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ABR (CEMET=FAEKIEAXER) BAXNNEFENNM—S5 BCR AERFENER (68% [EME—4) . BCR (Mi=fkX
1) ERSVERS5 SRS MENS B R MR AL RASEREASAUMKRA I, ABRIIC g GTP i
EWEBLSME, RIS RACL. RAC2 1 CDC42 7Kf# GTP,
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=: FEHENKRSEM

3.1 BEHRY (FT35EX450 nmA630 nmIGEK);

3.2 SHREEBRB N —RUEREEICXK,;

3.3 AR (IREIFahisEtR) 5

34 EPE (BTFHBIRAERKRIEL);

3.5 K EMSEL (BFIET);

3.6 BT FIEMRE,;

3.7 BFELISASE SR AT RR IS TG (FFINSEINS 5 7E), 90 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- I o o~ s
conjugated (100 X) HRPARZHMIARZER (100 X) 120 uL/& 18
Sample Diluent PT 4B1 AR PT 4B1 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 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,
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N HRES

6.1 ZRERARR: WERARRSE, A2 (2-8°C)BY1 X PBS#%3/R, 500 X gBi5 min. 4RI, B/0F LiE; IMPMSFEZRRERARR

, ZIRENL mM;IRE1X10 "N, IINL mLZEREZARR (& PMSF), 7k L3230 min, Hisl - FEMEIERRE 7S, BN
FFALIE, 8000 X g-10000 X gB5/05 min, B E L&, 93 fE-80°CTE, HABCAZRRRENE XN @NESERRE, #ERE
R

6.2 BRKMRR:

1) ERATULHIL X PBSIEFRAR, T 7K /E, B TIS0HE, INEERRERR (MPMSFEZRARF, ZKREN1 mM, §100 mg
ALRMANL mLIREER, TRFEAFBEITNHKL);

2) BRI LIIBLIKEER, 9KL920-30T. IRMRESMEAEEMABRLEER, FEARKBRRFSRREEFHRTE, F
BiTAL;

3) 5J3%20-30/R[FER492-3 ULABREAAR SR BBTERI A EHERRERE TR, NN ZBREZ A IR s e BB RRRAZA, W BRZBRE()
e, WNRBT0-80%NMEITIZE A MTTEMRAS, RBARELT R, W#EHTF—P L, [N, JFSIK10-30%
BRI EDI0%E LM,

4) ZBREEKEF/E8000Xg-10000 X gB S min, 3B _LF, 93/5-80°CHEH, HABCAZERRENEXHENE SEQRE, &R

R E R

+: WHNES
7.1 %K (1X)
MRFFR Q0X) BRETE, 3T CIMAERESENAMR, RI20HRMEHHTHRE: B30 mLRGLEER (20X) , A
570 mLBAKSERFK, BEHEER 1X) o
7.2 HRPARIZE MR (1X)

SRR, R1L100LLFIHTHE, HRERIRIEMIITE LIRS EEE (100 ul/Fl) , RPRECHIBY R 2 E0%10.1-0.2
mLo 4010 uL HRPARZAIHASREER (100X) #0990 uL Filk BB RH(ThLE, BEES.
7.3 FFRNEEA:
TERIEAERENAEAFERRHTRRE, NRERQIERIITHRSTE, AT ENHEREEHTRR, 4R
RO MES FATESEER, FRERHNHRESRE BT,
HRRLLIEEINT . ASARRIEALAHL SRR, ALNBRIFAL: 1283125614, HMARE. BMBNBEENERITESEUIE
A28 ZE,
7.4 BERBRNINES:
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/2 mL PT 4Bl AR E A Em, BIEIEIENT:

500 p.L 200 1.1].. 200 ulL 500 L

uuA [\H__J) (I

-y w WY v o«

2500 pg/mL 1250 pg/ml 625 pg/mL 313 pe/nL 156 pe/mL 78 pg/mL 39 pg/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 pL 500 pL 500 plL 500 pL 500 pL 500 plL 500 pL
PT 4B1
IISd?lI Ilsdﬁil I|5d5ll llsdqll l|5d3" llsdzll llsdlll

