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SEA399Mu 96T
BIEBREEA 1 (HMGBL) KA &

(B Ik A B PR )
BRAE®: MR
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AR AR, AH T IRKZSH
5 13. 0 b

[FHARLA]

ARF Bris PR Je 0 ELISA V52 g /N BRI « 3%, 5038, MMZETR . OMREsE BiE s e Al o6
WA H HMGBT 5 5o

AFERNE]
R B HE Wil HE
96 (FlHEL#D 1 96t 7 i 4
R (T 2 P vt W TR 1 X20mL
For P TRA 1X1200L oL I AR BT 1X12mL
For I B 1X1200L oL I T B A BT 1X12mL
TMBJEX) 1 X 9mL £k 1 X 6mL
BRI (30X) 1 X 20mL 15 FH UL B 1

[ B &R & KA

1. 450+ 10nm P& HIBRAR A CRBAEHAE AT 5T HiHO

2. PIEBZE RS SRk

3. MRERE S EP

4. ZEMKEZEETIK

5. MK 4%

6. BRI I 2 AR

7. 0.0lmol/L (E{ 1X) ®EfgZZrh#: (PBS), pH=7.0-7.2

[RAFIE R B A 0]

1. RIFEHERAF S RIFHRA ST BEMRE T-20C, WHE T 4°CIRERGE—DH . N EER, talé
WAEIFIORAE, FrdEsh . RO A RS B BL A 96 FLERIRAE T-20°C, HRGHE T 4°C.

2. EREMRT S BRI TR IR TR S TR R ORAT, AL, TN R A P AR 2% B & T I8 i R
THASEELT, R REHEHERN, B T-200C fR177.

*‘E:}E’\t:

PTG N B 26 v AR D, R SEIR TR SR AT 4 2 A R R BRI R AR S e LR S 1N H WA e, 7

sl AR B] DA B RARAS i, LR PN BT A 2 o # A R AR E 1

(A HIRE SR

1. k. BWETIIMESBEE SR AL ZIERE 2 /e 4°C 7%, #RJG 1,000X g B0 20 404, H b
ERIET, ¥ EyEE T-20°C 5i-80°C {RFF, 4k H kA,
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M. A EDTA BUHZRAEAPUEFIRERA, FFRRALEREFH 30 4080 AT 2-8°C 1, 000 X g B0 15 734,

B iSRRI, Bk B iE B T -20°C Bi-80°C fR7F, 84 V.
ML) AN FR B H G & S K 752 B A R

D BUEEHLE, A PBS (0.01mol/L, pH=7.0-7.2) HiEWeEBIME, SIS E

2) WALV, SN BB AR VK b 2 B R R R i (B 15007, FW%EH%E%E%%%
POEFEA IR W Z ) MBS s (BUNMWARBE M) o JREARE=1:20-1:50, #lu:
ImL AR M NN 20-50mg ZHEFEAR . D

3 CHEERINEMRE T B AR

4) RS LF S KA 10,000 X g B0 b 438l FUTHE, HIFRIAT A TR ECE T-20°C FRTE.

MR FE TR 2 AT, 4 M FE R BAR 72 b B

1) WHEEAN MR FH ¥ PBS Bl vk, ARG FHIEAMHEM, T 1,000Xg &0 5 28 5. (BiFgiinriE
HELEERE .

2) FEWCER B B4t FH ¥ PBS ¥t 3 K

3)%%%ﬁ%ﬁ%ﬁ%@ﬁi%@%ﬁ%m”MMWEﬂ,m%%g,%%ﬂuﬁﬁﬁﬁﬁﬁﬂﬁﬁﬁﬁﬁo
4) WG ART 2-8°C 1,500 X g B50» 10 2080, Fyise, LiERIa e E T-20°C T RA7.

