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=: FEHENKRSEM

3.1 BetRY (ATIREN450 nmA1630 nmXUE ) ;

3.2 SHEEBREN—RIEEREEIEK;

3.3 FeARA (FRRIFEhEAR) 5

3.4 EPE (BT HEANERRIFE);

3.5 kEMSGEL (BTHT);

3.6 RMFNER;

3.7 BT ELISASSRRIEIE AT BISE NS I (HWEFINS NG 737%), 0t Origin, ELISA Calc.
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m: HF2AD R EF

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PR - ARTAIR ¢ 8000 pg/#h 2 #h
Detection antibody, HRP- I o o~ s
conjugated (100 X) HRPARZHMIARZER (100 X) 120 uL/& 18
Sample Diluent PT 4B1 AR PT 4B1 30 mL/#R 14
Detection Diluent TUAHERR 30 mL/#R 1R
Wash Buffer Concentrate (20 X) RIETTER (20 X) 30 mL/#R 1R
Extraction Reagent R 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution £IER 12 mL/#R 1#R
Plate Cover Seals Ei 45K
fEEFRMHE:

1) RABREFERIE2-8° CEH THEBRONAHET-20°CR Y TEFRLFE

2: EABRRANZEI7E2-8°CHERTR

3: BREEIgFERMNINER,FREER

* AN AR EmATER, EATESRTETE
* FERIEEO

h: LRATFEM

5.1 B R AKIEMA I ER UK TMB 2ER;

5.2 ERIndiER, ERFEIOAMFESE, WKER, FE, OSHPEE;

5.3 BB AERURIATIETRER, SHmIs7IER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENREER, LURSDITEEHE,

N HRER

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

6.2 M3%: AIABEDTA FFERTUTIREREREAHUEST, #r4sREE /51000 X g B/015 min, IZBMERSDEF-20°CHER, B R R E7RR
(ER: fMAMSRMENER, RS MARRREHTRM),

6.3 ARERARR: WERARRSS, A2 (2-8°C)BI1 X PBS#%3/R, 500 X gBiS5 min. 4RI, B/0FF LiE; IPMSFEZRRERARR
h, ZRENL mM;IRE1X10 "N, N1 mLZEBERARR (& PMSF), 7k E3U230 min, Hisl - FEEIERRE RS, BN
T REALER, 8000 X g-10000 X gBi\5 min, D& LI, HEEE-80°CHER, HABCARRKRENE XN @NESERRE, BERE
R
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t: WFES

7.1 %F®KR (LX) -

MBHER Q0X) BRMATE, 37°CINAERELIAR, R 20FBREEHHTHRR: AR mLIREHER 20X) , fIN

570 mLBAvKksEEFK, BEFER (1X)

7.2 HRPH#riZEMIIE (1X) :

FFERBRIELD, 1100t H# TR, HREAIMEETAeITESIFRENSE8H] (100 ul/fl) , SERRESHIFY R ZEeH10.1-0.2

mL, #1010 uL HRPARIZKMTARAER (100X) A0 990uL Mtk Bk H1TaCH, RIZRA,

7.3 FRMEEA:

TEMEAERBNAEAFERRH THRE, NRFESOIERITHESTEE, AT —ENHEREEHITRR, iR

BIRIIE FATRESEER, FREANEREHRESTHK.

R T AMBAMITEA1:4501:8%7%%F,; MISRBRIEARL 2050140755, HMmRE. WIENEENERTRESEIIER
T

7.4 BERRNIRES:

{82 mL PT 4Bl HAMBRKRE AT ER, BERRENT:

500 pL 500 pL 500 pL 500 pL 500 iL 500 pL
( | | | |

pre | \ ‘ / \ / / \ / /
Standard ‘ w sdl

4000 pg/mL 2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL  62.5 pg/mL

Add # plL of Standard
diluted in the previous — 500 pL 500 uL 500 uL 500 uL 500 uL 500 uL
step

# uL of Sample Diluent

2000 pL 500 uL 500 pL 500 pL 500 pL 500 pL 500 pL

PT 4B1
“Sd7" "Sd6“ "Sd5“ "Sd4" Ilsd3ll IISdZ" Ilsdlll
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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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N LS
9.1 2E{neh
. (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit o ggizi 0.0137 ]
o 625 | o100 | 010535 0.09165
E, 125 g:iggé 0.1844 0.1707
g_ 01 : 250 8:;;71’; 0.3278 0.3141
500 0?520862 0.6021 0.5884
oo 4 - . — 1000 1:833223 1.0835 1.0698
Human CD300a Concentration (pg/mL) 2000 13223 1.9493 1.9356
4000 22.)?92879 2.51295 2.49925
9.2 BEE
IRAFEEE: 3N REIRENEATERAEENE 8 X,
IRIEWEZE: 3N RREIRENEAEREBIEENE 16 Ko
IRAFEEE (CVI) IRIEHEZE (CV &)
HAR BE  THE(pg/mL)  REE  TRHEBCV% HE FYE(pg/mL) IEE  TREHCV%
1| 8 2,025.3 87.2 43 1| 16 2,002.6 79.2 4.0
2 | 8 554.7 135 2.4 2 | 16 543.9 18.7 3.4
3 8 175.0 5.7 3.2 3 16 173.1 6.6 3.8

9.3 INAR[E W=
REATRIE, METMEEMEES. P B3NKRE, #TACDI00am MFEINESL, LRITT:

PSR L F91E (%) SEE (%)
1:16 82 79-84
AN b
1:32 98 95-101
BRRAPR 1:128 99 94-104
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9.4 B &{E

AGE - MAARRFE, WNAMEREZHACD300alKE,
EFie it BHE (pg/mL) SEME (pg/mL)

AIERZA (n=16) 5962.5 3858.1-12601.7

RRRFER

ACD300a (ng/mL)

THP-14pERAR& 49.5 34

9.5 REE

201 EENZFLIIODEN LR EINEERZINODER NI EMLGINEG HXINIREE, idFIE+H ACD300aREEN1L.3
pg/mLo

9.6 £

XN AR, EREEIIELSTIREER, SMEHiEDT:
(NMBR ARG, MARRBRFATHRLO. )

Al ERBIRTR |
¥E (%) 100 100
1:2
SEE (%)
¥ME (%) 108 102
1:4
SEE (%) 106-110 97-106
g E (%) 116 103
1:
SEE (%) 115-116 98-109
HWE (%) 124 114
1:16
SEE (%) 120-129 107-120
9.7 F 5=
FRFIEFREIRBIRAFIELACD300a, MANS0 ng/mLEL RIS T, TIBERX R,
Mouse:
CD300a
+: sEXR
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