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RYE: 21.0 pg/mL
MSEE:  31.25-2000 pg/mL
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fEZMEESER (LBP) B—MINENEER, BT BPI/LBP/PluncBZRIEMBPI/LBPRIk. LBPE—MaMEIER, TEHFHME
Ao AMEFRLBPRIEFEREAS ~ 10 pg/ml, 2ERRHER24/NFEIAZZE200 ug/ml. fEZHE (LPS) BHEETEZKAMEIMR
A—ifERE. LBPSAELPSRIRAEALS, FEHLPSSCDI4NLES,
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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

L &R i 58
Microplate FREIMREBITAR - 96 FLIR 87L X 12% |13k
Protein standard RS - R 4000 pg/i |2 #R
Detection antibody, HRP- AN e s

conjugated (100 X) HRPARZHMIARZER (100 X) 120 pb/z 1%
Sample Diluent PT 4B1 FEAIRRR PT 4B1 30 mL/#R 2
Detection Diluent MAHER 30 mL/#R 1#R
Wash Buffer Concentrate (20 X) RIEFTZR (20 X) 30 mL/#R 14
Tetramethylbenzidine Substrate S@EY TMB 12 mL/#E 146
(TMB)

Stop Solution KIERK 12 mL/#R 1R
Plate Cover Seals ELE 4 3K
EESMH:

1) RABRAFERIE2-8° CEHTHEBRONAHEE-20°CR U TERLE

2: EABRFIERE2-8°CERTR

3: BREEFERAMNINER FEREER

* AN AR ERATER, SRS ETE
> FERNEREID

h: RRAETFEM

5.1 B R RRIEMAR IR AR TMB 2ER;

5.2 ERIdiE R, ERFEOAMFESE, WKER, FE, OSHPEE;

5.3 BIRAERUREGHFIHITER, S mIs/ER;

5.4 EEABEARNEY, RIMNAFRZE, RESWENZEER, LURSIITEEHE,

ACIE = -3

6.1 MVF: £MARAERERE 30 min/51000 X g Ei0\15 min, B EFIZAMERRSEG-20°CHER, #RRkEHh,
6.2 [M3%: RAIAEDTA FFERTATIRERER(EAHUEST, 174k EE/51000 X g B/0r15 min, IZBMERSDE/F-20°CHER, B R R SRR
(ER: MAMSMNER, RS MARRREHTRM),
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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)

FEFBENELD, RL100LGIHTHRE, HREAIMRIBIAITERIARMNSEEH] (100 uL/fL) , RPRECHIRY R 2 EC0%10.1-0.2
mL, #0110 pL HRPARZIMARZE®R (100X) H0 990uL HiikRE BB HITE S, BIRES,

7.3 A

NEIEAERBNAFAERRH TR, NREFAOIEBSITHESTE, PIRER#HIT - ENHRREEHEHITER, R
BB FARRSEERN, FREFEARRIEREHRFEETMN K.

LGN T . AUBFIMEEEZA1:10000541:20000/%%,; HFMmXEE. MIBEMFEFNERTRESBNENLE.

7.4 BEBRENIEM:

fEM2 mLPT 4Bl 4IRS AN Em, BIFIEENT:

500 plL 500 pL 500 pL 500 pL

i | " | “ | ‘! | * |
\ [ | | \ | | ! | | I‘, |
PTG | ’ \ /J \ / \ /
. Standard I v sd]

2000 pg/mL 1000 pg/mL 500 pg/mL 250 pg/mL 125 pg/ml  62.5 pg/mL  31.25 pg/mL

Add # pL of Standard
diluted in the previous — 500 pL 500 uL 500 plL 500 pL 500 pL 500 pL
step

# pL of Sample Diluent

2000 pL 500 pL 500 pL 500 pL 500 pL 500 pL 500 pL

PT 4B1
“Sd7“ "Sd6" “Sd5“ "Sd4" "Sd3" Ilsdzll ”Sdl“
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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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9.1 Z2ZfrihE

x4

i (pg/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit o 0%055976 0.0583 )
- 3125 | O | 01203 0.062
E 62.5 g:i%‘g 0.18155 0.12325
% o 125 | oogoe | 029545 0.23715
250 g:gigg 0.5122 0.4539
T 500 gggg; 0.90825 0.84995
Human LBP Concentration (pg/mL) 1000 iggzz{ 159725 153895
2000 ;:2;‘1’2 2.48595 2.42765
9.2 BEE
IRAFEEE: 3N REIRENEATERAEENE 8 X,
IRIEWEZE: 3N RREIRENEAEREBIEENE 16 Ko
IRAFEEE (CVI) IRIEHEZE (CV &)
HAR BE  THE(pg/mL)  REE  TRHEBCV% A WE FYE(pg/ml)  REE TREHRCV%
1| 8 955.1 316 33 1 | 16 952.8 354 3.7
2 | 8 245.4 8.2 33 2 | 16 23738 11.1 47
3 | 8 1263 6.2 49 3 | 16 1265 5.9 4.7

9.3 INAR[E W=
HAREIE, ETMEEMEES. T B3NRE, #TALBPIIMTEINESL, SRINT:

EvieSit] R TIIME (%) SEE (%)
1:40000 90 80-100
A&
1:80000 88 84-94
9.4 H&X{E
AME-MAARRAFIE, WNAMEFEARHALBPEKE,
EFie it ¥IE (ug/mL) SEME (ug/mL)
ANIEHZAR (n=16) 6.4 3.3-9.0
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9.5 REE

201 EENZFLIY0DEN LREINEEREINODES NMLELINEG HXNNAREE, A2+ ALBPHREE21.0
pg/mLo

9.6 £k

X NAF AR RS, EREEIEIIERTIREER, SMEHiEDT:
(NIERF AT THRES0001H, )

¥ME (%) 100
1:2
SBE (%)
¥ME (%) 104
1:4
SEE (%) 99-109
¥ME (%) 104
1:8
SEE (%) 99-109
¥ME (%) 105
1:16
SEE (%) 103-106
9.7 55 M
FRFIEF R EIRBIRAFELALBP, MIA50 ng/mLLL MHEETF, FTRARRX KR,
Human:
TLR4
MD-2/LY96
CD14
+: BEXE

1. Schumann RR, et al. (1990) Science. 249(4975):1429-31.

2. Ramadori G, et al. (1990) Pathobiology. 58(2):89-94.

3. Tobias PS, et al. (1992) Am J Respir Cell Mol Biol. 7(3):239-45.
4. Gutsmann T, et al. (2001) 69(11):6942-50.
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