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—: BEER

S100A8 1 S100A9 (B4 5IFFA MRP8 f1 MRP14) ZEF S100 FiEH Ca2+ £6FH. BEHRE—MMEBRANESEN, |
S100A8 1 S100A9 AR, T MESHAMLRINIA, HEESHEMATASIZEE, Hli: DM, S, &Ry
FRABRAR] SRR EAMLIRAS.  S100A8 Al S100A9 BHSESEAEM A EDRAEI(ER, AR, FEARASThALRE
FEARHMIZE] SI00A8/S100A9 KFFHE.
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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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: HF2HD R EF

HXEH SRR i 58
Microplate FREIMREBITAR - 96FLiRk 87l x 12% (13
Protein standard PEESR - RTRYR 4000 pg/#a |2 7R
'(’le;g;t;“ antibody, biotinylated | oo o iR RER (100X) ** oWz |1%
Streptavidin-horseradish RS IR o

veroxidase (HRP) (100 X) HRPARICHEESEMEKLER (100X) 120 pl/%z 1%
Sample Diluent PT 1 AR PT 1 30 mL/#h 2R
Detection Diluent TUAIHERR 30 mL/#R 1A
Wash Buffer Concentrate (20 X) TIEEARR (20X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@Ey TMB 12 mL/#E 145
(TMB)

Stop Solution 2 J1nic 12 mL/#R 1#R
Plate Cover Seals HRAE 4 5K
EFEERM:

1. RABIEFEAIE2-8°CEMH TEMRONAHEE-20°CEH FFERLE

2: BEFRRAFERE2-8°CHERTX

3 BREEISFERMNINER,FREER

* ERN A AR ERETTER, EAdEERTESE
 FEAIEED

B REFEFEM

5.1 BRERIEMAILRUKRTMB B8R,

52 ERIIRER, FRFEMABIPES, KKK, FE, ASMNIFEHE,

5.3 BB AEHURBNAFIHTRA, JHIFmIs/0Em;

5.4 TEER BRI, RFLMNEFRZ G, 1§E30WHEERERE, MIRESHEHE,

N BERES

6.1 ME: £MARAERERE 30 minf51000Xg Ei0\15 min, B EEFIZAMERARDEG-20°CHER, Bk EFRq,

6.2 MER: WM R /510000 X g B/05 min, B EBIEMERNDEG-20°CHER, ##RRkE/5RF.

6.3 4lfE_L3E: WSRRRIEFTAR, 500X g Bi05 minBY L&, IZEMEREIEE-20°CIF, #RRkEFR.

6.4 FRi&: WEERKSE, 1000 Xg&:0020 min, BXEE, ZEMERSIEG-20°CHER, BRREFRR.

6.5 &7 WERFASE, 12-8°CHMAT1000XgE015 min, BUEERD, ESMTELR, TRMERANDEF-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 WA (1X)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mLo 3010 pL AMATARSER (100X) 10990 UL AR B HITECH, BERS.

7.3 HRPHRIZEBFMER (1X)

FEFBENELD, RL100LGIHTHRE, HRERIMRIBIAITERIARNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, %010 pL HRPARICAVEEBFZMZER4ER (100X) 10990 uL A BRRRHTES, BREES.

7.4 SEMEEZ:

NEIEAERBENAFAERRH TR, NREFROIEBSITHESTE, IEER#HIT - ENHREEHEHITER, R
BB FARRSEERN, FREEARRIEREHRFEETMN K.

HRLCEEFII T AMBHFA1:1000#%; 4BAE EERFARLS0MERE; RIRIFARLSHRE, MERIFARL:1000#%; SFF41:200%%
B, HFmRE. WIENEENESTRESEIIENNZ,

7.5 BERENIREM:

FA1 mLPT 1 FABRRER I ER;, BIERFNT:

500 pL 500 pL 500 pL 500 ulL 500 uL 500 Bl

k. y
A - A i A | bt e Pt

®w YV VYV VYV VYU -

4000 pg/ml. 2000 pg/ol 1000 pg/ml 500 pe/ul 200 pe/ml 125 pe/al.  62.5 pe/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
1000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
PT1
Ilsd?ll "Sdﬁ" ||5d5ll IIsdqll Irsdsll I|5d2|| Ilsdlll
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J\: LT E

KEH, FERAFEAEZETE20-30 min(KUHRERER. HRPIFICEEFXNERERALTETEHER, DA
BY); E#fTAER. BAURAERFMERN, Eifiesk, 8RR 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
EREFETE(BMREMIFRETHMETL, REEEKINIRE, WERLFTEE, 5-10 minFTails);

8.3 Etrim LR, 37°CHFE2 h;

8.4 ik

1) BFEREGEIFER, BREIASEREERSE), FRIE, BF;

2) FRR(LX)FEHMRS, BFL350-400 uL, ARG, BiEREETRS, EERPEUR, BRI NRFLURIRFZTIE;
8.5 /FLIN100 pL #MFHA(L X) (BRIAFESERDT.2), HLEFRE, 37°CIFE1 h;

