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RYE: 0.06 ng/mL
KOMSEE:  0.188-12 ng/mL
FA & 2 AT E SNSRI ANUAK2RE
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NUAK2, t4FRAISNF1/AMPEIESTEREES (SNARK) , RAMPEERMNEE (AMPK) ZHEM—R, EHMET. 1EEMAMss
EHEARIIRPEEEEFR. EAESMARPIZRE, GERE. SEMAR,
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=:. FEEFNLWKLEM

3.1 BBHFY (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 BTFELISASER N EUBR AT HN S (FERSEING57%), W Origin, ELISA Calcg,
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m: HF2AD R EF

HXAT B i 58
Microplate FREIMREBITAR - 96 FLIR 87l x 12% (13
Protein standard FEESR - ARTAMR 24 ng/#h 2R
Detection antibody, HRP- I o o~ s
conjugated (100 X) HRPARZHMIARZER (100 X) 120 uL/& 18
Sample Diluent PT 3-ef AR PT 3-ef 30 mL/#R 1A
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 HRER 45K
fEEFRMHE:

1) RABREFERIE2-8° CEH THEBRONAHET-20°CR Y TEFRLFE

2: EABRRANZEI7E2-8°CHERTR

3: BREEERFNINER,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,

N BARES

6.1 MR RIS, FITU (2-8°C) 9L X PBSHE3IR, 500 XgB0S min.ABREIHER, BLFF L3, PMSF E4RM AR
o, SOREENL mMGIRE1X10 TN, N1 mUABBRZARAR(SPMSF), 7k EBU#30 min, His] | FAVEHERRE TS, B
REREALIZ, 8000 X g-10000 X gBiS min, S8 L, $5/5-80°CA7M, 3 ABCAB RN A S NE S EERE, BERE
RBlo
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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)

FEFBENED, RL100LGIHTHRE, HRERIMRIBIAITERIARMNSEAH] (100 ul/fL) , SRPRECHIRY R 2 EC%10.1-0.2
mL, #0110 uL HRPARIZKMIARZER (100X) 10990 uL EFHE R HITECH, BFERES.

7.3 A

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

HRELCEEFI T ARRBREARL2S1AMRE, FRXE. MENEENERPTESBERNE

7.4 BEBRENIEM:

fER2 mL PT 3-efff SRR E AR Em, BIERELT:

00 |i|_ 500 ul 500 pL 500 pL i 500 ulL

s w W W &
12 ng/mL 6 ng/mL 3 ng/mL 1.5 ng/mL 0. 75 g.f’m.L 0.375 ng/ml 0. 188 ng/mL
Add # plL of Standard
diluted in the previous — 500 L 500 uL 500 uL 500 uL 500 uL S00 pL
step
# b of Sample Diluent
2000 pL 500 plL 500 pl 500 L 500 pL 500 pL 500 plL
PT 3-ef
Tsd 7" "sdB" "sd5" "sd4" “sd3" "sd2" “sd1”
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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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: Rk
9.1 Z2ZfrihE

¥

- (ng/mL) 0.D Average Corrected
Four Parameter Logistic (4-PL) Curve Fit o 88??; 0.03405 i
o 0.188 g:ig? 0.13815 0.1041
E 0.375 gé‘l‘gi 0.2328 0.19875
%_ . 075 | o30es | 038065 0.3466
15 g:zggg 0.6731 0.63905
oo & : — 3 iégg? 1.09055 1.0565
Human NUAK2 Concentration (ng/mL) 6 13%5 1.8006 1.76655
12 2'25_[537 2.48485 2.4508
9.2 REE
IRAFEEE: 3N REIRENEATERAEENE 8 X,
IRIEWEZE: 3N RREIRENEAEREBIEENE 16 Ko
IRAFEEE (CVI) IRIEWEZEE (CV &)
AR HE  FE(ng/ml)  tEE TREHCVY% BAR #HE  FIYE (hg/ml) IEE  TBERERECV%
1| 8 7.12 0.26 3.63 1| 16 731 0.32 435
2 | 8 171 0.02 142 2 | 16 1.70 0.05 3.00
3| 8 0.85 0.04 5.10 3 | 16 0.82 0.05 6.69

9.3 INAR[E W=
REATRIE, METMEEMEES. P B3 NRE, #TANUAKBIIMFEIRESL, SRITF:

=i R EER FE (%) SEHE (%)
1:8 95 90-100
MPRRAER
1:16 102 99-107
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9.4 B &{E

MR AR
A NUAK2 (ng/mL)
A549 HpESARR 16.11 1.30
HEK-293T 4HpE3df% 18.63 3.10
Hela 4HRESMAER 14.46 1.30
9.5 RE
0N EENEFLFI0DEN LABIEEREINNODES NMERGINEG HXTREREE, idFIEHh ANUAKEIRSE0.06
ng/mLo
9.6 &
XS R AR RRRERIEAR, FHRENRNELS TIRHSEERN, SMEEIENT:
BT |
91E (%) 100
1:2
SEE (%)
HIHE (%) 78
1:4
SERE (%) 74-82
(& (%) 88
1:8
SEE (%) 83-92
¥ME (%) 104
1:16
SEE (%) 81-128
9.7 {521

FAFBIFRMIRBIRATIELA ANUAKL,

+: ZEXE

1. Namiki, Takeshi et al. Oncotarget vol. 2,9 (2011): 695-704.
2. Li, Yuxia et al. Molecular medicine reports vol. 24,5 (2021): 817.
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