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—: BEER

F#iZEbeta (IFN-beta) @B RAFGIEZ EIEYFML FRIEBEY BIAFEN—MAREF. ©iEIHIFNARIFIFNAR2ARHIIZAEEY)
ETHERES, FHETEMEMIAK/STATSRZEESMERENRE, BiF, AIERTTolSE (TLR) SRR
FISIFN-betatii=4E, FHZ=beta (IFN-beta)E SSRGS RN 2 A WBLEST . FHREERATEE ZNATEE
BENIGEATT, X EIETA B FIRMAT, RS SRt EE A B,
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3.1 ESARY (PIIRER450 nmA1630 nmIUEK);

3.2 BREEBRER R R0k,

3.3 BATKEHEBFIK;

3.4 AR (TR FEN5EAR) 5

3.5 EPE (BT RN AERRIFR);

3.6 KEMSRE (BFHET);

3.7 R FIEME;

3.8 100 mM PMSF (phenylmethanespLfonyl fluoride) 77fi&i#& (1 g PMSFAF57 mLRRES), HFAFEXEAR,;
3.9 A FELISASERAVEUR DTS HN S (MFESEINE %), . Origin, ELISA Calc%k,
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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard FEESR - ARTAMR 500 pg/#h 2 R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 L/ 1%
Sample Diluent PT 1-ef FEARHERER PT 1-ef 30 mL/#h 1R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAR 35K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BRES

6.1 M58 £ MARAZSREE 30 minfS1000 Xg B015 min, BLEETEMEERERE 20°CEN, BRE SR,

6.2 [%: A1 FEDTASETEEIoHTEER, FASREES 1000 X g Bi15 min, STEMEMZSEE-20°CIa, B R S RR(ER A7k
AMSTTIESR, FRIAMARARE TR,

6.3 4B b3 WREMIIRIEFETE, 500X g BiS minBLLE, TEMERSAEE 20°CTEH, B R SRR,
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+: HNES

7.1 %F& (1X) :

WMEFEFR (20X) BRENTH, 3T°CIMAERELIVAMR, R 20HREEHTHE: WERB0 mLIRGERER 20X) , MOAN
570 mL BAKHEBFK, BEEER (1X) o

7.2 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

RGN AILE. MFEHAR1I2ER; M EEHAR12514%F; HRXRE. MIENEENESTRESBUIENNE.
7.5 BERENIREM:

fERL mLPT l-ef FAMRRE BT AR, BIEREOT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
m {3« Ve D N
= N K_,/ (L 4 A

ow VU v UV ¥ =
500 pg/mL 250 pg/mL 125 pg/ml.  62.5 pg/ml  31.25 pg/ml. 15.6 pg/mL 7.8 pg/mL
Add # pl of Standard
diluted in the previous = 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pl of Sample Diluent
1000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT 1-ef
"Sd?" "Sd6" "Sd5" Ilsd4ll Ilsd3|| Ilsd2|| "Sdl"
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J\: LT E

KEF, FERMBHEAEZEFHE20-30 min KNHERER. HRPIFCESENERERFAFTETHEE, AR
) ; E#fTiER. BRURTEEAMEN, SHiesk, BREMBILIRNARE, FRNEF, ERARRME
o

8.1 RIELILAE, MEFTEMRIMIITIRTE, MRRFMATEIBRNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL SR ARRRR100 UL, RFLDH IS ERRRAREmBERNAEZA100 pL/FL, 3F
EAEFESE (BWNERMIEREBET, REMEIWIRE, WERLLFREM, 5-10 minFepiifs) ;

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BAERE GHFER, SRMEIASEREEHSEF) , FRIF, BT

2) FFER (1X) FHRS, SFL350-400 uL, #FGE, BERERTIRE, EERTBAR, BREVENMRILUNRFTIE;
8.5 &FLIN100 pL iliFHR (1X) (BREHAFEEEDT.2), HEHRE, 37°CHELh;

8.6 EESES8.4;

8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;