J\: LT E

KEF, FERMFHEANEZEFEH20-30min (HRPIFEEURERERFATETHEE, WA ; E#TIRE
may FALURAEEFMER, Sifiesk, SRR IRNAKE, FRNEF, ERAFRNMEE,
8.1 IRIESLILAE, ILFERIIBEIIRSE, HRRFMATFENBNBBEREHGFEFRTAC, HF—RAZRAR;
8.2 1A%, D ANKZFLATAEFL R ASFL. TR ARERR1L00 UL, RFLD B IS EHRRRAANERBEIIFEZ100 pL/FL, F
BAREFESE (BUTERNIEATMEF, REBRIWIRE, WRLFREM, 5-10 minFTANE) ;
8.3 Etrik= LR, 37°CHFE2 h
8.4 %
1) BFEIRE GhiFRR, S#RpEIASEREEHES) , 7&K, BT,
2) FER (1X) FHRSF, S§FL350-400 uL, #FE, BERERTIRE, EERIERAR, BREVIFENMRILUNRFTIE;
8.5 &FLAN100 uL HRPAREMMFHA (1X) (BRIEHAFIEEEST.2), ZEHRER, 37°CHFE40 min;
8.6 EENIRS.4;
8.7 BESFLINTMBE®EK100 uL, 37°CEHEE 15-20 min QIREER%, FIEHEK E BYE, FEI30 min;(RFE®
R T RS, ERRYENFFINELESEN, I6Ze, B7ER) ;
8.8 &1k BFLMAILKRIO L, EETEt, KILRSTMBEERNMFINF—2; CIE: IREEMRLKEREMEZIER)

9 3REL: 630 nmARIERK, FAEARYEA50 nmiIKIIE R FLEICRE (ODE) o IANLILRES min# TiRE, H7E630
MK, BAJERERA50 nmik IR
8.10 HiENHT: S MIERMFARRODEFRMEZFLAIODE, KBS, EHTIE DANEmMBTRE N, ODENH AL
15, EATWERHE (WO0rigine ELISACalcE) #HTSEIE (4-PL) , RIEFANODEMINEMAHRELINGRE, TUFFE
BIRENF AR TNRE,
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BIEREBEWT:

BBt TRIREL BERE
1 | PERSEFE 100l [120 Sk 4R BIEE37°CIHE
3 [HRPARIZENHA (1X) 100 uL 40 5% 4R BIEE3T°CHE
4 |E&TMB 100 L | 15-20 % FRETR BIRE37°CHE, ¢
4 |ARIbR o0puL |0 5%k FRER =
5 | MMAZLEREL630 nmARERK, 7450 nmibNEODE, i INAEE55 1

N KBS
9.1 ZZ R E
(pg/mL) 0.D Average Corrected
10 Four Parameter Logistic (4-PL) Curve Fit 0.0537
(0] 0.0534 0.05355 -
0.1129
z 1l 39 0.1194 0.11615 0.063
z 0.1842
E 78 0.184 0.1841 0.131
g 0.3075
£, 156 03048 | 0306 0.252
0.5205
313 0.5272 0.52385 0.470
0.8939
_ , . 625 0.87765 0.824
o 10 100 1000 3000 0.86184
Human ABR Concentration (pg/mL) 1.53
1250 15236 1.5308 1.477
2.2076
2500 2.1571 2.18235 2.129
9.2 5%E
WRIFERE: 3P FAERERFRERANESENE 8 X;
RIENERE: 3P AERERFRERBIZEENE 16 Xo
IRFEEE (CVA) IRIEREZEE (CV &)
TE (pg/mL) EE  TRACV% HEA #HE PYE(pg/mL) IREE  TREHCV%
1 8 1,096.0 344 3.1 1 16 1,063.5 43.7 4.1
2 8 240.8 3.8 1.6 2 16 237.6 4.9 2.1
3 8 107.8 5.1 4.8 3 16 109.9 4.5 4.1
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9.3 INAR[E Y X

ARG, ETEEERERS. B B3 NRE, #HTAABREIIFREILERSGL, ERINT:

=2 HREER FE (%) SEE (%)
N 18 99 89-117
RERART
1:16 98 93-104
1:512 101 101-102
PARMER
1:1024 104 100-107

A ABR (pg/mL)

U-251 fpESRRR 4291.9 14

SH-SY5Y HAE3dfR R 3116.8 1.2

INERANEA LN ZRRR 40726.9 2.0
9.5 RE
201 EENEFLFI0DEN EAREINEESRINNODEF NMERLINE B WAREE, hiEFE+H AABRIIREE 0.6
pg/mLo,
9.6 &4

X NAFAHRRRSRED, EREEIIELSTIREER, SEHiEDT:
(AR RIF AT, ARRBRIFRTNCIERFCAE, )

BT RIRBURT \
Y9{E (%) 100 100
1:2
SEE (%)
{8 (%) 82 98
1:4
SEE (%) 74-89 90-105
A (%) 78 101
18
SEE (%) 77-80 93-110
HME (%) 77 103
1:16
SEE (%) 72-81 94-112
0.7 EM
AT EFR MRS K AFIELH AABR,
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+: ZEXHE
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