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PicoSens™ Total Nitric Oxide Assay Kit (Colorimetric)
(BM-NIT-200, 200 assays, Store at -20°C)
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Griess Reagent | Colorimetric 540nm

BIOMAX PicoSens™ Total Nitric Oxide (NO) Assay Kit (Colorimetric)0ilA{ Nitrate(NO, )= Nitrate reductaseO|
Olsff Nitrite(NO,)2 HeHELICE. H2t=El NO, 2 Griess ReagentI Q| BFHS 2 &
Reagent T2} #3310 Azo dyeE MMTLICE Ol S&E 540 nmOlA ZFE|H 0|
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Components Size Storage

10X Assay Buffer 10 m@

Nitrite (NO,) Standard (2 mM) 0.5 m@

Nitrate (NO,") Standard (1 mM) 0.5 m@

Griess Reagent I 10 me -20°C
Griess Reagent IT 10 m@

Nitrate Reductase (Lyophilized) 2 vials

10X Cofactor (Lyophilized) 2 vials

Enhancer 1 me x 2 vials

* INESHX| 22 HEFS -20°Co|lM 22 Al 6 HE K| HFH YL|C
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» 96-well Microplate (Clear, Flat bottom) » 8 or 12 Channel micropipette

» Pipette & Sterile tips » Reservoir
» DW. » Microtube
» Microplate reader (540 nm Filter) » Shaker

» Ice bucket » Aluminum foil
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|
b Griess ReagentS HIEA|
P Griess Reagent I, IE 2¢5t0] H2H0| E27tgt |E|'A
> 10X Assay Buffer : A2 71 DW.O|| 108} &|M35t0] 1X Assay bufferS THE0] ALEELICE 3|4 = 4°C
o 225t AHEE L Ef
» Nitrate Reductase : A , DW. 1 me F7I5t0] &tH5| =0l = Mo AL ZEHF Aliquot S+
-20°COj| =atetu|ct )\f-9-°‘ Nitrate Reductase= DW.E2 1: 1.5 3|435}0] 1X Nitrate Reductase ZHS0f
AFE LI L} ex) Nitrate Reductase : DW. = 100 p@ : 150 p@ (10 Wells =2F)
* 1X Nitrate Reductase= 4°COf| 222 AL 1FLNX| AL JhsgLCt W51t s &0y

BHEg 29 40| WoiE 4 AsLIC
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» 10X Cofactor : &% ZH, DW. 0.5 me 2 E7tst0] tHs| =0l = 13| AL TS Aliquot 5t
-20°COf| E2HSEL|CE AFEE 10X CofactorE D.W.OI 108 3|A4310] 1X Cofactorg THE = ARETLICH

Sample type

+ Serum, Plasma, Urine, Saliva
+ Tissues

+ Cell culture : Adherent or Suspension cells, Supernatant

Sample preparation
- SampleOfl CHE#EO| Zak E[O{ Y= 22 10,000 MWCOE HEBHL|CH
- BEE Al Sample2 8| M510 AFEBILICE (1: 2 O|4)
- NADPH (0.5 ~ 1 mM)0l 2|8{{A{ Griess reactionO| MSHE == UAELICE NADPHZt S0{Zt Sample AHEA|
25| 3|4 A7 NADPH2| &g Z[40to= Z QLT
Serum : 1X Assay buffer2 3|4 = ZESIO HZ AFETLICH
Plasma : 1X Assay buffer2 3|4 F ZE{s10] HBEZ AFZEILICE Citrate plasmaS AFEE S HAFSHLICE EDTA
L} HeparinO| X{2| %l PlasmaZt AF2E Z <, Griess reaction = CH#ZEO| £MsI0] At /0| HatE 4 UELICH
Saliva : 1X Assay Buffer2 3|M % ZEH3I0] HIZ AFETLICE Saliva®lA |R2ist Sample?| Z
TZof 2I3H Nitrite, Nitrate@| 20| B2 EH LIZ & UASL[ 1:2 ~ 1: 1007HX] 3| 45t0f AHERELIEL
Urine : Fresh urine sampleS 1X Assay buffer2 3| (X|2 1: 20 0|4 & ZE[SI0] HIZ AFERLICE
Cell : 2 X 10° cellsE 1X Assay buffer2 Wash?t &, 1X Assay buffer0fl @& 3} AlF 4°COIM 2 &2
5 min 7t Centrifuge ®LICH 45 HS 2|4=510] 1X Assay buffer0f| 3|Ast & HE{SHO AL R L|CH
N E=

Culture supernatant : RPMI 16405 2| Nitrite, Nitrate 220 &2 HiX|= 1 }X| Y& L|Ct Standard
HZH Al 1X Assay bufferCH4! CultureOil AHE3H HiX|t S Yot HYX|E =8tsto] ZhELCH
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Standard preparation

Nitrite (NO,) Standard : 2 mM Nitrite(NO, ") Standard 50 p@®t 1X Assay buffer 450 ;0E =25t0 200 pM
Standard solutiong 2= LICH O|E 1/2% Serial dilutiond}0] 8 727+2| Standard solution= Of2ff E 2t 20|
2HS0] AR RLICE

STD Final STD
STD No. STD Stock Vol. of STD | 1X Assay Concentration | Amount in well
Stock (u2) (buffer (ue) (uM) (nmol/well)
7 NO, Standard (2 mM) 50 450 200 10
6 STD No. 7 250 250 100 5
5 STD No. 6 250 250 50 2.5
4 STD No. 5 250 250 25 1.25
3 STD No. 4 250 250 12.5 0.625
2 STD No. 3 250 250 6.25 0.3125
1 STD No. 2 250 250 3.125 0.15625
Blank 0 0 250 0 0

