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FEEnBRk:
T ERB R % Y
JX013-1 H2DCFH-DA ( 10mM ) 0.1TmL 20°CB A RE B
JX013-2 EMESFFAMEXT R ( Rosup, 50mg/mL ) TmL ME—F

FEaaiEa:
SEMERMNEFIE ( Reactive Oxygen Species Assay Kit ) @—fhF) A HEEHH2DCFH-DAH TE M &/ MR
2 - H2DCFH-DARE&AX Y - BRI AR - #AMRAG - ol DIRARAESEE KL RDCFH - TDCFHA
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DCFZFE /A Bl IR ERREAE M ER/KTE - RIBEMMPIARF4E - aAMAREEEN 2 EMTE - ARz
NERAEMREUTEENE - B—EANALRSUEMRDEEENGE - REFI SR 7 E M X FRIL
Rosup - UETFEHEGHIQN - Rosup—FMESEY - 'REA50mg/mL - Rosup JEHERMIESAY - RBELES
BE - OoEMENEEKE -
AEFERER  REES - &MBEE - FRAE - AXFR2DILUNE1000M#5m1000T(96 AL1R) -

TEHIN:

1. REER#HE - —EBXABRROREAMEANRE - SNESHRERES -

2. PFAMEXERRosup —MERAIRENT00 uM  ( HEFRE100-400uM - B EAMZEEME ) - BERIZE0.5-4h TI W
RABERVEMEKTEAS - WTARWARE - EHEMAMRIMRIERBRANZES - MRERBE30min AN
EAEFERENAS  JEKFSNEHEHESELEMAUNRIORE - IRFUHEASEEIR  TEEES
e 813& =5 R AT RAORE -

3. NTRESHNANE - SREEFURAIRBRABBEN RIS bRE - o/iiRR1:2000-1:5000 # 8
DCFH-DA - f£DCFH-DA BY£REN2-5 uM - HFEHRERII B I DURIEE R E15-60 min REHHTIHE -
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9. ANMARRIRHRARESFEX  SHRNKHRASRE DM - AP ARRAREEM—F - X100
REBERE  WERE  SRANKNENRS 7 - ZIMIH2DCFDARER - TIFRRERE—LL - 1-2uMBL B0 -
REXBBESHERFFURE XIMREBRARE - —BRLETABERAEMETS - &IF LERIAIL -

{sEFRi5iAR -

B
—
=i
\|

/|

N
=i



1. %3R0S Fit

11 R (S AT )

a) MRS - ANAT—RETARER - BERONNAREE)NT5%10/ml -

b) HMAS | ZRAREFE - MATMBEFERBRNGYAE - T37°CHREFRNEIES - XrASHEHEAY)
FHRIRIEIRTE -

) (TIiE) PR : SRLMERARESHEMMXIER (Rosup, 100 mM ) EIEATERET00 pM - TIAZHR - 37°C
BAHEE0S ~4 h - DURSEMRKE - AREREEGEER - B4 : Hela ZHEFEME30-60 min - MRC5 AM s
PRt A4 NIFEIE S 90 min -

d) ROS #REtES © FREPEREAIZI1:1000 BEMBHFFRHEEDCFH-DA - EHEZREANT10 M -

e) ROS #REHRE : WIRAIEZRY) - MABESERRBRGHDCFH-DA TIER - MANKRFR D ZEAMR - FI0 : 64L13E
BADF1000 pL - X3 F96 AMBEE AT 100 pL - 37°CAHAREZFRFENELFEE30 min -

f) 4iRESE - REMBEFRERMART ~2 R - Do ERRREAMBAKIDCFH-DA -

12 WERARRR AR BRE (ST ML EE AR A 2% 4 HR)

a) RRER | IRIRINET AR - DRI AARRE - RIREZTE - BRARE R 2040 -

b) AYIES | RBEFNARSFTESHBRGHEY) - TI7T°CHREFRENBES - XS SRE B S EMAR
KEURTE -

o) (H3E) PHMENER | TR MEEAFERREEMEXR (Rosup, 100 mM ) 2IE A TIERET00 uM - INAZEA - 37°CHE
KWEEOS ~4 h LUREEMSEKF - FEMRIEEEEER - fIM : Hela 4AMEFEMHE30-60 min - MRC5 ABRAEA
SHAEA RN I B 90min -

