EZ- Glucose Assay Kit

Metabolism assay kit

(Colorimetric/Fluorometric)

Cat. No. DG-GCS100

FOR RESEARCH USE ONLY.

NOT FOR USE IN DIAGNOSTIC PROCEDURES.
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* Product Description
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EZ- Glucose Assay Kit= Ctoh dEsHH Az (O €3, €%, OHE MY, AF, 4T i
X )M Z=YS 2T SYSLICE Glucose Enzyme MixE GlucoseZtS MEHX o= Lt
g Al7|0f, O B4=0] probe2t BF33t0] & (OD 570 nm) X &E& (Ex/Em = 535/590
nm)y2 FEZgLCt O] &Y= MEStn ZHCSt RIZSH CiEe| MES XNe2dh=hH X
o otnq, CHMA 2o AP 22T AH|EE ZLE AL 2SI ZEE =&
2 FY%ts YHeERr A8 = JUSFLLCHL
= Contents and Storage Conditions
Component 100 assay Storage
Glucose Assay buffer 25m@ -20°C
. Glucose Enzyme mix (Lyophilized) 1 vial -20°C
O Glucose Probe 20010 -20°C
@ Glucose Standard (100mM) 10012 -20°C
* 2 HEe 97 SHZE0 MER00f 5, QME Es FEthE EH2E MR Me= QHELICL
* 2 HESR AT = U= test =0 AOIA 100 assays2t B2 96 well plate 1 well® 7|22 2F 100
7Hel well2 MEIE = JUe AIYS MSstCh= 20| YL|Ct 0% Standard, Duplication M2| §& 12{5}
o A M2l 7bsT AlRS| A HE £+ UFUCL HE 2YME RMS| AESHAIL HAESHAX}
St MEQ EHE 1850 22k 7|EQ =8 AFSUAIR
* SampleZ ™8 7t0| standard curveQ| 7H& &2 F7H0| fIX|StE 2= sampleg 34310l MY F7HO
QXSHER THSIIAIR
= Sample type
Serum, Plasma, Urines2| M HME, A&, HIYA 5 CrPot W=t MEOM
glucose?| L& FHESIALL EteotE AIMEES 242 &= ASUCH
2
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= Preparation of Reagent

Component Preparation Storage and Stability

Glucose Assay buffer KH7H2 AEfe

Ar&Al0l= H20AM SE9]

=0l 2 ALESHA[Z] HREILICE.
Q| buffer AHEA

280] M =0 Zato| S

rir

= A Ol

= T M|=||—|E|'-

Glucose Enzyme mix

Enzyme mix 1vialO| Assay
buffer 2200 & 7}+840d

=92l 2 pipetting up-down2

Lyophilized oL} 274
(Lyophilized) 2 % Hof gmel BoEL oo
OlLHOf AFBIAAIR
Ct.
L 42 XDl -20°C B
AFBAlOlE Mool B2 T 5
Glucose Probe n N o = oLt 270 OfLjof
=0l & AFR3IAI7| HRHLICH
AHBBHIAIR
AR BIA|D Lo gole
Clcose Stardard AEAOlE A0 B2 -200Co| BEE 4 oLt
ucose Stanaar:
=0l & ARBSIA|7| HIRILICE  27HE O[LHO| AMRBHYA
Q.

* General Protocol

1. Sample preparation

Z=H|El sample2 96 well plated] 2-50p €2 =, %|& volume assay buffer2
50pe7t =5 Z=FLLE (n22)

1)

Urine
H2 2A0| AMESHME & LCH

Serum
Sample &2 05 ~20 W= HTHel HLO|AM ALESIHAIL.

o
MAXOl serum 0= ~5 nm/pe ZEE0| EZtE|0 Q&L|CH

Saliva
14,000 rpmOf|A{ 527t AAE2[et

ot

Al=0H2
oo =

ﬁ

Sto] 2Eshds| 2.
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4) Milk

@ 600 pe milk sampledt 100 pe 6N HCIS Z2&st0| FL|C}

@ 14,000 rpmOf|A 527+ |2t ABHS F Lot

® m & 170 pe 6N NaOHE Xz2|$t F 140,000 rpmOflA] 527t |ME2|5tD &SN

= FIoto L.

5 OIX[e Az E= Mg F8ts MRS 8%

- 58%40| standard curve U0 ?IX[St=F OfH[deS AL = MES HEYLLCL

l

7) Spike Test

- Endogenous 2tgfEE2 32 Willd = UALEZ glucoseE EHA
o

[
0z
Ot
i

0

™ glucose standard L™ (4 nmol)= sampled| 20 spike testS HEEILICE

8) Enzyme2 ZEESt= AR
- Endogenous enzyme0| &4 {X|E fI8 ZEEES 22 & Y28z MEA
O|E M o7l USLLCL BEE X enzymes ES= ZE A|EE 10kDa

spin columnE AHE3t0] deproteinizationdiOF g L| L.

