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RYE: 0.11 ng/mL
KMSEE:  0.39-25 ng/mL
FA & tAFIERTFEENME. M3z KA _EE+a AFAS/CDISRE

FEmNATHFRR, NMERTIRRIZET
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Fas (CD95/APO-1) B—TERIEER, BTFMEFSEATF (TNF) REBHRIK. FasrlLUBISHENENFashiiAsiFasiciAE s
quEHH@ﬂt FashHUE L SEHMAMANIFL T EENERE, SECEUIBESESESY (DISC) B, FasHSHVAIREET RIRETE
FESINEMZH/ SHRERIBN A TR B R RIZER.
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=: FEHENKRSEM

3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 Origin, ELISA Calc%,
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m: HF2AD R EF

L &R i 58
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard PR - ARTAIR ¢ 50 ng/H#h 2 #h
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARZHMIARZER (100 X) 120 pb/z 1%
Sample Diluent PT 4 HERHRR PT 4 30 mL/#E 1R
Detection Diluent MAHER 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEFTZR (20 X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution KIERK 12 mL/#R 1R
Plate Cover Seals ELE 4 3K
EESMH:

1) RABRAFERIE2-8° CEHTHEBRONAHEE-20°CR U TERLE

2: EABRFIERE2-8°CERTR

3: BREEFERAMNINER FEREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERRSEG-20°CHER, #RRkEHh,

6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4AfE_LiE: WnERRRIEFR AR, 500X g Bi05 minBY L3E, IZBMEMENEE-20°CHFH, #RRkEFR.
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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 HRPiRIZKWHE (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

R T . AIE. MIRAMAME EEFARL2MERE; FmkE. MENHEENEZR A ESEIIERZE,

7.4 BEBRENIEM:

fER2 mLPT 4 HAWEREBITEm, BIESRENT:

500 uL 500 pL 500 uL 500 pL 500 iL 500 uL

[ \
/

| | \ | ‘
olI8 | I" “; \ / \ / \ / \ /
o w VYV VY VU

25 ng/mL 12.5 ng/mL  6.25 ng/mL.  3.13 ng/mL 1.56 ng/mL  0.78 ng/mL 0.39 ng/mL

Add # pl of Standard
diluted in the previous = 500 uL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# pL of Sample Diluent
2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT4
Ilsd7ll Ilsdsll IISdSII Ilsd4ll "Sd3" Ilsdzll "Sdl"
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J\: LT E

KRE, RERAMBANEZEFE20-30min (HRPIFEZEMHAERERFIREFEHER, AN ; EHTIRE
may BFALRABEFIMER, SEifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,

8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;

8.2 1A%, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLDH IS ERRRAANERBERNAFEZAR100 pL/FL, >F
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 HRPAREMFHA (1X) (BRIAFIEEEHT.2), ZEHRER, 37°CHFE40 min;

8.6 EESES8.4;

8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIRENER%, PIEHEK E B8, FEI30 min,(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 33K L1630 nmARIERAS, FESHRHMYAEA50 nmiB B R FLBIEE (ODME) o AL LERIFS minfA##1Ti5EK, £H7630
MK, BAJEREMRA50 nmik IR

8.10 HiENH: S MIERMFARRODEFHEZFLHIODE, IKREE L, ETIIE DANEmMBVRE NEEIT, ODENHEL
15, EATWERHE (WOrigine ELISACalcs) #H{THSHIE (4-PL) , RIEFANODEMINEMLAHELINGRE, TRUFFE
BIREIF AN TNRE,

BIERIEWT:
=N TTERIRER BeRE
1 | PEREEFA 100Ul [120 9% 4.; BEE3T°CIHE
2 | HRPARIZEMGUA (1X) 100 uL |40 9% 4R BEE3TCHE
3 |E&TMB 100l [15-20 /% TEEHA BEG3T°CHE, Bt
4 | &R 100 UL [0 72%F FRELF -
5 | MAZIBREL630 nmARERFEK, £450 nmNE0DME, I ERINFEE5 28
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: Rk
9.1 Z2ZfrihE

x4

(ng/mL) 0.D Average Corrected
7 Four P ter Logistic (4-PL) Curve Fit 0.065
our rarameter Logistic (4- urve Kr . -
0 0.062 0.064
0.129
. 0.39 0.118 0.123 0.06
= 0.207
E 0.78 0.197 0.202 0.138
3 0.361
€ o 1.56 0.363 0.362 0.298
S
. 0.644
3.13 0.612 0.628 0.564
1.185
oot + .' - 6.25 1062 1.123 1.059
Human FAS/CD95 Concentration(ng/mL) 12.5 1.963 1.934 1.87
) 1.904 ) )
2.583
25 2477 2.53 2.466
9.2 BERE
IRABERE: 3P TERENFEATERAEZESNE 2008,
IREMERE: 3P TERENFARERBEZESNE 247K,
IRAFEZEE (CVA) IRIEWEZE (CV (&)
FHE (ng/mL) TEE  TREHCV% HE FYE(hg/mL) EE  BERERHBCV%
1 20 12.74 0.50 3.89 1 24 12.18 1.17 9.59
2 20 3.11 0.14 4.38 2 24 2.93 0.28 9.67
3 20 0.73 0.07 9.19 3 24 0.88 0.08 9.29

9.3 INAR[E W=
REATRIE, METMEEMEES. P E3VRE, #TAFAS/CDOSMIMFEIRESL, SRITF:

PSR L F91E (%) SEE (%)
1:4 88 71-114
AN b
18 100 81-117
il ol b 12 92 87-96
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9.4 B &{E

AGE - AZAHFIE, NAMEFAH AFAS/CDISERE,
EFieit] ¥IE (ng/mL) SEE (ng/mL)

AIERZA (n=16) 2.33 ND-6.29

AR 5 - FEE10% A5 I0iE. 100 U/mLEBEM100 ug/mLEES RAIRPMI-16401E 57 E 1555 A SN M & MEER(1 x 106
cells/mL) o FA10 pg/mL {E¥)MEZPHA RISARSK, WEMM LE, #NAFAS/CDISRIRE.,

RS 1 5% (ng/mL) \
St ND
R 0.54

ND*=Non-detectable

9.5 REE

20N EEMNTFLFIODEN LR ENEERTINODEF NIEMAINS X NMAGRES, IidfZF AFAS/CDISHREER
0.11 ng/mLo

9.6 £

e EBIMANSRENAFAS/CDISEH, HERREIMFARIMIRLNE, AMERANNFARREHREE, EHEEIRINIER
TARRSEER, SMEHIENT:
(NIMERFAFRSHR2 . )

AInSE L \
BE (%) 100 106
1:2
SEE (%) - 104-109
BHE (%) 96 93
1:4
SEE (%) 89-103 91-95
HE (%) 94 103
18
EE (%) 80-109 102-105
ME (%) 110 105
1:16
EE (%) 107-113 104-106
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9.7 K=
AR FMEIRAIRAMELAAFAS/CDI5, MIN50 ng/mLLAFARERAF, TPARRX RN,

Human: Mouse:
RANTES/CCL5 Fas Ligand
TNF-a Fas/Fc Chimera
TNF RI
TNF RII
+: ZEXHE

1. Van Parijs, L. et al. (1996) Immunity. 4(3):321-328.
2. Peter, M.E. and Krammer, P.H. (2003) Cell Death Differ. 10(1):26-35.
3. Strasser, A. et al. (2009) Immunity. 30(2):180-192.
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