A & S A
WDE" %H* JERYEYREHRAF

’]\ Hefei WANWU technology CO.,LTD

A edu et YL

L. SKB R M RARH

1.1 SEg ds bt

B R i)

I Wanwu

W ETR A 48 Wanwu MX-F

E EELL Wanwu D1008E

ITREREIZR Wanwu TSY-B

WA Dragon KE0003087/KA0056573
HALZE Wanwu H A WG1066-1

IEE %O B sE Je Rk NIKON ECLIPSE C1

D N EFNEY: NIKON DS-U3

1. 2 3 ESEIG 5

A [ w"s R
H&® Wanwu Wanwu G5010-5006G
PBS ZZMK Wanwu 60002
T AR W Wanwu Wanwu G1204
DAPT B G1012
ORIV KA 7] G1401
EDU Gt it 551 &1 C10310
C10338

2. AL LR P TR

2.1 WLIIAN 2 mg/nl  HEARK, MERATE 5 08iE, 7 HEREWR:
e AERRAPAI 2 SRR, R F Ay 2k A7 24 i ] e B ) 4 S L P B
2.2 &fLIIA 100 wL PBS, WitA¥BIRIEYE 5 7%, 3¢ PBS;
2. 3 FFFLIMA 100 p L $#3E57) (0. 5% TritonX—100 ff] PBS) Ji (Ad® KT & 10 4> %8h; PBS W& UL 1
W, 5 orEh.

http://www_wanwusw.com
http://www._hfwanwu.com
248 11
400-1016-218
2028438226@0qq . com



N & ! AR

Hefei WANWU technology CO.,LTD

e SRS T BT AP G , BUR T IR A S AU YR IR B R R, T RE R
LI SR 2 LS
2. 4 AL 100 L (1 1X Apollo®Peta R My (FLE BN 3) , @, =, bt
RIRIEE 30 4G, ARGt RS
2.5 N 100 L BiEF (0. 5% TritonX-100 [¥] PBS)  WLEIRRIEYE 273 Ik, &K 10 2%,
FBIEA;
2.6 Chnsw) ALK 100 vl HESEM 172 K, BIK5 4080 PBSiHME 1 Ik, ®IK5
.

e BT IR G GURt W B MR R, TR A e gy S M DL R R
2.7 Y% JCFE T PBS (PHT. 4) W e AR% IR bk SR aheds 3 ¥k, K bmin. Y1 HH
FLF SN dapi e & I8 Y% 10min.
2.8 % . A PBS (PH7.4) BE¥k 3 1K, &K Smine JCF A o446 40 1) — i 5 T
FHPTFS G KA Py ALK 3 B e gk B3 e
2.9 BRI UI R T BEIE B PO e P FHERERIG . CRANER B 330-380nm,
R 420nm; FITC 48 6H0R B K 465-495nm, KK 515-555 nm; CY3 ZL 0GR K
510-560, A& HHIEE 590nm)

3. g5 /A3

DAPT %t SR ) 41 MU AZAE SR AN IO T vl €, BRAESRIE DAl N9 e AR IE 200 B 4301

http://www.wanwusw.com
http://www.hfwanwu.com
248 11
400-1016-218
2028438226@0qq-com



A =i } NG
WDE" %m* EREDREHIRA A

Hefei WANWU technology CO.,LTD

cell climbing slides edu staining protocol

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model

Glass microscope slides ~ Wanwu

Vortex Wanwu MX-F
Micro-centrifuge Wanwu DI008E
Wanwu
Rocker TSY-B
Pipettor Dragon KE0003087/KA0056573
. Wanwu
Liquid blocker pen WG1066-1
Ortho-Fluorescent Nikon NIKON ECLIPSE C1
Microscopy
Imaging system Nikon NIKON DS-U3
1.2 Major reagents
Name Producer Code Dilution
PBS solution Wanwu G0002
Permeabilize solution Wanwu G1204
Glycine Wanwu G5010-500G
EDU staining kit
Staiming Ki Wanwu C10310
C10338
DAPI Wanwu
anti-fade mounting medium Wanwu G1401

2 Procedure

2.1 AAdd 2 mg/mL of glycine to each well, incubate in rocker device for 5 minutes, and
discard the glycine solution.

Note: The action of this step is to neutralize paraformaldehyde, which can be omitted when
Cell Fixation is performed in other ways.

2.2 Add 100uL of PBS to each well, wash in rocker device for 5 minutes, and discard PBS;
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2.3 Add 100uL of penetrant to each well (0.5% TritonX-100 of PBS), incubate in rocker device for

10 minutes; wash with PBS once for 5 minutes.

Note: When the experiment requires other antibody staining, or because some cell types are

highly adsorptive to dyes, it may be necessary to enhance cell membrane permeability.

2.4 Add 100 pL  1X Apollo® staining reaction solution to each well, and discard the staining

reaction solution after incubating for 30 minutes at room temperature and protected from light;

2.5 Add 100 pL penetrant (0.5% TritonX-100 in PBS) and wash in a Rocker device 2 to 3 times,

10 minutes each time, discard the penetrant;

2.6 (Reinforced)add 100uL of methanol to each hole 1 or 2 times for 5 minutes each time; wash
once with PBS for 5 min each time.
2.7 DAPI counterstain in nucleus: wash three times with PBS (pH 7.4) in a Rocker device, 5 min

each. Then incubate with DAPI solution at room temperature for 10 min, kept in dark place.

2.8 Mount: Throw away liquid slightly, then coverslip with anti-fade mounting medium

2.9 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 are green or red according to the

fluorescent labels used.
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