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RYE: 19.8 pg/mL
KOMSEE:  78.1-5000 pg/mL
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CDA0 BB EE FRAABRIENR R, ERETEMRBARS, BIEBMME. ERMANINIIRAM, CDA0T—FNERIR

1K, AISHTFERATENWHICDA+ TR _ERIEACDAOL (CD154) HEEER. XMMEEEANTHRAYEN. RBIKERLNE

. IBIZBARMNABIEREREE, CDA0ESHTRAFs (TNFREEXEF) BENNF-KBECENS, FHHPI3K/AKT. MAPKs

FIAK3/STATSERIZH TR, LESh, 1EMERIB. @SR, M/RREME. RAEEEEN MRS EMERENERNBEIRREIEE
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3.1 BEFRY (BI3%2EX450 nmA1630 nmXLES);

3.2 BREES RIS R E Rk,

3.3 etRA (IR FEhisEiR) 5

34 EPE (BTRBIERRIFER);

3.5 KEMSIERE (BFHET);

3.6 I FIEME;

3.7 A FELISASEBAYEUR DTS HN ST (HFEISEINETE), M. Origin, ELISA Calc%,
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m: HF2AD R EF

XA e i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard RS - AT 10000 pg/ih |2 #h
chrﬁ?uC;aotr;jr(];i(?gi);, HRP HRPARIZH MU AREER (100X) ** 120 /% 1%
Sample Diluent PT 1 BABBERPT1 (BFALE. m3RURERIFL) 30 mL/#R 14
Sample Diluent PT 4B1 BEARERER PT 4Bl (T4 E/AREA) 30 mL/#R 1R
Sample Diluent PT 3 HARERR PT3 (BTHAEK) 30 mL/#R 1R
Detection Diluent MAHRER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIEITFR (20 X) 30 mL/#R 1R
(TTeh;r;)methylbenzidine Substrate S@Ey TMB 12 mL/4E 145
Stop Solution KIER 12 mL/#R 1R
Plate Cover Seals HIRAR 4 5K
fEEFM:

1) XRABRANERIE2-8°CHRY TFMONAHEE-20°CHERH TERLE

2: BEABRENIZAE2-8°CEMTR

3: ERXBHERTNINER,EREER

* RN AR EmATER, ERTESRTETR
&AL

h: LRAETER

5.1 BRERKIEMAILRUKRTMB B8R,

5.2 ERWIREF, FRFEMNABPES, NXKR, FE, ASMNIFEE,

5.3 BB AREHURENAFIHITRA, JHF @IS0,

5.4 IEER BRI, RFALMNEFRZG, 1§E30WHISERER, MIRESmHEHE,

N HRES

6.1 MVF: £MARAERERE 30 minf51000Xg Ei0\15 min, B EFIZAMERARDEG-20°CHER, Bk EFq,

6.2 M3%: RAIABEDTA. FFERTUTIREREREHUEST, #r4sREE/51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: MAMSRMNER, RS MARRAREHTRM),

6.3 4AfE_L3E: ISR RRIEFTAR, 500X g Bi05 minBY L&, IZBMEREDEE-20°CIEN, #RRkEFR.

6.4 MER: WERMER 510000 X g B/0\5 min, B EBIZEMERNDEG-20°CER, &Rk E/KRF.

6.5 B7: WERAE, 12-8°CHMAT1000XgE015 min, BUEERD, EEMTELR, TAMERANDEF-20°CEFR, BRRE
o
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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 HRPARZIMFIARZE®R (100X) 70990 uL HiikmRm#TE S, BZRES,

7.3 A

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

RGN AMLUE. miR. 48 BE. DIRSBIMSRL2HLARRE,; HFaXE. LMEBEMFEENERTESEUIENE,
7.4 BEBRENIEM:

A, MEURERRA, F2mLPT IRARERESTER; LM LBHE, F2 mLPT4BIRARERESTE
5 WNBLIE, 2 mLPT IRAHRRE AT AR SFRENT:

200 uL 500 pL 500 pL 500 pL 500 uL 500 nl

A e A — A4 4 g

8w Y Y YU

5000 pg/mL 2500 pg/ml 1250 pg/wl 625 pe/mL  312.5 pg/ml 156.3 pg/mlL 78.1 pg/mL

sl

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
2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT1or PT4B1 orPT 2
Ilsd?rl “Edﬁ" IIEdSTI “Edq—" Ilsdgrl “Edz" HEdl"
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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 26 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FNEZEKEBETE], FBiE30 min;(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

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

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiIKNIERFLAICRE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nm RIS