88 EESES84;

8.9 B ZFLMTMBE®R100 UL, 37°CEEE 15-20 min GNRENGBHR%, FHEZEKEBETE], FBiE30 min;(RFE®
YRR TR, BRRYENFTINELTESEN, IEZe, B7ER) ;

8.10 &1k: SFLMNALLRIO0 UL, BEETEE, KIBRSTMBEERVIFIRNF—E; (IR REMRKERERLIDR)
8.11 3 LA630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLAICERE (ODE). MANLLERES minR# TR, EF630
nm RIS, WAJEREMA50 nm IR

8.12 #EDIT B MIEMANEANODEFHEZILNODE, RESFL, BNEFIIE, IR ERBRENEALTT, OD EHHE
15, ERATWERHE (WOrigine ELISACalcs) #H{THUSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERENOT:
7t S K A= NN TOERIRER WERE

1 | FRAEmEFEA 100Ul | 120 9% 4% BREE3T°CEE
2 | HlTE (1X) 100 uL |60 3% 4R BIEE3TCHE
3 [HRPARCHEBZRFEME (1X) 100 L |40 D% 4 BIRE37°CHE
4 [EBTMB 100 L | 15-20 3¢ RRERF BER3T°CIFE, Bt
5 |&LE& 100 L |0 %d NRERR
6 |[MIAZIB&RE630 nmARIERKE, 7450 nmbMIEO0ODME, IR IREES S #
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9.1 Z2ZfrihE

x4

Four Parameter Logistic (4-PL) Curve Fit

Optical Density

=
1

0.01

1 ) R ")
Human IFN-beta Concentration(pg/mL)

2.2 KREE

RARBEE: 3T ARIRENFRERANEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K

(pg/mL) 0.D Average Corrected
0 8:81; 0.016 -
7.8 gzgﬁ 0.045 0.029
15.6 8:g;§ 0.079 0.063
31.25 8:1277’ 0.140 0.124
62.5 8%2 0.297 0.281
125 gzgig 0.629 0.613
250 32‘1* 1.238 1.222
500 ;:;gg 2.313 2297

RPIFEEEE (CVA)

IRIEWEEE (CV i)

BR #HE  FHE(pg/mb)  EE  BREBCVY HE TYE(pg/mL)  EE  BRRBCV%
1 20 228.6 7.7 34 24 221.8 3.8 1.7
2 20 55.5 4.0 7.2 24 55.6 11 1.9
3 20 10.7 0.8 74 24 119 0.7 6.0

9.3 INAR[E W=
REATRIE, METMEEMEES. P B3 NRE, #TAIFN-betabIMFEIRESL, SRITF:

E S HREEER & (%) SEE (%)
= 12 84 75-96
1:4 98 80-127
o 1:4 117 96-125
18 109 91-125
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9.4 & 1E
MAAEAR, RUREREALETAIFN-betal R, LRNT :

EFieit] ¥HE (pg/mL) SEME (pg/mL)
A& (n=16) 40.2 18.8-88.3
A L5

EE10%R4IM7ERY Kaighn's Nutrient Mixture F-125577 8T AfEAREAS49, EEMRETCEEZEI0%MU L. MBI HIER
RIBEAE10 ug/mL( poly I:C+ Lipofectamine 2000 (LF2K)) RIS T 57724/, UeER4BRE E5E, HIQMAIFN-beta BIRE,
r— (pg/mb) |
RRIE
R 80.9

9.5 R E

20N EENZFLFHYODEM LAENEESEIFIODET NINVERAINS B NAREE, tidFIEF AIFN-betafI REE 0.7
pg/mLo

9.6 £

AMBEFRMNSRERIAIFN-betaEH, BEBREOUFARIITENE, A DB NSRRI mOUF AL
t, BRERNERATARHERERN, SEHEnT:

TR

5918 (%) 80 100
e SEE (%) 79-81

S48 (%) 102 110
H SEE (%) 100-103 100-115

$918 (%) 120 100
e SEE (%) 119-120 87-116

5918 (%) 127 84
1:16

S (%) 125128 82-86

+: BEXE
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