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RYE: 2.2 pg/mL
KMSEE:  7.8-500 pg/mL
FA & A 2RFESNIE. MR, B EEURAMERMERT AFas Ligand/CD178/KkE

FEmNATHFRR, NMERTIRRIZET
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CD178, t#fiFasteisx, BETMEFIERF (TNF) REMNIEEEER, SENKAM. MRS THEMAMRMELAICD4+ Thl
AREhFE, CD178ET S5FAS/CDISEE AT ESHTFEAET. EFANTEFSSRTASASHMMRILT. REMErE
T ANFERREE S,

— KNEE
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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 - 96FLiRk 87l x 12% (13
Protein standard PR - RTRR * 500 pg/i#h 2 1R
ooy antibody, biotinylated | oy i mimtoRsER (100X) ** 0wz 1%
zterreo F)’(tifj‘;‘sd;“(‘:;;e(rlaodgih) HRPAFIZEBFAZRAER (100X) ** op/E  |1%
Sample Diluent PT 4 AR PT 4 30 mL/#h 1R
Detection Diluent AR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Extraction Reagent RIER 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) RABRFERIE2-8°CHRYETHEROTAHET-20°CHRE TFRILE

2: EABREFERIE2-8°CIFRTR

3. BRELBHIERMNNER EREER

* AN AERAERATER, SATESRTETE
SRR

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,
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N BARES

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EHq.

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sR & /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(CER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: WnSERRIEFTAR, 500X g Bi05 minBY L&, IZBMERMEIEE-20°CIF, #RRkEFR.

6.4 ARERARR: WERARRSE, A2 (2-8°C)BI1 X PBS#%3/R, 500 X g&i5 min. 4RI, B/0F EiE; IMPMSFEZRRERARR
h, ZIRENL mM;IRE1X10 "IN, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
BFFALIE, 8000 X g-10000 X gB5/0\5 min, B E L&, 9% fE-80°CTE, HABCAZRRRENE RN @NESERRE, #ERE
R

+: AFES
7.1 %FK (1X)
MEHER Q0X) BRFHL, 3T°CIAZRAELIAM, K1 20FBEHHTHR: BB mLIRGELER Q0X) , A
570 mLBAKSERFK, BEHEER 1X)
7.2 Gk (1X)

SRR, R1L100LLFIHTHE, HRERIRIEMITE LIRS ERE (100 uL/Fl) , KRFRECHIBY R 2 E0%10.1-0.2
mL. 4010 uL SMFHAREER (100X) #0990 uL AR BRETES, BEES.
7.3 HRPAFIZHESFME (1X)

SRR, R1L100LLFIHTHE, HRERIRIEMITELIAENSERE (100 ul/Fl) , KLFRECHIBY R 2 E0%10.1-0.2
mL. 010 uL HRPAFIZAIEBEMZRER (100X) 10990 uL AR RH T, BERES.
7.4 KA :
TRIMEAEREN O AFER R THR, IRENOCIEBIITMRSTE, TREAHT - ENHEREEHITIR, s
RO MES FATESEER, FRERHNHRESRE BT,
BRELGEFIOT . AMUBAMMBEEARL 25014155, 40 LR ARL251A4TERE, MINRMRIFARL 25145, HFmRE. LIEM
EFINE R AT RE S BUIMERIN .
7.5 BERBRNINES:
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fERL mLPT 4 HAWERE BT Em, BIERENT:

500 iL 500 pL 500 pL
—— l\_____,/ J‘\___/’f
vy
500 pe/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 — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
previous step
# puL of Sample
Diluent BT 4 1000 pL 500 pL 500 puL 500 puL 500 pL 500 pL 500 pL
"o 7" e d6" "ed5" "eda" "ed3" e da" "ed1"
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J\: LT E

SKEF, FERMBEAEZEFEH20-30 min KNHERER HRPAFCESENERERFAFTETHER, 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 EEPES4;
8.7 &7LhN 100 L HRPAFZHEZFAME (1X) (BREHAFEEHST.3), ZEHRER, 37°CHE40 min;
88 EESES4;

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:
EERE TOERIRER BeRE
1 |[fREmEER 100Ul [ 120 o5 4% BEE3T°CIHE
2 | KA (1X) 100 UL |60 7%F 4R BEE3TCHE
3 | HRPRIZHEEFEME (1X) 100 uL |40 o5 4 BRE3T°CHE
4 [EETMB 100 uL [ 15-20 73%F FRELF BIEE37°CIFE, Bt
5 [&WLR 100l |0 9%k NRERR
6 | MIAZLIERE630 nmARIERK, 450 nmAUEO0DME, LdEEIN @57
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: Rk
9.1 Z2ZfrihE

x4

- (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit o 88?2 0.072 .
. il 78 |oler| oas 0.079
é% 15.6 8:;23 0.244 0.172
g:j.o_l ] 3125|020 0401 0.3285
625 o541 o694 0.622
001 1 e 125 11:’6); 1.152 1.08
Human Fas Ligand/CD178 Concentration(pg/mL) 250 1.842 1828 1756
1.814
500 ;:28; 2.480 2.4075
9.2 REE
IRABERE: 3P TERENFEATERAEZESNE 2008,
IREMERE: 3P TERENFARERBEZESNE 247K,
IRAFEEE (CVI) IRIEWEZEE (CV &)
wE  TE(pg/mL)  REE  TERR¥ECV% HE FYEpg/mL) fEE  TRRICV%
1 | 20 198.3 5.6 2.8 1| 24 205.9 38 18
2 | 20 46.4 17 3.7 2 | 24 486 32 6.5
3 | 20 12.0 03 24 3 | 24 115 0.4 39

9.3 INAR[E W=
REATRIE, MEITMSEEMEES. . B3R, #{TAFas Ligand/CD178MIMIFEMEERD:, LRINT:

JEFieil HREER 58 (%) SEE (%)
1:4 108 97-113
I35
1:8 88 72-101
1:4 92 81-101
4R 55
1:8 94 87-102
1:8 91 74-102
HRRZIRTR
1:16 89 78-97
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9.4 & 1E
A3 REFAAE, HIEAR A AFas Ligand/CD178HIKE,

et BHE (pg/mL) SEME (pg/mL)

A& (n=16) 88.3 22.4-456.3

MR _EF -EE5 10% fadriiE. 50 M BEREZEE. 2 mM L-AEERR. 100 U/mL FFHEM 100 ug/mL FERES R RPMI 1E

FEPREFE ASMNE MR MZAAPBMC (1 x 100cells/mL)e  TIA10 pg/mUBAIILEEPHA Rzl RS K, Y4
&, K AFas Ligand/CD178RYRE,

e 1% (pg/mL) 5% (pg/mL) \
SR
FIEK 68.3 372.9

MARER - NIFEELMPHEAMIE, 7EPBSTSERRITAIRIUAFIE MREME(L X 10 cells), MELMMBAERT AFas
Ligand/CD178M&E, NEMEN155.6 pg/ml.

9.5 RYE

20 EENZFLFHIODEMN L RERAEERFZINODEFR NLERMEI S XN AREE, idfZH AFas Ligand/CD178RIR
BER 2.2 pg/mLs

9.6 £
FAXI IR AR R, EHEENRMELTATIEERN, SMRiET:
R
398 (%) 100 100 100
e SEE (%)
398 (%) 119 105 122
H SBE (%) 109-126 100-108 121-122
HME (%) 109 113 121
e SBE (%) 85-129 95-116 115-126
3918 (%) 96 116 109
1:16
SBE (%) 70-123 112-122 93-122
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