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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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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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: HF2HD R EF

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - R 1000 pg/#f |2 4R
Detection Antibody (100), EMBTFERMABRER (100X) * WE (1%
biotinylated

?erreo‘)’(ti:‘;‘sd;“(‘:;;e(rlaodoii h) HRPAFIZEBFAZRAER (100X) ** ou/E 1%
Additional Diluent AT-00261 FHLHNEIF AT-00261  ((NFEFAMMBEFMEFA) 6 mL/#R 1
Sample Diluent PT 3-ef AR PT 3-ef 30 mL/#R 1A
Detection Diluent MEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) ARGESRR (20 X) 30 mL/#R 1R
(T_I(_ehtdr;)methylbenzidine Substrate S@EY TMB 12 mL/#E 146
Stop Solution Kb 12 mL/#R 14
Plate Cover Seals HIRAR 4 5K
&R

1: RABRFAEAE2-8° CR A TEFR6 T BHEE-20°CHR A TFRIE
2: EFBEFEZAE2-8°CFRTR

3. BRKEHERMBITER EREEF

* AN RFERRTERHITER, ERIEREESR

* FERIERID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

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

5.3 BIRAERURRNHFIHITER, SEFmIs/0ER;

5.4 EEABEARNEY, RIMNFAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g E:0\15 min, B EFIZAMERARDEG-20°CHER, #RRkEHh,

6.2 [M3%: RAIAEDTA FFERTATIREREL(FAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R E7HRR
(ER: MAMSMNER, RS MARRREHTRM),

6.3 4AfE_LiE: WnERRRIEFRAR, 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 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.

LRI . AMUBHIMREEAR1:450 181, 40 EBERARL2MLARE, HFRXE. MIENMEFNERTESEENL

s
o

7.5 BEBENIRER:
fERL mLPT 3-ef FAMBRRE BT Em, BERENT:

.&i&‘- v W -4

1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/oL  31.25 pg/ml 15.6 pg/mL

sdl

Add # plL of
Standard diluted in - 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

the previous step

# pL of Sample

1000 pL 500 pL 500 pL 500 pl 500 pL 500 pL 500 plL
Diluent PT 3-ef
rlsd?rl rlsdﬁrl "SdS“ Ilsd4rl ||5d3r| rlsdzll "Sdl”
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J\: LT E

SRoET, RERMBIHAFEZEFEH20-30 min(RAMHERE R HRPIRCHESFENRIRERFTETEHER, BNAHD
BY); E#fTAER. BAURAERFMERN, Eifiesk, 8RR IRNAKE, FRNEF, ERAFRNMEE,
8.1 RIEXILAE, MEFTEMRINIITIRTE, MRRFMATEIBNSERESREFRTAC, AT —AZRAR;
8.2 PARESL. tuEMFL. AL

NFAMBMMERIFER, Zfl. ANERFLUSNESFLIITIANSO ul/FALTFHIPFIFIAR, FTREMBMILE;

TR EEEE, AREMATIUNGET, JEEHTI—F;
8.3 1A, D ANKZFLATAEFL FEUEEASFL. SR ARRRR100 UL, RFLD B IS EHRRAAERBERNAFEZA100 pL/FL, >F
EREFETE(BMREMIFRETHMETL, REEEKINIRE, WERLFTEE, 5-10 minFTailf);
8.4 EgtriR= LR, 37°CHFE2 h;
8.5 ik
1) BFEREGEIFER, BREIASEREERSE), FRIE, BF;
2) FRR(LX)FEHMRS, BFL350-400 uL, ARG, BiIEREETRS, EERPEUR, BRI NRFLURIRFZTIE;
8.6 BFLIN100 pL #MFHA(L X) (BRIEFESEDT.2), HLIRE, 37°CIFE1 h;

8.7 EEHER.5;
8.8 =FLIN 100 uL HRPHRCHEEFME(L X) (BRIAFIESEHT7.3), JLEIRE, 37°CHEE40 min;
8.9 EEHESR.5;

8.10 2&: GFLMTMBE&ER100 UL, 37°CE}HEE 15-20 min (NREABER%, FHESEKE BETE], FBE30 min; RIFEE
EMIRAR R TRYCRTS, ERRYENENNELTEEN, 8% 6, B7ER);

