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RYE: 25.7 pg/mL
KMSEE:  62.5-4000 pg/mL
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—: 52ER

RAGEREERME R AT SR IR IAGER, EREHRELBRENARRES R, TN SEMEE AP YAGE WABE R, 1HE
REMELMERAADARRE; FNAENLERENNR, MR AEREH SR, AGE/RAGER ST 2AMERFT
TNF-on SEUREFIPRE ARSI Rk, TERRARNE. SREMAMAMEAN, RAGESS100A12MEE (EFRA A MIE
1o OHEFES, RAGESS100BHEE YEAYIEEEE ERK1/2F1P53/TP5315 S RIATOANAMAET ., RAGEEANBEHEH (ABPP)
Sk, HTABPP MBESNEIREPIATEE(T, ABPP/YSMIRAGERSSS, 1531 P38 LB L E M MEsRISIER, 1§ ABPPIE
7 RAGE BIE SWIEEFM27TH, RAGETEFTALUSSISE | AR ERSNFIE, HIEEEMITLLREL,
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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

HXETR B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard PR - ARTAIR ¢ 8000 pg/#h 2 #h
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARIZHMITARSER (100 X) 120 pL/z 1%
Sample Diluent PT 5-ef FEARIHERAR PT 5-ef 30 mL/#R 2 R
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 4 5K
R A

1: RABAFIEAIE2-8°CEMH TEFERONAREE-20°CEH FFRLE

2: BARRAFIEAIE2-8°CHERTX

3: BREEYERFTNINER,EREER

* (EAN N AR AR TER, ERYEERTESE
* HEIESO

R REFEEFEM

5.1 B RRRIEMAIER AR TMB E&R;

5.2 ERIEER, FRFENOAMFESE, WKER, FE, OSHFEE;

5.3 BB AERURIRFIEI TR, S mIF7IER;

5.4 TEEABERNEY, WRFMNAFRRZE, REVINZERER, LURSIITIEHRE,
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N BARES

6.1 MiE: SMiTAZREEERE 30 min/51000Xg Bi15 min, BXEEMEMERSOEE-20°CTEM, BHRkE R,

6.2 M¥Z: AJFEDTA. FFESATERERERE A UEET, ARARERF1000 X g Bir15 min, SLEMERDEES-20°CIE, B R 25
CER: MBS TMENER, RS MARRREFHTIM),

6.3 4BAE L5 INERARREIEFRAR, 500 Xg Bi0S5 minBY LiE, IEMERASIEE-20°CHEN, ##RRE .

6.4 HRRRR:

1) ALK XPBSERAR, WF K53 fE, FAETISHE, INSEMZARR MNPMSFESERT, LIREHN1 mM, §100 mg
ALMANL mLRER, FREAZEBRITIL);

2) BRRRIINAIIBA KRR, SIKA20-30 T, ORBRSHMAERMABRLXIEX, FEARRARFRENIRRBEFRTR, &
BT,

3) A3%20-30)R[EER92-3 PLARASHAALR SR RBTE R A EHE BHEE TR, N ABAEA% A IR SR B ARREAZ TS, WiBRZBRE(D
FE, MNRBT0-80%MAMITIZEARIFTRAEAS, RPARELT DM, WHEHTF—P LK, [N, FHIK1I0-30K
HEIHZEDI0%BELEIIE,

4) ZBREFRFZE8000 X g-10000 XgBS min, 3B L, 5%/5-80°CHFiK, HABCAZERRENE XF&NE BEBRE, &%

R E R,

+: WS

7.1 %&FK (1X)

MRIER Q0X) BRI, 3T°CMAERMALEAR. RI20FBREHEHTHE: MG mLIRELSFR (20X) , A
570 mL Ak ERFK, BEHER 1X)

7.2 HRPiRIZKEMHE (1X)

FEFBENED, RL100tFIHTHRE, HREAIMRIBIAITERIARNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC0%10.1-0.2
mLo 110 uL HRPARIEAMHAARSER (100 X) B0 990uL AR R I TAS, BIRES.

7.3 FRHNEEA:

TR ERENAEAFERRHTRRE, NRERONEBIITHRSTCE, AT ENRREEHTER, R
AU ME FATESEEA, FRERHNHERESRE BT,

RN T NRIUEMMREARL41:8F5F; 40H0 AR ZA1:400501:800/7%; ALRMMERIFA1:100003,1:20000%%%;
HERE. WMEMEENESTESBENSRZ,

7.4 BERBRNINES:
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fER2 mL PT 5-ef HARRKRE A ER, BIERENT:

500 uL 500 pL 500 pL 500 pL 500 pL 500 wlL

® > VYV VY YU yU =«

4000 _]jg/mL 2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/mL 62.5 pg/mL

Add # L of Standard

diluted in the previous — 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL
step
# L of Sample Diluent
2000 pL 500 ulL 500 uL 500 pL 500 pL 500 ulL 500 pL
PT 5-ef
ned7" "ed" "o 5" "eda" "ed3" "o ned1"

J\: LR E

KRF, BERAMBHANEZETFEH20-30min (HRPIFZRMNERERAFTEFTHER, AN ; fEHTindE
m. BARURAEEFMERN, Sigiesk, BEMfIiRnRRE, FRNEF, ERRRNMEFE,

