . SLE0 A A CERAE DL IN R SE G PR EE B UIAH G, 15 45 A UE S 78 AR I FRAS
HA o

3. ANFEHLIKIIE = ST RE A DVFZN, 0 RrINPR . REE LK B AN Ta1SE, 35 it alsn) & e kAT
SCH R, MR B ES % .

4. R HABG R BCE A RECRERIACR , ASREIR I LA B i 1™ o A A% ST A
SR UL A A B doe R (A 4 L

B FERKAE Sl T R P R SR R B Ee AR s R o I BRI o A o K DA LR AR B AE I R g, AR A
IR B AT H0RE 3 B30 DA R A 25 2R



6. WITTE HIBGICAR £l nT R A DV KEEYI I,  ORIEW NG, ANant SEU0 45 Al BUTAT 5 o 38 2042 ik il
NN SN
7. HTHEAEFEARG. H4F KRR P AR A 1l Be s FEE R G =k . TE R A %™
ROATAM B 32 15, R U AR AS, 13508 I TC 4645 450 = 10nm 386 F AOBEFR A, L% Bl b S0 3 BB 76
0.001-3.000 0.D. 5kLA .
X7 ELISA BAEAN BRI 0] LS A ( http://www. cloud—clone. us/homepage/operate. htm ).
8. [Al— A FAAE A R —7= Sy, WA RIS ITIE, ] Gess AN G 1) > 22 = AR AN [ S5 SR, DR
A5 FH 28 0 BRI A R B 84T S 56
9, AL AT ASATI, AH TSR A S S A 2 S, TR SRR A R S T A ARA
— A R R ) 22 K s O, R T I I LS RIS A 3
10, ARF SR 5 HoAh) SR 2GR0 G BN [F) 7 V28 0 ) — B R EE ) 7 S Oer b, SPAT RS v e S5 AEAE A 25
A — B L o
11, AERAE U ARG T 48T W&, 1 48T R & A il st
[E&]
AN G T PRI AE ) 2 b, SEEAT MR bl A ISk S Bl A ) R T4 B IR % R A
[l R ]
1] % T BB JR B il TG 5
B i 2 AN IE A HEAT IERA IR BR AL o B AR R
PHERIERZE | W UERAN T S FR3 TR A D%
WA R AR IE s
VEFRA RS, Tt W45 R A A P AR i
Po— TR 78 5 A BGAFAS 2 ﬁﬁ?@@*ﬂ%ﬁﬁiﬁffﬂ
HE RISk AR I A P INAE A8 S SB[ Sk o A T 1 7 AR 7 B
IFEAKE 1 R AR IE R s
BEFLIMIAGR A KGA RAER WA, R A
B IS T AN IE A PRUF 702 Rl B I [A)
0.D {1 B WL AN TE A B e T S R ] (UM =S
At AR 1) B A 2R AL WIS VRA B PR DR, B N AR BR A 7
WA IMAZ W USSR SN s (VL 1 IV o3
B HH T B TR 2 5 T 1 B 7 1R S 5T T) P 24
AN IERIRFEA g A7 7 20 IEFEAEREA, AT AP A AR AT S50
HAE ANIEHFEAS S A4 2 5 % RIBEAf R REA AN A 2 5 1%
R AR REAS 25 IS fERVBEREA,  HA S




