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JUNBE—FIF A2 ai519p13 FAEERET, HIo435 kDalEEE, HEMEE— o BibZIPK, H— MHtdnasax
H— MY DTSSR RS SRR R N XA, BT, JunBECHDNAZLSEMIHAINGE RS
AR, BEME, ARELTIUNBE S B8 MALAIAS k. MATEEMINRAIHET, JunBIRARY A3 R—RFIAFEIEE
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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 ¢ 5000 pg/#h 2 #h
Detection antibody, HRP- T o o~ s
Conjugated (100 X) HRP fRigtslTikgE® (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) I TTER (20X) 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. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: EFRRAFEAE2-8°CIERTR

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 BARES

6.1 MR RIS, FITU (2-8°C) 9L X PBSHE3IR, 500 XgB0S min.ABREIHER, BLFF L3, PMSF E4RM AR
o, SOREENL mMGIRE1X10 TN, N1 mUABBRZARAR(SPMSF), 7k EBU#30 min, His] | FAVEHERRE TS, B
REREALIZ, 8000 X g-10000 X gBiS min, S8 L, $5/5-80°CA7M, 3 ABCAB RN A S NE S EERE, BERE
RBlo
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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)

FEFBENED, RL100LGIHTHRE, HRERIMRIBIAITERIARMNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC%10.1-0.2
mL, #0110 uL HRPARZINFARZE®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 . ARRBREFEARL2S1ARRE, FRXE. MENEENESTESBIENN .

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 L 500 L 500 pl 500 L 500 “L 500 1L

F; \ /

{ | \ | i | | .
- ‘« | \ | ‘« | ; / ‘\
e | | / \ \ / \ / \
- | @’ o ; v w v v S d1

2500 pg/mL 1250 pg/mL 625 pg/mL 313 pg/mL 156 pg/mL 78 pg/mL 39 pg/mL

Add # pL of Standard
diluted in the previous — 500 pL 500 pL 500 pL 500 uL 500 pL 500 pL
step
# ulL of Sample Diluent
2000 pL 500 plL 500 pL 500 pL 500 pL 500 uL 500 ulL
PT4B1
"Sd7" "Sds" "Sd5" "Sd4" ”Sd3" ”Sd2" 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 KBS
9.1 & frih
(pg/mL) 0.D Average Corrected
1 Four Parameter Logistic (4-PL) Curve Fit ; 00055 | o o000z _
0.0042 )
e 07 39 gjii; 0.1135 0.10865
E 78 gj;;i 0.2103 0.20545
g o 156 0%378% 0.37975 0.3749
312 g:zggg 0.71335 0.7085
oo+ = e 625 | 1ooer| 12464 1.24155
Human JUNB Concentration (pg/mL) 1250 12122 1.8638 1.85895
2500 ;gggz 2.50385 2.499
9.2 BEE
WANEEE: 3N FEIRENERERNESNE 8 /X;
WIEWEZE: 3N FEIRENEREREIZESNE 16 o
RAKEEE (CVR) IRIENEZEE (CV j8])
A HE  PE(pg/mL)  EE BRARMCV% R WE  THME(pg/mL)  REE  TREHCV%
1 8 1,323.6 93.3 7.1 1 16 1,370.9 93.9 6.8
2 8 304.4 11.7 3.8 2 16 318.3 17.2 5.4
3 8 175.9 12.1 6.9 3 16 167.0 13.2 7.9

9.3 INAR[E W=
REATRIE, MEITMEEMERS. P E3NKRE, #TAJUNBRIIMFEIRESL, S4RIF:

=i R EER FE (%) SEE (%)
BRRARR 1:8 99 85-123
9.4 H&{E
M RIFR
AJUNB (ng/mL)
MCF-7ZBiRSR &R 2.1 12
HT-10804BRRZARR 1.0 14
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9.5 REE

B201EENEFLFI0DEN EAREINEESZINODET NERLINE X NAREE, HiFER AJUNBITRSBENT.8
pg/mLo

9.6 £k
X NAF AR RS, EREEIEIIERTIREER, SMEHiEDT:

TR \

¥E (%) 100
1:2

SBE (%) -

¥ME (%) 94
1:4

SEE (%) 90-100

¥ME (%) 81
1:8

SEE (%) 76-83

¥ME (%) 85
1:16

SEE (%) 79-93
9.7 {521

FAFIRF R MIRGIRARELH AJUNB,

+: ZEXE

1. Pérez-Benavente, Beatriz et al. Genome biology vol. 23,1 252. 9 Dec. 2022,
2. Li, Haiwen et al. Cellular signalling vol. 28,9 (2016): 1186-1195.
3.Ren, Fu-Jia et al. Frontiers in cellular and infection microbiology vol. 13 1222265. 4 Sep. 2023.
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