5. ZHMusETE LISEUEAEDRA: 1 1, oooxg%u 20 Zrd, HUEIERIRIAI, B BIEE T-20°C 8i-80°C fr
17, G R VR
ER:
1. DU EFRARBTHEERAE, 4°CRADNT 1E, 200 ANt 1 ANH, -80°C At 2 ~H .
2. PRASHILE 2 s m d SE A I A5 SR, DRI AR AR AN B 2R AT e T i
3 ARAMEFH AT NS B =R, ARINAE 2 fE .
4. FETREREGE, A THEIREF MIE A 2 MR AR AREA AT R .
[ ]
1. fFHFCE A R R AR A2 I B 355 (18-25°C), M SRZIR 7 & rE — B 8] WA REAE A, 15 00 A
YRR F 5 PR AR 2R AR, AT A PR A 2 BT 3 8 S I OR AT
2. AR GETHD: SHEARMESINAFRERFBRER InL, HIFR=EHE KL 10 048, FANRRES GE%g
A, HIKEEA 200ng/mL (F) « Se¥s HMBEA 100ng/mL (bR v th & i ik ) J5 , PR 7 MR bR
AR EP A, RN EP B NN 500 u L IARHE SRR, QB s AR IR A LU AR BE . 100ng/mL, 50ng/mL, 25ng/mL,
12. 5ng/mL, 6.25ng/mL, 3.12ng/mL, 1.56ng/mL, FrAEMMEER (Ong/mL) EHIEIEANT HFL. ARIEEREE R
AR, BXRERAFE BRI EMIER .
500uL 500uL 500pL 500pL 500pL 500pL
I \ I' \I \I \ { “%
Stock .:
Standard
Tube 1 2 3 4 5 6 7 8 9
ng/mL 200 100 50 25 12.5 6.25 3.12 1.56 0
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3. KB A K MIEW B: Detection A A Detection B ZEAFFHRTIE L FEE G5 003, DUSEELHT
TR BEBOM 5 VA DT B IS . e FH AT 23 31 AR A B A B B1: 100 #RE (. 10 w L ASIIVA YR A/990 u L
ROARRER A) , A IRAT, W AR A TS T R A 1) IR S 6 P 75 ¥ S S T A1) (100 w L/FL) »  SEBREC il
Z W 0. 1-0. 2mL.

4. IRV 580mL ZEI/KEL LB F/K M 20mL Pl (30X) FikEZE 600mL 2 TAFBIKIE .

5. TRV H K R A RSk IR BT 7 AR TMB B — i e, AR R NIRY N T E
F, ANEAF[A] TMB .

HE:

L. BRI R A B ELEEAEA R EAT

2. ARMESE TG A AT 15 /B N ECHI . ZARdE S R BREE A — K.

3. PRdESE. RIIVER A TR, WUV B TARMRE 5 FHAH B AR BRI ], PR RRIR . R UG
AT TR A], BRIl . D PRIIE SE 0 45 T A HERR M1 (R IS, TR R R AR . 1 IKIE T 7 N &
FERAICH], REAEAE R I 1052 ClnR BRI A B, —IRARZ/NT 10w L), DUk G id sk B 1%
%,

4. E/EEMH AR ARES I A TAERAS VAR B TAEW .

5. TR (30x) AT, WHAREERIR, BRRIES, ZRGE ST S

6. RGN AR, B TRECE R RS A, TERC B I 2w RE R D 4 KR & 22 BUK RS 4,
PAS S50 R BT FHAE MV 1R R 22, 3 SR IO 25 RANHER, B E e AR, B NGEKIE .

[(Frahb#]

1. AAFRMNENERES 7T, AxFE M ZEGN S G R EFER T, BEAE AR RS BRIREA
WTREE B, Pl EHREA.

2. SEERFTMTRIbRA & &, W RARAIREE &, RO ERAREATRRE, RORE S AR A A5 G 1270 & ks v B
TSI P 3fe AAH S AR R A

3. IMEBMBEARAHEEMBE RS 265, W M 24%, 100w L MIFEMAE A 100 1L PBS. ArAfiH
0. 01mol/L K PBS ##% (PH=7. 0-7. 2) »

4. HIRFEANOEERHBIIINEAR T, BVGH TR UE AN, IR AR,

5. 5 F A 2 SRR ) S () LR ) S B G DU PT e 2 B T 2R S84 2 B ) 5 N80 ELISA S5 45 Bl 72

6. HFEA NN B, PUZEREATIRER B2, . MERES. E8E. REN RS, Brela g
FERIAS H S L o

7. HEETIREABEHAED, ORFERZEEZEHED, 9TREE NS A BT BRI R A SRR A T

BC, ARSI

VAT T EEREA, ORAFI [ K P B2 AR 7E B 1 P AR 1 5 B S 30 45 SR 22

[#RfEDER]