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

: TR
9.1 2EfrihE

x4
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0 - (pg/mL) 0.D Average Corrected
Four parai?l?ffilz'gl;lfit(ﬁb Curve Fit 0 g:g;;z 0.02195 -
e ] 78.1 828232 0.0906 0.06865
é 156.3 gzigﬂ 0.1579 0.13595
'f?o_l ] 3125 | 20| 029155 0.2696
625 g:gggé 0.545 0.52305
oor + . - - 1250 8:3??; 0.95775 0.9358
Human CD40 Concentration (pg/mL) 2500 1.6722 1.6465 1.62455
1.6208
5000 22"261591 2.49205 2.4701
o (pg/mL) 0.D Average Corrected
Four Paramor Losiaie (100 Curve i °  |oomy| 004 -
. 78.1 ol o 0.0685
é 156.3 o?'1188968 0.1879 0.1444
go_l ] 3125 | 0320 032415 0.28065
625 0955776% 0.57645 0.53295
oor + - - — 1250 ig;gi’ 1.04035 0.99685
Human CD40 Concentration (pg/mL) 2500 17275 | 5,06 16991
1.7577
5000 22'.56?7114 2.6262 2.5827
o (pg/mL) 0.D Average Corrected
Four parasﬁfffrkl]z'glﬁfit(ﬁi) Curve Fit 0 8:8;2? 0.02665 i
. 78.1 8:8233 0.0893 0.06265
éf 1563 | QY| 0.14675 0.1201
gm ] 5125 | 929731 026295 0.2363
625 g:zgg‘; 0.4903 0.46365
o+ - - - 1250 8:222; 0.83375 0.8071
Human CD40 Concentration (pg/mL) 2500 0.8071 1.48135 1.4547
14614
5000 §§§§§ 2.3229 2.29625
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2.2 KEE

RARREE: 3T FRIREFREIRNEENE 8 'X;
RIEWEE E: 3T ARIREFREIRIEESENE 16 Ko

RFERE (CVR) IRIBFEEE (CV [8)
A HE  FTHE(pg/ml) tNEE HA HmE FYE(pg/mY)  nEE R
1 8 2,443.7 155.0 6.3 1 16 2,463.1 1449 59
2 8 716.7 8.3 1.2 2 16 702.8 22.8 32
3 8 241.9 9.4 3.9 3 16 242.1 8.9 3.7

9.3 INAR[E Y=
REARRIE, EITMEEMEES. P B3NRE, #TACDIATHIFEMERRD, LRINT:

EFieyit] MR (2L FEIYME (%) SEE (%)
1:8 98 97-100
A&
1:16 97 96-97
A B 1:2 92 91-94
IR 1:8 89 87-91
) 1:4 92 90-94
(S=78
1:8 101 99-103
9.4 HA{E
AnAE/ER/ B - VARHEFSE, RUAIE. REUARZIIEARFACDAORYRE,
PEZARZERY F)E (pg/mL) SEE (pg/mL)
A& (n=14) 21535 1157.0-2801.7
IR (n=T) 798.7 493.1-1679.7
89, (n=8) 1948.9 1157.8-3383.4

AR 5 - ASNE S MZABMPBMC (1 X 1094/ mL) 7ERPM-1640525eErhigss, 1E5REPRIN10%MAmE. 100 U/mLES
FH100 pg/mLRERIEEZR. 4BAED5ILA10 pug/mL PHAREFNAFRIEIESS do BNEFERVAE L, 1A CDA0KF,

g %5 % (pg/ml) \
KA 1257.9
388 1691.8

MDA-MB-23 1 4RI FEARINL0%MRF MiE. 2.5 mM | -BEEFE. 100 U/mLEEEREM100 ug/mLEREREERAIDMEMA, EX4ARE
L&, MEACDA0, MEEATI3.4 pg/mL,
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9.5 REE
201 EENZFLFIODEN LR EREERFEIBODEF NTERAI S W NAKREE, HiHFIZF ACD40BIREEN19.8

pg/mLo
9.6 &
NN AHRRERER, FHEEINIELTIreEERN, SMEURINT:
4 =
(BEZSHRER PT 1) 4B1) - (AR PT1) (HEAHERR PT3)
& (%) 100 100 100 100
1:2
SEE (%) - - - s
& (%) 116 113 93 115
1:4
SEE (%) 110-122 108-120 87-99 112-118
91E (%) 122 115 96 125
1:8
SEE (%) 106-130 108-123 78-114 122-127
& (%) 121 117 99 124
1:16
SEE (%) 108-130 116-119 77-121 120-128
9.7 15 21

AT ERFRMEIRFIRANMELAACDIAT, MA50 ng/mLULTHREAF, TAERR R,

Human Mouse Rat

CD2 CD27 Fas
CD40

+: BEXE

1. Shami, Annelie et al. Journal of stroke vol. 23,3 (2021): 367-376.
2. Tang, TingTing et al. Pharmacology & therapeutics vol. 219 (2021): 107709.
3. Shen, Hong-Hui et al. Experimental and therapeutic medicine vol. 9,3 (2015): 999-1005.
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