d) ROS #REHfES © BREFREAT - #IR1:1000 AL MBEFAEERDCFH-DA - fEHLIRERNT0 uM -

e) HRECRH | REMBAZY) - BOWSEAR - MABREHRE - EEABBERT<10° ~ 2x107 -

AR AREERREELORNESR - WADE - RGNS ERHTEE - A8 : WTRAHN - LELVANARBELLTI10° RTSF10°

f) ARESE - MEMBAREFRSRMIN -2 R - DIRDERKREAMRAKIDCFH-DA -

2. SR BHARIERIETT &

a) MMLEEE RAMMEAR - O EFHETHCEME PR | WEFERMM - B25-50 pL AREREE —KEMHAK A
- BEEKREERR -

b) ZHEMET - EAFITCIRA MR - KRERMBRIHELE -

3. RS IRIETT &

a) XMLEELERANMD - AERESHCHlE M MARAR ; WEAFERAR - ERREMR - F0.5-1 mL PBS ER41#2(0.5 ~1
x 10°/ml) -

b) EFRAMFLT 3LBLT 338 - 488nm #Uk - MES30nm KIAST - MAEN O] 73 AF N IEEE © ROS BRMEAIMRNAR
BRZERE - ROS MM ABRERIN R BT

4. 8888

EF488NMAI AR - 525nmR SRS - SLAT Sk B A M RIAATE 2265855 - DCFRIZZYEXEIEFFITCIFE 18

L - SIUBFITCHSEIR ERMMDCF - DCFARIAR L EFMRFIESETE -
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Reactive Oxygen Species Detection Kit

Kit Contents :
Name Package
JX013-1 H2DCFDA (10mM) in DMSO 0.1mL
JX013-2 Reactive oxygen control (Rosup, 50mg/mL) 1mL

Introduction :

The Reactive Oxygen Species (ROS) Detection Kit provides the key reagents necessary for the detection of ROS in live cells. The
assay is based on H2DCFDA, a reliable fluorogenic marker for ROS in live cells. We also provide the common inducer of ROS
production Reactive oxygen control (Component B, Rosup), as a positive control. Using this combination of dyes according to the
optimized protocol provided here, oxidatively stressed and nonstressed cells are reliably distinguished by fluorescence microscopy.
Generation of ROS is inevitable for aerobic organisms, and, in healthy cells, occurs at a controlled rate. Under conditions of oxidative
stress, ROS production is dramatically increased, resulting in subsequent alteration of membrane lipids, proteins, and nucleic acids.
Oxidative damage of these biomolecules is associated with a variety of pathological events including atherosclerosis, carcinogenesis,
ischemic reperfusion injury, neurodegenerative disorders and with aging.

We utilize H2DCFDA, a unique cell-permeable fluorogenic probe, compatible with phenol red, FBS and BSA to detect reactive oxygen
species in live cells. Upon the cell entry, H2DCFDA is modified by cellular esterases to form a non-fluorescent H2DCF. Oxidation of
H2DCF by intracellular ROS yields highly a fluorescent product that can be detected by FACS, microplate reader, or fluorescence
microscope (Ex/Em 495/529 nm). The fluorescence intensity is proportional to the ROS levels. Our kit provides a simple and specific
assay for the real-time measurement of global levels of ROS in living cells. We include sufficient reagents to perform 100 assays and a
common ROS inducer as a control for measurement of ROS levels or antioxidant activity with high sensitivity, specificity and accuracy.

Materials Recommended but Not Provided :

Fluorescence microscope, Flow cytometer (FL-1 channel) and Microplate reader capable of measuring ExX’Em 495/529 nm spectra
Most live-cell buffering systems are suitable for the kit, the Hank’s balanced salt solution (HBSS/Ca/Mg) is recommend.

Storage:
Component A: Store at -20°C protected from light, avoid multiple freeze/thaw cycles. Stable for12 months after received.
Component B: Store at -20°C protected from light. Warm to room temperature before use.

ROS Detection Assay Protocol:

The protocol was developed using live bovine pulmonary artery endothelial cells (BPAEC) and MRC5 human lung fibroblasts adhering
to coverslips, but is amenable for use with other cell types. An additional protocol is provided for the use of (Component B, Rosup) as a
positive control for the induction of ROS, which, if desired, must be performed before labeling with H2DCFDA.

