A =y ) /NG
\\’/VDEH %m* e AR H R A A

Hefei WANWU technology CO.,LTD

HIC Fr LR A G SR I TR

L. KB 884 RARF

2 [ i)

B Wanwu

TR A A Wanwu MX-F

2 EELL Wanwu D1008E

IRk 27N Wanwu TSY-B

RN Dragon KE0003087/KA0056573
HitE Wanwu H 4% WG1066-1

IEE 26 BAsE Je Rk NIKON ECLIPSE Cl
AR R4 H A Je B NIKON DS-U3

1. 2 F B 57)

il e ®’S MR
PBS ZZ MK Wanwu G0002
ARARIRET Thermo Fisher Scientific M7512 1:500
DAPI Wanwu G1012
TG K E 7] Wanwu G1401

2. S HIE SR e € SRR D R

2.1 HfuREFR: TG TAEGN, STHNFUNR, BUEKERS IR . K4 fa i o 2 5 3
b, BT COMKEE Ny 5% FRA R T 3T CR R RAMMIE S (2 2h) o IO 2ml ZHHIRE 7RI
LR FRY) 6he 3125 FRIE, H PBS ¥E 3 Ik, X bmins

2.2 REFWEE € RS P J5 FH 2B A 8 1E 75 3 v v B 400 B 43 A 350 50 ¥ or 5 i el (B 1 e i
D IMNH PBS MBI I SRR R AT LE R 2648 T 3T CIRAENFE 30min. REHMRELL 1:500
2.3 Jet%: J€HE T PBS (PHT. 4) "hPEMEIRIK LB RANDES 3 K, &K dmin. YJF T
FET )5 0 hochest Jeifi & IR BEE Jei% 10min. (E4HME ] hochest YeA%, DAPI JeAs biE
Zliiop)
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2.4 . € PBS (PHT. 4) ¥k 3 4K, K bmin. JEF AT oK A4 A —1m ) T
FHBUR VA KA P 70 385 o [T 33 B3t e

2.5 BEACHIRER: YR T B IE B POk e TS FERERIG . CRAMNEUR K 330-380nm,
KK 420nm; FITC G6IR K 465-495nm, KK 515-555 nm; CY3 Z1 %G AR K
510-560, A& HF 590nm)
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Immunofluorescence staining report for mitochondria detection

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model

Glass microscope slides  Wanwu

Vortex Wanwu MX-F
Micro-centrifuge Wanwu DI008E

Rocker Wanwu TSY-B

Pipettor Dragon KE0003087/KA0056573
Liquid blocker pen Wanwu WG1066-1
Ortho-Fluorescent Nikon NIKON ECLIPSE Cl1
Microscopy

Imaging system Nikon NIKON DS-U3

1.2 Major reagents

Name Producer Code Dilution

PBS solution Wanwu G0002

mitotracker thermo M7512 1:500

DAPI Wanwu G1012

anti-fade mounting medium Wanwu G1401

2 Procedure

2.1 Cell culture: In the ultra-clean workbench, open the six-well plate and place a sterilized cover

slip. Drop the cell suspension onto the coverslip and place it in an incubator with a CO2

concentration of 5% at 37°C until the cells are fixed (approximately 2h). Add 2ml of cell culture

medium to continue culturing for about 6h. Pour off the medium and wash 3 times with PBS for

Smin each time.

2.2 Mitotracker stain : dry the cell climbing slides slightly. Mark the objective area with liquid
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blocker pen, where add 50-100 pl of mitotracker working solution. incubate at 37°C for 30 min

kept in dark place.

2.3 Hoechst counterstain in nucleus: Wash three times with PBS (pH 7.4) in a Rocker device, 5

min each. Then incubate with hoechst solution at room temperature for 10 min in the dark.

2.4  Mount: wash three times with PBS (pH 7.4) in a Rocker device, 5 min each. Throw away
liquid slightly. Put the slides on a glass microscope slide and then mount with resin mounting

medium.

2.5 Microscopy detection and collect images by Fluorescent Microscopy. DAPI glows blue by
UV excitation wavelength 330-380 nm and emission wavelength 420 nm; FITC glows green by
excitation wavelength 465-495 nm and emission wavelength 515-555 nm; CY3 glows red by

excitation wavelength 510-560 nm and emission wavelength 590 nm.

3 Results

Nucleus is blue by labeling with DAPI.  Positive cells labelled by mitotracker are red. Observe

the content and morphology of 1 mitochondria according to the red fluorescence in the cell
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