* Off AE0lCt StandardE M2 12{FL|Ck

Nitrate(NO,") Standard : 1 mM Nitrate (NO, ) Standard 50 ue2t 1X Assay buffer 450 u0E =2tst0] 100 uM
Standard solution® ZHSLICE O] 1/2% Serial dilutionotd| 8 FZt2| Standard solutions= OF2H HE2t
Zo| Btsof ALBRILITE

Vol. of STD | 1X Assay ST Final STD
STD No. STD Stock Concentration | Amount in well

Stock (u2) | buffer (u@) (uM) (nmol/well)

7 NO, Standard (1 mM) 50 450 100 5

6 STD No. 7 250 250 50 2.5

5 STD No. 6 250 250 25 1.25

4 STD No. 5 250 250 12.5 0.625

3 STD No. 4 250 250 6.25 0.3125

2 STD No. 3 250 250 3.125 0.15625

1 STD No. 2 250 250 1.5625 0.078125

Blank 0 0 250 0 0

* O AE0ict StandardE M2 12{FLICt

* O|X|2| Sample == X & FHE3t= Sample 2 2% F7240| Standard curve LHOf| {|X[St=5F OH|AES
sl = ALgS AL

* Standard= A3 MOCt Standard solution@ 2 3|4 50] A& 3| A% Standard solution2
THAHESHA| DY AR

b

* Griess Reaction 2 37|52 NOO|| o|sff H#30| Lojd 4= U2L| 1 h L{E SE=E FHLLICL
* Griess Reagent2| #=A{0 {2|BtL|Ct.

* Duplicate &= TriplicateS #&SfL|CH

Total Nitric Oxide Assay

* Nitrite@} Nitrate2] &S ZtZt £735t7| fIoHAl= Nitrite AssayS SA|0fl ZI&ghL|Cl.

@ TH|El Sample 2~50 pE 96-well MicroplateO| 23 £ & Volume2 1X Assay buffer £
50 we?t £l =& &L Ct

@ ZHIEl Nitrite (NO,) % Nitrate(NO,) Standard solutiong ZtZt Well0i| 50 pe®! 23 gfL|Ct.

® Samplelt Standard solutiong £33 Well0fl &=H|3H 1X Nitrate Reductase?t 1X Cofactorg Z+Zf
25 pe A FFEL|CE

@ Y22 KTHsto] &20A 1 h 52t Incubationst & Sample well1t Standard wellOfl EnhancerZ
10 pe ¥ FFgHCh

® WS KESo] A420)A 10 min 2t Incubation®t & Sample well1t Standard wellOf| Griess
Reagent I S 50 pe® & 7tgtL|Ct.

® Sample wellZ} Standard well0l Griess Reagent TS 50 pe H7tgtL|Ct.

@ Y8 KHEHSI0] A20f M 10 min 2F BR2A|Z| 2 Microplate reader2 S& = 540 nmOflA] Z&TtL|CY,

Nitrite (NO,) Assay
@ F=H|E Sample 2~50 E 96-well Microplate0f &3
50 pe7t & =58 =FEL L
@ ZH[E Nitrite (NO,) Standard solutiong Zf Wellof| 50 pe ¥ &
® 1X Assay Buffer & Sample well1} Standard wellOf 50 ¢ % 232U Ct.
@ Samplelt Standard solution2 238 WellO| Griess Reagent IS 50 pe* H7tetL|Ct,
® Sampled Standard solutionS 238t WellOfl Griess Reagent TS 50 pe % &7tetL|Ct
® YW KTt 4-201M 10 min BHSA|Z| 2 Microplate readerZ S & 540 nmOj|A] ZFTL|CH

= A& Volume2 1X Assay buffer
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- 2} Standard wellZt Sample well2| Duplicate £+ Triplicate £8Zf2| B ZtS FetLCt

= =X
-BE HEU

O A Blank {2 L|Ct.

- Sample2| S& & 2t0| 258 HO{7tH Sample2 84510 AbEStLICH
- Standard curve0il Sample2| OD gt& RS 78t NO,- 2t NO,- 2| &2 2 Chg 42 0|&5}0]
Sample L NO," 2t NO,- o] =& F&tLCh

Absorbance of 540 nm
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Total C (uM) = Total B x D
NO, C (uM) = NO, B x D
NO,  C (uM)= (Total B- NO, B) x D

Total C : Sample2| NO,” + NO,; S& (uM)
Total B : Total Nitric Oxide Assay=® 8%t Well2] NO,” + NO,; &&= (uM)
NO,” C : Sample2| NO, &= (uM)
NO, B : Nitrite AssayZ2 Z& %+ Well2| Sample &&= (uM)
NO," C : Sample2 NO, 5& (uM)

D : Sample 3|4 Hi&
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Nitrite (NO,™) (uM/well)

Nitrite standard curve (Colorimetric)

R? =0.9997

y = 0.0069x + 4E-05

20 40 60 80

Nitrate (NOs™ ) (uM/well)

Nitrate standard curve (Colorimetric)

Related products
BM-GRI-1000

PicoSens™ Griess Reagent Assay Kit (colorimetric)

* QHHpH A8 2 23l RHEE HEE MSDSE HZESHAL.
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