8.1 RIELHNAE, MEFEMAINEEITIRSE, HRIRFMATFIENMNBEERERNEFERT4C, HF—AZRAR,;

8.2 NNH¥E, DRNEZFLARETL FENREARTL. SFLINEAHERRRL00 pL, RILD NN ERBRAITERIAENREZA100 uL/7L, 7*
BEREFESE (BT ESTEAISBMET, REBRIWIRE, WRLFERERT, 5-10 minFemN&E) ;

8.3 EgtriR = L ERE, 37°CiER2 h;

8.4 Wik

1) IEFHIRE GHERESR, BRMEIASBERERESET) , 7RI, BF;

2) HER (1X) HoFRSE, §F1350-400 uL, FRE, BEREBTIRE, ESHSRAR, BREYIENRILUBAMRETIE;
8.5 GFLAN100 pL HRPHRZHMFUA (1X) (BRIHAFIESEEHT.2), IR, 37°CHEF40 min;

8.6 EEFIR8.4;

8.7 2 SILIMTMBE&K100 uL, 37°CEHXEE 15-20 min GIREAGERL, 7IEHIEK E GEYE], AEBE30 min FEEE
MR TRARES, BERYEINERNELTEBEHE, I6T6, E7EM) ;

8.8 &1k B|FLMAIKRI00 L, BETHEE, KIBRSTMBEEBRMNMEINFE—;, CEX: REMEKEGREMLIER)

8.9 IFH: U630 nmARIER, FAESAMYAEA50 nmiEKNIEEFLAIHEE (ODIE) o INALLERIES minP#TIEREL, EF630
nMiI<, HRJERERA50 nmikIIRE

8.10 BN S MRESIEANODETRHRESILMODME, 8BS, BNETIE, AR ERIRE LT, ODEAML
1%, ALY (f00rigin. ELISACalcE) #THSEHINE (4-PL) , RIBHFAMODEMIFEMELEELINGIRE, TUBRE
ISR AR TNRE,
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BIEREBEWT:

BBt TRIREL HERE
1 | PERSEFE 100l [120 Sk 4R BREE37°CHE
2 |HRPARIZEMTA (1X) 100 UL |40 3%H 4R BREE37°CIFE
3 |E&TMB 100 L | 15-20 % FRETR BIRE37°CHE, ¢
4 |ARIbR o0puL |0 5%k TRERF =
5 | MMAZLEREL630 nmARERK, 7450 nmibNEODE, i INAEE55 1

. SRS
9.1 BEfreh
- (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit
et e[S ome |-
5.0 625 | oio2| oas1 0.085
ég) 125 06.2257315 0.262 0.222
g o 250 gi‘igi’ 0.409 0.369
500 8%‘?3 0.737 0.697
001 e e 000 |12 1297 1.257
Mouse RAGE Concentration(pg/mL) 2000 22.6067,066 2018 1.978
4000 22.'78522% 2.789 2.749

9.2 BRE

IRARBEE: 3P FERENERERAEENE 200K;
REWEEE: 3P FERENEFRERBIEENE 247K,

RAFBEE (CV) IRIEHETE (CV (&)

FHE (pg/mL) EE  BRRBCV% B WE  TME (pg/mb)  REE BREBCV%
1 20 856.6 294 34 1 24 9135 78.8 8.6
2 20 205.9 8.1 3.9 2 24 2343 20.3 8.7
3 20 57.0 2.8 4.8 3 24 65.8 8.5 12.9
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9.3 fntx el Z
REATRRS, ISR, B @3 RE, T/ ERAGENIMTEIAES, SRIT:

=St R FHIE (%) SEE (%)
1:16 95 88-108
INRIME
1:32 94 86-106
. 1:6400 90 90-91
e L5
1:12800 97 94-100
N 1:320000 95 91-99
BORIER
1:640000 94 91-98
9.4 H&{E
NRIME - MAREHAE, W NRMEFART/)NERAGERRE,

eIt ¥IE (pg/mL) SEE (pg/mL)

INRIMERFZA (n=15) 10204 231.8-5000.1

MpE E7E - K/ BIRREEIPBSHE, HET /KL, MARSRBFANSIR, EAMI0%IRFIE. 2 mM LARERRL.
100 U/mLEBZHEHM100 mg/mLERERIESRAIRPMI 16401E5ERIETT, WEMM LF, KN/ EBRAGERTREN1263.1 ng/mL,

ALRBR
/NEERAGE (ng/mL)
N LR ZL R 14500.2 3.8
9.5 RE
20N EENZFAFIYODEM LAENEESEINODES NIVERAINE BXTREREE, tidfEF/) RRAGE R BE25.7
pg/mLo.
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9.6 £

X NAF AR, ERERIIERTIRCER, SMEiEDT:
UNRIMEFATSHRRE2E, A DEFATTHR2001E, ARRBRFATRSTHRES0001% )

/NRIE RLRHARR
BE (%) 100 100 100
- SEE (%) . . .
¥E (%) 111 103 97
e SBE (%) 105-116 95-110 96-97
¥E (%) 97 99 97
e SBE (%) 92-102 87-110 93-101
BE (%) 80 102 97
1:16
SBE (%) 79-80 91-112 92-102
9.7 ¥R
AR MRS IRIATELE/NERAGE, A0 ng/mLULTFHEF, TRERX RN,
Human: Mouse:
HMGB1 CD36/SR-B3
S100B Galectin-3
Olrl
S100A10
+: B
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