2. Standard preparation

1) Colorimetric method

(1) 100 mM Glucose standard 102} assay buffer 990 S =%&3t0f 1 mM Glucose
standard solutions &=H|&tL|Ct,

(2) 96 well plate®il 0, 2, 4, 6, 8, 10 WS EFTL|C}

(3) Assay buffer2 final volume2 502 ZFSIH Zt plated 0, 2, 4, 6, 8, 10 mol/well
O| standard set7} PHSO{Z&IL|LC

Stapderd | delumoctinM | polumeet | Finelstanderd | Glucose Gone
: (nmol/well)
1 0 ue 50 @ 50 ue 0
2 2 e 48 1@ 50 ue 2
3 4 e 46 e 50 ue 4
4 6 ue 44 10 50 ue 6
5 8 e 42 1R 50 ue 8
6 10 pe 40 pe 50 e 10

* Standard= 29 Al OfCh £85Hs 20| F5LIC
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2) Fluorometric method
(1) 100 mM Glucose standard 1002} assay buffer 9900E 225t 1 mM Glucose
standard solutiong &H|gL|Ct,
(2) T mM Glucose standard solution 50u¢ @} assay buffer 450p0E 28tetLCt.
(3) 0.1mM Glucose standard solutionO| Z=H|EL|Ct. O|F 96well platedi| 0, 2, 4, 6, 8, 10
WE BT = Assay buffer2 volumes 5002 T TL|CH

(4) Z+ plated 0, 0.2, 04, 0.6, 0.8, 1.0 nmol/well9| standard set?} @+=0{ & L|LCt,

Standard Volume of 0.1mM Volume of Final standard izl iz

Assay . Glucose Conc.

No. Glucose Standard volume in well
buffer (nmol/well)

1 0 ue 50 ue 50 ue 0

2 2 ue 48 e 50 ue 0.2

3 4 10 46 e 50 ue 0.4

4 6 ue 44 10 50 e 0.6

5 8 ue 42 e 50 ue 0.8

6 10 we 40 ue 50 we 1.0

* Standarde= A3 A| OCH £85I= A0| £&LICH

3. Reaction mixture preparation

1 assay 7|Z=2| volumeO|d, HE0| ALESIE = assayda ALHSHY Ol 7 UA

reaction mixg =H|gL|C}.

1) Colorimetric method:

Reaction Background
Components . i
mixture mixture
Glucose Assay buffer 460 482
Glucose Enzyme mix 218 -
Glucose Probe 2R 2@
ToTal 50u@ 50u@
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2) Fluorometric method:

Components Rejaction Baclfground
mixture mixture
Glucose Assay buffer 47.6u0 49.60
Glucose Enzyme mix 218 -
Glucose Probe 0.4ue 0.4ue
ToTal 50u@ 50u¢
4. Reaction mixtureE Glucose standard?} ¥&=%0| =H|E Zt
wellof| Multi pipetteS O|83610{ 50ue¥ E0{E £, & HOFLILCL

* Sample background control & FH|8t 4% background mixture 500 E & 0{ = L|Ct

r
r

5. PlateE WO| X}THE 37°COIAM 3027t MSAIZ 2, REHA

- T

o
shaking Sl0{ microplate reader2 =7 gL|LC}.

1) Colorimetric : 570 nm

2) Fluorometric: (Excitation/Emission): 535 nm / 595 nm
= Calculation
1. 2= XM standard 1 2+ (blank) &L Ct.
2. Zt standard welldl sample well2| duplicate S8 4t2 EgfLICt

3. Glucose standard S& =& 0|23l standard curveE 12 &FL|Ct

(Glucose standard Vs ODs7onm )

4. Standard curve O sample F&8Zt +=X|E IS0 sampletf Q| Glucose &2
A LS FL T

* Background control& HH3t A2 sample 582t oM background control S84k
+XE CHYSIO] Glucose ¥= A FL|CH

HHY

—

o

5. 400 A A AHE sample W2l Glucose &= HIECZ CHE A2 0|80
AME L Glucose 2| s=& Aot ZL|C}
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MEZ Lff Glucose & (C) = B/V x D (nmol/p2 or mM)

B: Standard curve2FE ot 5 well2| Glucosel| L (nmol)
V: welld] 2F3 A2l & (10)
D: ME 3MHlE QuISIMTHER x1/2 O] Ot x22 A AtetL|Ct)
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o y = 0.125x + 0.008

2 Rz = 0.999
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Glucose (nmol)

Fig. Glucose standard curve. Assay was performed following the kit protocol.

Spike sample: MELW2| O{H HZ0| Et30| g =
Of Glucose 7} MM Z= 2ng0| UX|TH ofH =HO| S22 QI3 1.6ng (80%)2 =X}
= AQZ ZAIg0| LIEtL= BRIt UAS

=

AN
o2t dleds HF5H7| flsf MEn 2

2 MEo LH™ZO| Glucose (standard2 & AlR)
£ HIIBH well2 M2 M0l O Zat 42 Sl A ME9 s & EYsi= HHY

L|Ct.
O] A&O|A spike sample= 0| &%t 42 ¢l s A&A2 Chant 20| Fe|& Lt

ME L Glucose 2| &¥(B) = OD1/ (0D2 - 0OD3) x Glucose spike (nmol)
OD1: Sample 2| ODZt (blank corrected)
OD2: Spiked sample2| OD%f (blank corrected)
OD3: Sample2| ODZ}t (blank corrected)

Glucose spike: MEZ0| @2 Glucose spikeQ| &
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