1. ke S BEbsuE L. FRIURESFL. 2 AT, BWhsEFL 7 7L, MR 100 u L AR BObsuE S LRk
#E#% 20, FEFLIN 100 w L bRt AR (RARIMER L Z P RE—8), RIALNFFUAES 100 0L, BEFRIR
o BB, 37°CIE 1 /M.

2. FEWE, BT, FHEER.

3 RRFLINR AR A TAEW 100 u L (s FHATECHD, BEFRIERL, 37°CIE 1 /D i),
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4. FERILAWME, FFLH 350 u L PEHRRTELS, 1218 1-2 0%, EWKAR ERIABEARORFE BR L P BT A .
AWM 3 R B —IRBEERE, WHEE R R PR p R, B AR B EROK AR b, KR EEAEFL
R T . S R AR B, 2 ERWEE  BUE S BRILK S .

5. AFLInR AR B TAEW (IS FRTECH]D 100 uL, BEARMRERE, 37°C A 30 H4%h.

6. FARILAWAE, BT, Btk 5Kk, HiEFBE 4.

7. BFLIN TMB JRADVEWR 00 1L, BEAAREME, 37°C@YERM N AISHITE 10-20 40580, AEHELE 30 408
MFRHEFLIIRT 3-4 LA B MBS M, J5 3-4 FLEREER R, Binrgat).

8. WALMALIER S0 nL, bR, SRR ESLE G, BRI SR & 5 A R I IS A
o B IBEAS —, HRERIEEIRR SRR S5 .

9. FEWIREEFRR R TC K AL B SIESE, SLED A B FRXAE 450nm K &AL S A (0. D. B

1. WS #ES KSR TR of, e AR BT, &R, R BERRE, U&T
AL

2+ hakE: SEEGEAE TR VR E K, BRI . AR B ANECE R, KR I T RS AR
i, REAMMLALEE, BERINES . 5RBEGIMA—E, RS — LS &JE — LR A A
B/ (—RAZEHIAE 10 280 LD, WK, R SECRFK “HURE 7 WE, M]3 &
MERHERRIE R E R V. O 7 IME RIAERYE, HER B FLREAT 208

3. BFE: NPIEREMAK, SCIRRE RN b o SR R A R E TR AR N, DU RIRAR AR A, AR e RS Rt
TR ERAE, AR G0N o B AR AR AL T T ROIRZS (RN ™ A% T8 T 45 R 1R 7 I 18] AL

4. Belk: ROVERIEFEZE, ERREERIRET, SERREBOTERT . YREERE T R NLAL AR B PR
NAEMR K AR BT, PR K AR BN I BLAL IR, RIS e R BRAR Rk B IR AT 4R B, Bt
Wi e Je OB AR A B . R AR B SR AL, B FE AR AL Ja A T st R b

5. MRS NS E W RN AL AR AL (Eedn, AR 10 - — U0, I EIFit
PR, VSRR NN LS IR SN, 3 G S LI 55 T M B AR (30 3 P R 4

6. JRY: JRVITERGORAE, AEAEAEANIR N S v B IR A .

7. WCRSREG NIRRT 60%, HHET S FINNE A5 5 e K .

[k R HE]

K IMGB1 ikt T 96 LI SLAR A, Bl AR BAA, [ Bl 20 BN AR HE il BbRAS,  Hor HMGB1 553 £ T[]

