g IR RAEYRIE AR A

¥ Wuhan Servicebio Technology Co., Ltd.

VKV H DAB BB JEAIZ43T (CISH) LRk

1. LIS 3R B
1. 1. SEEG AR H4

B I iR =

VKRV L Thermo Cryotome E
wIH Servicebio

s dan LA ZE SIS 2R M B IR A 7] 10212432C
Tl B0 Servicebio EP-150-M

R (BHER) Servicebio TSY-B

RIS 2% Servicebio MV-100
2L Dragon KE0003087/KA0056573
G s AL ZE Servicebio G6100

VKFE SR A BR A BCD-192TGN
N E CIC XSP-C204
IEE 2 Bt EENEY: NIKON ECLIPSE CI
IPAEEEN H A Je NIKON DS-U3
1H it A6 LABOTERY GSP-70

11 . K B FA AR ETT MLS-3751L-PC
1. 2. F B0

R % a1 MR
DEPC Amresco E174

4%% FHEE (DEPC 7K) Servicebio G1113

OCT 157 Servicebio G6059-110ML

ToK LR E 2B RAIE R AT 100092683

AR TR o 5375 VR Servicebio G1128

FH i E 25 B2 E R AF 40030561

WA K E 25 B2 E R AR 10011208

JRE b Servicebio G5031

PBS Servicebio G0002

20 X SSC Bk Servicebio G3016-4

BSA Servicebio G5001

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn

HiE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

bbbttt

e R R R R A

++ +

ssssssst Wuhan Servicebio Technology Co., Ltd.

HEM K Servicebio G1234

IR R G Servicebio G1004
RT3 R i Servicebio G1404
ARG M Servicebio G3016-3
anti-DIG-HRP jackson 200-032-156
DAB . 5551 Servicebio G1211

2. VKV DAB & 8, JR AL 2232 S 36 0 IR

2. 1. HRFE . AR BTG SRR 4%% K FEE (DEPC /KAECH]D € 12h L E.

2.2. K. € JEAHLUBON 15%REMEEC 8h,  J5 6 30%ENH AR L .

2. 3. VKKV A B 58 - VKA D) =i, BT 4%% R (DEPC) [ 2 10min, T PBS (PH7. 4)
HTERL R R BBk 3 I, BFIK Bmin.

2.4 A4k FEFZEEE, REAFALNRERRE, WINEAK (20ug/ml)  37° W
. 4li/KpPefE PBS BE 3 X X 5min.

2.5. AT IR M B AL B R n 3% T EE-H202, EIR G E 15min, K E T PBS
(PHT7. 4) HRPEL PR IR F RBPE 3 Ik, &K Smin.

2.6. TAZAL: WINTRAASH, 37° CHWFEE 1h,

2.7 238 : WETIAACH, TIMEEREr _ Jexcill, W o TEIRAE_ AR
2.8. A JEUEYR: VEE AW, 2XSSC, 37° C ¥ 10min, 1XSSC, 37° C ¥ 2X5min, 0.5
X SSC Zif Bt 10min. #IRRE RSB 2, AT LA IN F I A e 5

2. 9. WM PR B M _EE RN . =i 30min.

2. 10. {E I B E AR T EALYEE (anti-DIG-HRP) : {253 A1V, W H1 anti-DIG-HRP,
4% WEEER, J5 PBS ¥k 4 X X 5min.

2.11.DAB . f&: I MG, 7R AR AnHT B BCH] (1 DAB B, BAE T
(6], FHPENERSE, dikmet) h& kB,

2. 12. S RAM: JPRFR G 3min 7240, HRIKVE, 1%EhBRIRE 2 0ERD, BkKBE, &
KR, TR,

2. 13. KB F B AR TBON T5%54E 6min—85% P9k 6min—100%HKs 1 6min—100%P5 %5
IT 6min-1E ] B 6min— —HZRIEH, YA N ZHERE MG, 3 ARE .

2. 14. BWERL, EBCREIT

3. Yk Y1 7 DAB (8 JFE Ar Z4 32 SR IR 45 R AL

TRAFR YL M AZ 9 W5 €, DAB i HH (I BH PRI AR 35 5 . mRNA JFA7 452 i 7R 46 e S M 2%
PFEME, DEOZBH MR IER « micRNA 5 1ncRNA REFEFRFRIEEMAE . RiEREEEOF IR
%o

#: ERBEEFTE RN, S RNA JE A 232 LR i #8551 F DEPC 4L3 f5 1) Rnase

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

g IR RAEYRIE AR A

Wuhan Servicebio Technology Co., Ltd.

free 1%,
MR 1 HEER

Bk WA I T S X EH = 2K 388 SAMIEZGINE % C22 #: 5 B8 Wik: http://www. servicebio. cn
AE: 4006-027-178

Add: 5th Floor, C22 Building, Biopark, No. 388 Gaoxin 2nd Road, East Lake High-tech Developing Zone,
Wuhan, Hubei, China, 430079 Website: http://www.servicebio.com Tel: 027-5111-3188



http://www.servicebio.com

g IR RAEYRIE AR A

Wuhan Servicebio Technology Co., Ltd.

