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RYE: 0.07 ng/mL
KMSEE:  0.156-10 ng/mL
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. db =
ERiER

Specificity Protein 3 (SP3) B—M#REAF, BFSplEXERARE. ©EIESHEERPNCCEMCTRIAETHRIATERE
Fo SPIEHBE— M FHEDNAEREIHEN S MNEREESE, EBIEANIIERRAT, BrsrEtriGIRERE, RIEME
FABUATFARREEEL, SEERRATHEFHET.

SPITEARIILTE. Nk, BTRMBABEEMFIRTRIEEEER. ARERASSMERIEX, SERRTOERRE. FLAREN
LERS, ERLERT, SPIRREETEHFIHNHIEMSPREME (WISP1) BITHEE, SHAMAERILIATZME, Lt

4, SP3ES5EIEMEEMBXERRIA,

— KON RE
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3.1 BBFFY (RT3£E%450 nm#1630 nmiUKK);

3.2 EfEEBRRBN—REE R,

3.3 R (FRRI FEhistiR) ;

3.4 EPE (ATHBINERRER);

3.5 lZKEMEL (BFHT);

3.6 M AIEME,;

3.7 BTFELISAER N EUR AT HN S (ERSEING %), W0 Origin, ELISA Calcg,
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m: HF2AD R EF

HXAT B L 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard FEESR - ARTAMR 20 ng/#R 2R
Detection antibody, HRP- I o o~ s
conjugated (100 X) HRPARZHMIARZER (100 X) 120 uL/& 18
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 1#R
Detection Diluent MEERER 30 mL/#R 1R
Wash Buffer Concentrate (20 X) ARGESRR (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 HRER 45K
fEEFRMHE:

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

2: EABRRANZEI7E2-8°CHERTR

3: BREEERFNINER,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 . ARRBREFEARLIN1L16MRE; FmXE. MENEENER T SBINENNZ.

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 pL 500 pL 500 pL 500 pL 500 pL 500 nL
:m

|

‘. I | L |
- “. | \ | \ | \ / \ / \ /
PTG \ \ \ / \ / \ /
Standard
@ w V V W O o

10 ng)mL 5 ng/mL 2.5 ng/mL  1.25 ng/mL  0.625 ng/mL 0.313 ng/mL 0. 156 ng/mL
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 plL 500 pL 500 pL 500 pL 500 plL 500 pL 500 pL
PT 4B1
Esduis "sd6" gsd5 "sd4" Esd 3 Esdos Esdds
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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: LRBBH
9.1 BEZ iR E
Four Parameter Logistic (4-PL) Curve Fit (ng/mL) 0.D Average Corrected
o-
o S o |-
L 0.156 g:ig‘% 0.141 0.048
E 0.313 g:;gg‘; 0.199 0.105
g o 0.625 §:§§§ 0.313 0.219
1.25 o 0.54 0.447
——— 2.5 8:33‘7’2 0.979 0.885
Human SP3 Concentration (ng/mL) 5 i;zgz 1.741 1.648
10 ;:ggg 2.892 2.798
9.2 REE
IRAFEEE: 3N REIRENEATERAEENE 8 X,
IRIEWEZE: 3N RREIRENEAEREBIEENE 16 Ko
IRAFEEE (CVI) IRIEHEZE (CV &)
FAR HE  THENg/mL)  REE  TREBCV% AR #HE  THE (hg/ml)  IEE
1| 8 5.04 0.06 1.15 1 | 16 5.28 0.26 4.99
2 | 8 1.43 0.03 229 2 | 16 134 0.11 7.85
3 | 8 0.67 0.03 3.74 3 | 16 0.67 0.02 328

9.3 INAR[E W=
HARRIE, ETMEEMEES. B B3NRE, BTASPIWIFEINESLR, SRINT:

=i R EER FE (%) SEE (%)

BRRARR 1:16 93 84-99
9.4 H&{E
M RIFR

ASP3 (ng/mL)

LNCaP4iRESARR 10.14 1.20

JurkatRaSARR 7.65 1.20

HelaZBfRZR & 13.84 0.90
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9.5 REE

0 EENFFLFHIODENM LMENEEREIBNODET NIEMLZINE B NATREE, idFIERASP3BREEN0.07
ng/mLo

9.6 £k

X NAF AR RS, EREEIEIIERTIREER, SMEHiEDT:
(ZRRRRARRIF AT IRRRAE, )

RZRR \

SE (%) 100
1:2

SE (%)

0E (%) 82
1:4

SEE (%) 73-90

08 (%) 84
1:8

SEE (%) 72-97

90 (%) 102
1:16

SEE (%) 94-108
0.7 BB M

FAFIRRRIIRGIRAMELEASP3,

+: ZEXE

1. Cao, Zhengfeng et al. Animal biotechnology vol. 32,6 (2021): 676-682.
2. Tange, Riho et al. Biological & pharmaceutical bulletin vol. 44,4 (2021): 557-563.
3. Lv, Changjun et al. Acta pharmaceutica Sinica. B vol. 13,4 (2023): 1600-1615.
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