8.6 EEPES4;
8.7 &FL0 100 pL HRPAFICHEEFME (LX) (BRIAFEEHDT.3), ELHIRE, 37°CHEE40 min;
88 EESES4;

8.9 E&:BFLINTMBE&I&R100 pL, 37°CEFE 15-20 min (J1RENBIR%, A& K E BYE), FEI30 min; (RIFZGEK
YRR TR, ERRVENFIINELTESER, MEEE, B7EA);

8.10 &1k S|FAMMAILKI0 L, BEETEEG, XILKRSTMBEERAINFINF—2; (5. IRBMRKKEREMEIDE)

8.11 3 LAI630 nmARIERIK, AEBIRHMYAEA50 nmiRIKIERFLACEE (ODE). IMANLLERES minR# TS, EF630
nm RIS, WAJEREMA50 nm IR

8.12 HIENIN B MIERMFERIODEFT REZFLIIODE, REE fL, BEFIE, DR EMBIREAEALLR, OD [EHHE
15, AT ERHE(EIOriging ELISACalcE)#TOSHUNE (4-PL), RIBFARMODERIFEMAEE LIS RE, RUBREHF
BAF AEYSENRE

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 BIEF37°CIFE, Bt
5 [&WLR 100l |0 9%k FERELF
6 | MAZEREL630 nmARIEFE, F450 nmAbUEO0DE, IidiEEINABIE55
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: TESE
9.1 Z2ZfrihE

x4

Four Parameter Logistic (4-PL) Curve Fit

Optical Density

0.01 ; ;
10 100 1000 4000

Human S100A8/S100A9 Concentration (pg/mL)

2.2 KREE

RARBEE: 3T ARIRENFRERANEENE 200%;
RENEEE: 3T ARIRENFREREEENE 24K

(pg/mL) 0.D Average Corrected
0 8:8;2 0.042 -
625 |oiis| 0123 0.081
125 8:13‘1’ 0.192 0.151
250 0‘?'33212 0.316 0.274
500 8:2(5’2 0.578 0.536
1000 8:32? 0.990 0.949
2000 11'_6621? 1.633 1.591
4000 22_'23888 2.334 2.292

RPIFEEEE (CVA)

IRIEWEEE (CV i)

HE PIE(pg/mb)  REE HE TYE(pg/mL)  EE  BRRBCV%
1 20 1,816.5 76.8 4.2 24 1,994.1 126.3 6.3
2 20 413.2 18.6 4.5 24 457.5 38.9 8.5
3 20 924 6.1 6.6 24 1154 111 9.7
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9.3 INAR[E Y X

ARG, ETEEERERS. B A3 NRE, #1TAS100A8/S100ARIMNAREIMLERSIL, LRINT:

=it HRRIEE HE (%) SEE (%)
1:10000 92 79-123
PNiib
1:20000 92 85-102
1:1000 93 81-106
Z0pE EF
1:2000 91 87-100
B 1:400 89 76-122
1SE70
1:800 89 81-101
- 15 83 76-96
R&
1:10 7 76-81
1:10000 98 84-116
155973
1:20000 89 78-119
9.4 HA&E
MARRFE, RNREERANME. S, RBMEREARTHASI00A8/SI00A M KE,
e ¥9{& (ng/mL) SBE (ng/mL)
A& (n=16) 1346.4 63.8-7211.0
BH (n=7) 309.2 44.9-1562.1
R (n=8) 234 1.9-736
IR (n=8) 3988.7 505.6-12963.4
fm A

EEH8% FRFIE. 5uM B-FEZEE. 2 mM LAaEHE. 100 U/mL FEZHF100 pg/mLRER S ZHIDMEMIBFEAIEFAR AN

M EZHRE (3.5 x 10° eells/mL), RN BITERRIMERAEL0 pg/mUBYIITEEPHARIS FIEF3K, WEMM LS, HidMA

S100A8/S100AHYRE,

RIBS A (ng/mL) |
KR 130.8

R 3d 2412
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9.5 REE

20N EENZFLFIODEN LREREERFENODEF NT AR S U NANKREE, HiAFZH AS100A8/S100A9 R ES
E7911.8 pg/mLs

9.6 £k

X NAF AR RS, EREEIEIIERTIREER, SMEHiEDT:
(AMBFPERIFATASARFRS001E, B8 LB ATcHmiF25(E, SASSTHIELI0E, RRFERTSHRE2.5(F)

RS ZHfE 5
¥IE (%) 100 100 100 100 100
1:2
SEE (%) - - - -
¥IHE (%) 88 102 90 97 93
1:4
SEE (%) 86-92 95-107 87-94 94-103 92-95
(& (%) 105 89 88 103 95
1:8
SEE (%) 82-122 81-104 86-89 96-117 82-106
(& (%) 79 88 89 97 102
1:16
SEE (%) 76-82 83-92 88-90 90-103 85-111
+: SEXH
1. Wang S et.al.(2018) Front Immunol. 9:1298.
2. Koy M. etal. (2013) Vet Immunol Immunopathol. 155(3):162-70.
3. Pruenster M. etal. (2016) 167:120-131.
4. Abtin AEL. et al. (2010). J Invest Dermatol. 130:2423-30.
5. Shabani F. et al.(2018) 67(10):801-812.
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