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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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m: HF2AD R EF

L &R i 58
Microplate FREIMREBITAR - 96FLiRk 87L X 12% |13k
Protein standard RS - R 2500 pg/#l |2 7R
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: 2MARRZEREE 30 minf51000Xg &i015 min, B EFUZEAMERRDEG-20°CER, &Rk EFRF.

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),

6.3 4HRE L35: WERABREIEFTR, 500 Xg Bi0S5 minBY L3E, IZBMEMAEI%E/GE-20°CTF, BRREFR.

6.4 Rk WEERRfE, 1000 XgRi020 min, BX LS, ZEMEASNEF-20°CFR, BRRE KRR

6.5 MEK: SR 510000 X g B5/05 min, BX EBIZEMERENEE-20°CFH, #RRkEFR.
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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 HRPARIZKMIARZER (100X) 10990 UL E#HE R HITECH, FERES.

7.3 A

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

RGN T . AMUBMMIRIFA1:1605¢1:320#%%F; A0 LiERFA1:1283 1256/, RRIFAL:4031:80#FF,; MHERIFA
1:320301:640#%F; HEEE. VIEMEENERTESBIMENNZ,

7.4 BEBRENIEM:

F32 mL PT 4B1iF AR E AT Em, BERIFNT:

500 500 ii] 500 uplL 500 uL 500 EI, 500 plL

—_— T e ] — F -._,_____,_,.-/1 R —

®ow YV VY VY -

1250 pg/mL 625 pg/mL  312.5 pg/ml. 156.3 pg/ml.  78.1 pg/ml.  39.1 pg/ml.  19.5 pg/nL

Add # pl of Standard

diluted in the previous = 500 pL 500 pl 500 pL 500 pL 500 pl 500 pL
step

# plL of Sample Diluent

2000 pL 500 pL 500 pL 500 plL 500 pL 500 plL 500 pL
PT 4B1
Ilsd?II IISdE" IISdSII Ilsdall Ilsdail Ilsdzil Ilsdlll
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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 26 HFLMTMBE&ER100 UL, 37°CEEE 15-20 min WNREGBHR%, FNEZEKEBETE], FBiE30 min;(RFE®
YRR TR, ERRYENFFINELTESEN, IEZe, B7ER) ;

8.8 &ik: BFLMALKRIOO L, EeTEt, KILRSTMBEERNMFINF—2;, CIE: IREEMRLKEREMLIER)

8.9 3K LI630 nmARIERIK, AESIRIE450 nmiIKNIERFLAICRE(ODME). MIALLLKRES minR# TSR, E7630 nm
B, WRTERAER450 nm RIS

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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N LS
9.1 ZFfrih
10 (pg/mL) 0.D Average Corrected
] Four Parameter Logistic (4-PL) Curve Fit 0.0931
0 0.1099 0.1015 -
0.1389
% 1 19.5 0.1962 0.1676 0.0661
- 0.2129
£ 39.1 0.2924 0.2527 0.1512
w 0.2972
.i o1l 78.1 0.3460 0.3216 0.2201
o . 0.5294
156.3 0.5800 0.5547 0.4532
0.9219
12. . . 1
o o L | 3125 1.0532 0.9876 0.886
10 100 1000 2000 625 1.6200 1.6537 1.5522
Human NGAL Concentration (pg/mL) 1.6874
2.3522
1250 23434 2.3478 2.2463
92 BFERE
RBERE: 3P NERENESERRNEENE 200K;
REWERE . 3P AERENESEREBESNE 247Ko
RAFEEE (CVR) IRIEFEERE (CV [8)
& WE  PYE(pg/mL)  EE wE YA (pg/mL) EE  TREHCV%
1 20 542.8 25.0 4.6 1 24 572.6 37.1 6.5
2 20 1255 8.6 6.8 2 24 135.0 10.2 7.5
3 20 30.3 2.3 7.5 3 24 32.1 2.8 8.8
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9.3 fntx el Z
REATRRE, TEATATERIPIEES. . B3 TIRE, #TANGALIIIIFEIRESL, LRINT:

HRER FE{E(%) SEE (%)

1:640 96 90-103
AR

1:1280 89 80-99

1:256 94 81-106
a5

1:512 90 85-97

1:160 93 82-105
FR&

1:320 89 78-104

1:1280 102 87-118
PR

1:2560 95 89-100

9.4 H&{E

A3/ R&/TER - NARIRTE, NADR. RERUSAERFZRANGALBYRE,

eIt ¥E (ng/mL) SEE (ng/mL)
A3 (n=16) 383 17.8-90.6
FR&(n=8) 11.7 2.0-21.2

18% (n=8) 158.7 52.1-388.4

A L5 - TR 10%RRA4IIE. 50 uM B-3EZER. 2 mM L-AREBAZ. 100 U/mLEBZHEM100 pg/mLRERES RRIRPMIFRIEST

ASMEmEZAER (PBMC)  (1x10%cells/mL) , BRESRERIMRAELO pg/mL PHARIE FIS51K, WEEAM E5E, HMEA
NGALRTRE.

R 1% (ng/mL) \
Skl 155
F 345
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9.5 REE

201 EENEFLFI0DEN EREINEESRINODET NERLINE BT WAREE, HiFEH ANGALBIREEH3.2
pg/mLo

9.6 £k

A, 4BRE EE. PRIRURIERIF B SHREHETA, EHRE0RNELRTIREEERN, SMESET:
(AMIRAFATRAARRESOME, RS LBFATNHIEILME, RIRFATCHIE20ME, ERFATSHREI60ME, )

{E(%) 100 100 100 100
1:2
SEE (%)
B (%) 98 96 98 97
1:4
SBE (%) 91-103 90-100 94-101 93-101
9{E (%) 100 102 104 96
1:8
SBE (%) 97-104 97-108 97-108 90-102
9{E (%) 99 104 106 93
1:16
SBE (%) 93-104 94-114 103-110 90-95
+: SE Xk

1. Bauvois B. et al. (2018). Cancers (Basel). 18;10(9).

2. Buonafine M. et al. (2018). Clin Sci (Lond). 132(9):909-923.

3. Abella V. etal. (2015). Biomarkers. 20(8):565-71.

4., Devarajan P. et al. (2008). Scand J Clin Lab Invest Suppl. 241:89-94.
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