B ERTUARLS &, RJEIMANERLE) IMGBL ik, FERREEHEMRMPUATLE)E, A HRP ARICHI2E

AR, FHXMIEBEE I TMB JEY) B (. TMB 721 AL AL TR BRI (0, FFAERR AU/ HT R AL i &

MIBE . B AR ATRE b (9 HMGB KB S IEAH K . AIBEFRAXAE 450nm B NIEROEEE (0. D. fED, TH5H

A o

[H#]

FhnitE il KAEA 0. D AEIIER A A SL 0. D (ERFE (LR ED, Wik BRAL, WINBOPEETHE . DIARHES R E

NHAERR (BN EAEFR), 0. DA BEAR SR (BN BAkhR), LxmibruEfi L, IRt e fZe A el 377 80 (Fef:

iR RNAR A 7 RS R R, DA RMEGEITE T 1 900, R 0. D AN, THE R RIREE,
IR LL  RIJHE A RSB IR E
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B:Rist i)

NTETWE, REWRENEZE 0.0 ENEAE, A% BN AARMEM I 0. D. A REASR (X HHD, Fx
HE A R BE VAR (Y Do [RIIN O 7R B8 45 R I ELOLNE B rp B B AR S S0 i e B . 4 8 P X 4k
AR AR R . TSR EAE RO (AR . BRER R BORAIR B RS, ARaEdi £/
0.D. [HEHER. Fritftibrdkih XS5, SLRH T ERE B CRSERd IARE 2

120
100
80
60
40
20

Concentration(ng/mL)

0
0 0.5 1 1.5 2 2.5 3

Optical Density

PNRETHREEEE 1 (HMGBL) KR G brvE th £k
el UFEREEN
1. 56ng/mL-100ng/mL

(B AR FR ]

0. 60ng/mL
BAE A 20 2 AN CRIBRAE SRR I 5E B-F BRI — 5 A v 22 BT ot N AR IR
Es2zaid

ARG & TR I HMGBL, - 2 er Il 5 & AR AU 52 16 B 858 S A
1T 52 BIEAR R PREA IR IR, ANTTRETE T AT AR R B B SO Sl BRI A G & T e S R ke
e VB 58 R .

(el ]

39T 58 B BRULRAE A I — € & 0 HMGBL CIRFRAE ), BRI E FF S LM, RIS e 5 # ik
BEHE,

FEA EIC R TE (%) F R R (%)
& (n=5) 83-96 88
EDTA MK (n=5) 97-105 101
FF& MK (n=5) 80-93 87
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[£ef4]

FEEAB MLIH M M RAEA A AN & B HMGBL,  JFAEEEARERL 1:2, 1:4, 1:8, 1:16 MIFFIREA, AAEVEE BRI 9H

B JE AR T HMGBL & 2 1 e E S E R E M AR,

FEA I: 2 1: 4 1: 8 1: 16
Mfi& (n=5) 94-105% 84-94% 90-99% 91-109%
EDTA I3 (n=5) 88-98% 78-101% 93-104% 85-99%
FF& MK (n=5) 92-102% 95-107% 86-101% 80-94%

by d

o 25 B R RE B 2 (B I A8 53 R CV KR, CV (%) = SD/meanX 100

o2 BRGSO SEEEAE AT BRI, B REAESIE 20 K, AR R
FEA P31 & SD 1H .

felE) 2 EEL 3 MAEHERAAF G X T S EE EREAR T E EE, SR EHE A EES
Mg 8 ¥k, 43 ATH AR BERE A (17248 S SD 1H.

HLPZE: CV<10%

fLEZ:  CV<12%

[Fa 5 1]

ZME, WS ROHN S LA IR R, VRN T 5%,
RIS AR R 2R R SR A S A B 5 ), SEIS SIS A R R R, R RS ENIERE. W
FE TR B AT o F IR EH R — 5256 R EAT R k> N AR 7
[SERRE]

SEIGRUARE S IRF SRR HE %

TORE (hRdfE SR EEEAD 100w L, 37°CHEE L/,
T, IS IAERALI00 u L, 37°CHEHE /N,
VAR 3IK

JOAS I A RBLO0 w L, 37°CHEE 3044k,
Ve 5 IR

BOTMBJEE#90 u L, 37°CHEE 10—204> %k

< NZabEw50 u L, SZBPF450nmisEE .