Frozen Tissue—DIG-DAB-ISH Protocol

1. Apparatus and Reagents
1.1 Apparatus

Name Producer Model

Frozen slicer Thermo Cryotome E

Glass slide Servicebio

Coverslip CITOTEST 10212432C
Enzyme-free centrifuge tubes Servicebio EP-150-M

Shaker Servicebio TSY-B

Vortex Servicebio MV-100

Pipettor Dragon KE0003087/KA0056573
Liquid Blocker PAP Pen Servicebio G6100

Refrigerator HAIER BCD-192TGN
Microscopy Nikon NIKON ECLIPSE CI
Imaging system Nikon NIKON DS-U3
Incubator LABOTERY GSP-70

autoclave PANASONIC MLS-3751L-PC

1.2 Major reagents

Reagent Manufacturer Article Number
DEPC Amresco E174

4% of paraformaldehyde (DEPC water) Servicebio G1113

OCT embedding agent Servicebio G6059-110ML
Ethanol SCRC 100092683
BioDewax and Clear solution Servicebio G1128
Methanol SCRC 40030561
Hydrogen peroxide SCRC 10011208
Sucrose Servicebio G5031

PBS Servicebio G0002

20xSSC solution Servicebio G3016-4

BSA Servicebio G5001
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Proteinase K Servicebio G1234
Hematoxylin dye Servicebio G1004
SweSuper Clean BioMount Medium Servicebio G1404
Hybridization buffer Servicebio G3016-3
anti-DIG-HRP Jackson G3016-3
DAB reagent Servicebio Gl1211

2. The Steps of the Experiment

2.1. Tissue fixation: take out the organization, wash clean, then Immediately put in the fixed fluid
(DEPC) above 12h.

2.2. Tissue dehydration: Transfer tissue to 15% sucrose solution for 8 h and were subsequently to
a 30% sucrose solution overnight.

2.3. Frozen section fixation: The frozen sections were dried at room temperature, fixed in 4%
paraformaldehyde (DEPC) for 10 min, and shaken on the shaker in PBS (pH 7.4) for three times, 5
min each.

2.4. Digestion: Mark the objective tissue with liquid blocker pen, according to the characteristics
of different tissues and different indicators, add proteinase K (20 ug/ml) to cover tissues and
incubate at 37°C for___ minutes. Washed with sterilized water and then washed three times in
PBS for 5 min each time.

2.5. Block endogenous peroxidase: add 3% methanol-H>O>, incubate in dark at room temperature
for 15min. Wash slides in PBS(PH?7.4) three times for 5 min each with gentle agitation.

2.6. Prehybridization: add hybridization buffer onto specimen and incubate at 37°C for 1h.

2.7. Hybridization: remove the pre-hybridization solution, add the probe hybridization
solution with concentration of ___, and incubate the section in a humidity chamber and hybridize
overnight at__°C.

2.8. Washing: Remove the hybridization solution. Wash sections in 2xSSC for 10 min at 37°C ,
1xSSC two times for 5 min each at 37°C, and 0.5xSSC for 10 min at room temperature.
Formamide washing can be added if there are more non-specific hybrids.

2.9. Blocking: add blocking solution (Rabbit serum) to the section and incubate at room
temperature for 30 min.

2.10. Add the mouse anti-digoxigenin-labeled peroxidase (anti-DIG-HRP): Remove the blocking
solution and add anti-DIG-HRP. Incubate at 37 °C for 50 min, then Wash sections in PBS three
times for 5 min each.

2.11. DAB developing: dry sections slightly, add fresh prepared DAB chromogenic reagent to

marked tissue. Manage reaction time by observing in microscopy until positive expression appears
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brown-yellow. Then stop developing reaction by wash in running tap water.

2.12. Stain cell nuclei (counter stain): Counterstain in nucleus with hematoxylin staining
solution for 3 min and wash in tap water. Treat with the differentiate solution for a few seconds,
wash in running tap water. Back to blue by bluing solution, wash in running tap water.

2.13. Mounting: Dehydrate successively in gradient ethanol of 75%, 85%, and 2 changes of pure
ethanol, respectively, 6 min each. Clear in BioDewax and Clear solution for 6 min and mount with
SweSuper Clean BioMount Medium.

2.14. Image the results using a brightfield fluorescence microscope. Store slides at RT.

3. Interpretation of the results

The nucleus stained with hematoxylin are blue, and the positive expression of DAB was brownish
yellow. The results of in situ hybridization of mRNA were cytoplasmic positive and a few nuclear
positive were normal. MicRNA and IncRNA were expressed differently. According to the
expression of color depth.

Note: All reagents, instrument need RNase free.

Attached table 1 probe information.
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