1. Labeling with H-DCFDA

1.1 The Component A (H2DCFDA (10mM) in DMSO) is thoroughly thawed at room temperature (about 25°C)

1.2 Prepare 25 pM carboxy-H2DCFDA working solution. Add 5.0 uL of the 10 mM H.DCFDA stock solution (prepared in
step 1.1) to 2.0 mL of warm HBSS/Ca/Mg or other suitable buffer.

1.3 Wash cells. Gently wash cells once with warm HBSS/Ca/Mg or other suitable buffer.

1.4 Label cells. Apply a sufficient amount of the 25 uM H.DCFDA working solution (prepared in step 1.2) to cover the cells
adhering to the coverslip(s). Incubate for 30 minutes at 37°C, protected from light.

1.5 Wash cells. Gently wash the coverslips three times in warm HBSS/Ca/Mg or other suitable buffer.

1.6 Mount in warm buffer and image immediately. Best results are obtained when imaging takes place immediately after
washing and mounting the sample.

2. Induction of Cellular ROS Production with Component B(Rosup):

2.1 Make 100 uM working solution of Rosup.

Dilute the Component B 1:5000 in appropriate complete growth media to produce a 100 pM working solution. For
example, add 1uL Component B to 5 mL of complete media. to make 5.0 mL of 100 pM Rosup working solution,

2.2 Induce ROS production in cells. Apply a sufficient amount of the 100 uM Rosup working solution (prepared in step 2.1)
to the cells adhering to the coverslip(s). Incubate the coverslip(s)at 37°C and 5% CO:. During development of the product
using BPAE and MRCS5 cells, a 60-90 minute incubation period was required. Appropriate incubation periods for ROS
production in other cell lines should be determined empirically. After induction, label the cells with H-DCFDA starting
with step 1.1, above

2.3 Wash cells. Gently wash the coverslips twice in warm HBSS/ Ca/Mg or other suitable buffer. After washing, label the
cells with H.DCFDA starting with step 1.1, above.

B
w
=i
\|

/|

N
=i



H2DCFDA &It (ROS)IRs
H2DCFDA 20224008 - BTN 4mANEHSS (ROS) RUIRE -
A& : H2DCFH-DA,; 2',7'-Dichlorodihydrofluorescein diacetate ;

7 F 2 CuHisCl207=487.29 ; CAS#4091-99-0 ; HPLC purity>99% UltraPure #BaE4

{%T— 5" Store at -20°C protected from light. Product is shipped at ambient temperature.

L o
o]
XIS
)Lo 0 O)J\
EYNEIE: H2DCFDA 2T23 MM - BT NAErESE (ROS) HIRE -
ROS{E
¥ 1 mg H2DCFDA j&#7E 0.2 mL DMSO £ L{3k1§ 10mM fE&A8% - FEERIH—THE -
RNTEMMIEA ROS K - #H ROS SRR E H2DCFDA - 4%)”\55325% ( ESC - difESC - eMSC -
Hela - U118 ) 5 PBS &8 5uM 8% E 37°C RN ERBTIFE 30 28 - A 0.05%EEHE/-EDTA

ARWGR - BFENEEAED  FERARAARMKZEI D - 415(1‘5”@ PHA SE{EROMEMMRERIF T PBS
% - 5 5uMH2DCFDA FEREH T 37°CRE 30 240 - HZBIDH -

AEKJ P RIBEFRERNSIGIER MK (HIERRT FDA f5/ )

/MR, KER ! JAR B R b

il (kg) 0.02 0.15 1.8 0.4 0.08 10

EREB (m2) 0.007 0.025 0.15 0.05 0.02 0.5

Km &% 3 6 12 8 5 20
S B B9 Km RE#

I A (mg/kg) =5 B (mg/kg) *

D A B9 Km &E
Blgn, HARARERITEE, BEEFERT/)\SIRIE 224 mg/kg EMARATIE, FES 224 mg/kg FUNEAIKm 22 (3)
BIRLAAERY Km R (6) | BRIBEFEATASRSRNIEN 11.2 mg/kg,

45 FHeRENd£EaRLA
%ﬁk puangzhou Genxion Biotectnology Co., Ltd
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