8.11 &1k SBFAMAILKI0 L, BEETEEG, XILKRSTMBEERAINFINF—2; (5. RBMRKKEREMEIDE)

8.12 3 LA630 nmARIERIK, AESIRHMYAEA50 nmiRIKIERFLAICEE(ODE). MANLLERES minR# TS, EF630
nm RIS, WATEREERA50 nm IR

8.13 HIEAIN B MIERMFERIODEFT REZFLIIODE, REE fL, BNEFIIE, DR EMBIREAIEALAR, OD [EHHE
15, AT ERHE(EIOriging ELISACalcE)#TSHUNE (4-PL), RIBFAMODERIFEMAERE LIS RE, RUBEEHF
BAF AEYSENRE

BIERENOT:
RN TOERIRER WERE
1 | TR (XS A M MR IED) 50uL |0 3% RRERF
2 | tEmEEA 100 uL | 120 £k 4 BIEE3TCHE
3 [ HlETE (1X) 100 L |60 Db 4 BIRE37°CHE
4 |HRPIFIZHEBZREFRME (1X) 100 uL |40 % 47k BREE3T°CEE
5 |E&TMB 100 uL |15-20 %0 | FEEWRAE | EEREEITCHE, B¢
6 |&LLR 100 UL |0 9k FEELF
T | TAAELEREU630 nmARIERE, 7E450 nmAbMIZO0DE, IR AEBIE5 75
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: Rk
9.1 Z2ZfrihE

x4

- (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit 0 88?; 0.033 -
5 i 15.62 8:182 0.105 0.072
ég‘ - 31.25 8:1;8 0.178 0.145
g oL 62.5 gég? 0.303 0.270
125 gzggg 0.544 0.511
oor - - = 250 0(');73 0.957 0.924
Human FAS/CD95 Concentration(pg/mL) 500 1.638 616 1583
1.594
1000 ;fgi 2.410 2.377
9.2 BERE
IRAFEZE: 3INFRIRENEFEATERNESENE 2008,
IRIEWEZE: 3INFRIRENEFEAERBIESENE 247K,
IRAFEEE (CVI) IRIEHEZE (CV &)
wE  TE(pg/mL)  REE  TERR¥ECV% A WE FYE(pg/ml)  REE TREHRCV%
1| 20 4156 139 34 1| 24 4412 14.6 33
2 | 20 96.3 3.0 3.1 2 | 24 102.8 29 2.9
3 20 17.7 1.2 6.9 3 24 23.0 1.0 4.3

9.3 INAR[E W=
REAHRIE, MEITMSEEMEES. P E3VKRE, #TAFAS/CDOSMNMTEINESL, LRITT:

E S HREEER ¥E (%) SEE (%)
. 1:4 89 81-121
18 90 76-122
o 12 79 73-84
1:4 86 78-95
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9.4 & 1E
MR, R EREAMLBRATE AFAS/CDOSHIRE,

PEZAR A (& (pg/mL) e (pg/mL)

A& (n=16) 353.1 249.2-590.3

ML EF-EEE 10% BFIiE. 50 uM B-REZE. 2 mM LaalRhg. 100 U/mL FEEREM 100 ug/mL FELESZER RPMI 1F

FRELhiESE A\ SME 8 MZRPBMC (1 x 10° eells/mL)o  F3 10 pg/mL iE¥IIEEEPHA RSN, 7£5 3 RIREMM S, 3
KM AFAS/CD95 BYARE,

S5 3% (pg/mL) \
KR 233
R 109.9
9.5 RYE
20N EEMFFLFHODENM LAEIREZEREINODEFT NTEEIN S WX NAREE, WidFI&EH AFAS/CDISHIRENE
79 0.6 pg/mLo
9.6 &M%
FAST R AR, FREENEIEL FIREEER, SMEERNT:
TSR
BE (%) 100
1:2
SEE (%)
HE (%) 100 110
1:4
SEE (%) = 104-118
BE (%) 103 109
1:8
SEE (%) 89-115 95-118
¥E (%) 112
1:16
SEE (%) 97-122
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