CO N O O1 = W N
P J J M J J s

[ ]

Lo BT A LR BORKT A REX B i SR L M B A B A JEORBEEAT AT (45 5 0 M, A7 Al BEAF AE
—RE BB KE

2. BRAMKESRSUGIRARNE . S A RIRAE LUSERIA TR VIR, 1555 L HE% 78 R s A& 67

3 AFEHLRWFE— A e A VEZER], W KR RIS & [R5, 35 T & A i 5 kAT
SKYGHRAE, W TR B ES % .

4. ARG ERE G LR EME M, ARER MM ENE R ™ 6. R8s AR S e i i 4 =15 21
et Rl
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5. FEMHAE SR AR A SRR R R A e P . BT BT B At B A IR ZOR M AE s e, DN ER K
PRI T 0K T BB AN HERf -

6 RIJT S FIBEIBAR AR AL P AT RE A D VKRR, BONIER ISR, A0 ses a5 RiE AR TR M . BEbRAR 72 i
RIS B BEAR BB, TS 20 ST

7. HTERAEE ARG, BRI RIR B R P R RO P S5 R W] RE T SR G R 07 A o A T A5 P O A AL AR 132 4
IR ERAIN450 £ 10nmig, B EEVEFEIE0-3 2 (8] SEHOHTIE - 4H bl 13 150 B 45 9 A 1A 28

8 TEREAH 2 UL K RAE AN R AR h AL AR AT RE S BUR RIS A5 2R, BT AN TR sk 4 R T R, 2
W (R — D B A B AR

9. UML) AL g ik, Bl TRt KSR =R ER, TRSIERERARS ] 4RA
s CRNEEidewwilkx B DN el

10 ABGRI & AR5 HAl ) K R T G AN R D7 28 I 7] — H AR SO B, BT DAASHERR A 45 —A — 0
R

11, AT Hl gl @y m Rl il E VEHER, EhTSELRATERN B, RiERS. a5
BHAE, B AFRATTCIE RAIEZ R & T T ot 4 =) AL Rkl 3 B T AN 2 A ) A
HAEH.

12, TEPUASHE S TP AR R L, B B TS I R e AT TR B o SR (R AR B AT LA IE A AS op R A ) 2 Bl
) A I s

13 ARG & T REANE ] T — Lo SR IR A B A RO AN A 72 RORF PRSI0 ot R Ar I, B, ik PR R sk 06 4

14, ARERAEUHIFEREER T 48T WA&.

15, ZAFIGE BT TR, ek A T i RS W BT Al 3, A B A BRI A 1 47 BT, JRAS K
HAEMER ST

(&)
ARA G TR N b, JRA BRI, A R S A R B . T 55 B R AR R A
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[ ]
IF & I RE SR fERTTR
F A it 2 AN I T BEAT I AR B A it B LA RS
PEEIZRE | R Bk A TR S T3 IR S
A K R & ML IE RS W 23
Vek AT ]S EOR 78 ) Bk AR
T TRSIAN TR FIR R A 2 F853 TR S AR 7
ARk 7 A AN A5 P A o B T (R Sy S T ) 7 A R R
IFEAKG B R & ML IE RS W 23
LN A R AN FOER RS, ST
R 7 I TR AS 1A DRAIE 78 A2 [ 1 7 B (8]
o IR IR AN I 7 A 5 0 I DR AR iR 7 U515
Bl b 0 ) B 2R 2 IR A BRI AR, B N GE R BOR A A
BOAH MAZIEW U5 IR B A D BRI A & B
e Y 1 A ] 3 4 FE UL A5 HE 7 10152 A ] A 1524
AN IER IR A AT 7 30 IEWEAAEAS, AR AR AR AT S5
FEAE ANIERA IR A WS R A b B 5 3 SR B RE A SCSR AN AL PE 7 32

FEMD AL REA 5 R

fEF T EERE A, HE S
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