¢ Delf ER%

EYREARAT

HEFEI Wanwu technology CO.,LTD

AEEY Fr SABER-HUR R NIRRT (TSA) LW

15258 B3¢ Kl
115256 2844
B % =
JE K AL DIAPATH Donatello
WA wanwu
gl P VLt 72 5206 2804 7 R A &) 10212432C
SR A ML R FRAEE IR A F RM2016
TolE B0 wanwu EP-150-M
PR E) wanwu TSY-B
TR IETR 2] wanwu MX-F
e Dragon KE0003087/KA0056573
Gene tech pen Gene tech GT1001
VKA SR A A BR A BCD-192TGN
TE B 2 H 7 Je e NIKON ECLIPSE CI
. H A Je kR
DAL EEN NIKON DS-U3
R LABOTERY GSP-70
e s K B FA AR ETT MLS-3751L-PC
AL MR AT H IR AT JB-P5
%HE MR AT H IR A JB-L5
HWE A HL WA & T R A 3% % % A PR A A KD-P
1.2, B30
RAF % Uis=) MR
DEPC Amresco E174
4%% FH#E (DEPC 7K) wanwu G1113
Frl Sakura
Tk emy 2GS L AR AT 100092683
— 2GR IR AR 10023418
PBS Zii (DEPC) wanwu G0002
20xSSC Yt wanwu G3016-4
BSA wanwu G5001
HAN K Wanwu G1205
DAPI wanwu G1012
248 11 PI3E: hitp://mww.wanwusw.com

b
Bi%E: 400-1016-218

Email: 2028438226@qg.com



A J= S INF
Y Delf /A% ety (AT

HEFEI Wanwu technology CO.,LTD

USSR R I wanwu G1401
AT 22 wanwu

AL % 30164
anti-DIG-HRP Jackson

FITC-TSA wanwu 200-032-156
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21ARMEE: HLHCH Y5 LB E € (DEPC ZKACH]D HrlE € 12h BL E

2.2 07K AHZAE 2 5 RS S b6 B TR K R IR, .

23015 AIEEVI ALY, SR T, 6200846 v 2h.

2.4 ) A RIS 2K < AR VK DA TN — FRZKT 1 Smin- — FF 28111 Smin-JE 7K Z B ISmin-TE 7K 2
FEII5Smin, AT, DEPC /KiZifl.

25,064k MR A LB E S KA, DI TR 10 708, BRRH. J5HE N 2 mE,
WRAEAS R AL RAS B e bras vk, N A8 K(20ug/ml) 37°%W46_20  min. 4K ¥E)E PBS
P 3 Xx5min.

2.6.FEM7 IR S EALYIEE: N 3% P EE-H202, HEBEEHEE 15min, K34 BT PBS
(PH7.4) FIEMLERRIR F R BhPds 3 K, BHK Smin.

270 HMPEASH, 37°C I E 1h.

2.8. 243 M FETRAATH, WIN&4R%Er__hsa_circ_ 0061140  Z4A5¥, WE_500nM  , fEIE
F_42 ORI

2.9. %A JEPRS: Pk AT, 2xSSC, 37°C ¥k 10min, 1xSSC, 37°C ¥t 2x5min, 0.5xSSC
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210. 2K E . TINE CAMREN AW, FRRELL 10 400.42° W 3h. J5 2xSSC, 37°C ¥k
10min, 1xSSC, 37°C ¥ 2x5min, 0.5xSSC 37°%% 10min.

2L MB AW : WA ERE RIS o ZIE 30min.

2.12. 5% R AR e T ALY (anti-DIG-HRP) - {623, #50 anti-DIG-HRP.
37°C i F 50min, J5 PBS ¥t 3 {Xx5min.

2.13.3% 00 FITC-TSA: i il FITC-TSA &7, ##'t % i )< M. Smin. J§ TBST % 3 {Xx10min.PBS
YE 1 Xx5min.

2.14.DAPI E 4% VIR0 DAPL 44, #OLHFE 8min, e )5 M IIHT o 6 Kt A ik
Fe

215K U A T e BB 5Ou BAst FWEIERERG . (ERINSE B K 330-380nm,
R 420nm, K #EG: FAM(488)40 UK KK 465-495nm, KKK 515-555 nm, K&k
St CY3 LD K 510-560, KEHEK 590nm, K. )
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Rnase free 3735,
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hsa_circ_0061140 probe:

5 ‘“AACTTCACTCCACACTTCTGAGAAAAATGTGA
(ttt CATCATCAT ACATCATCAT) 30-3’

TR IREE

5’ -DIG-tt ATGATGATGT ATGATGATGT -3’

Hohk. 248 11
Hi%: 400-1016-218

Pitk: http:/Avww.wanwusw.com
Email: 2028438226@qg.com



A

¢ Delf

&

EYIRERRAH]

HEFElI Wanwu technology CO.,LTD

1. Apparatus and reagents

1.1 Apparatus

Paraffin —DIG -TSA -ISH protocol

Name Producer Model
Dehydrator DIAPATH Donatello
Glass slide wanwu
Coverslip Citotest 10212432C
Pathologic microtome Leica RM2016
Enzyme-free centrifuge tubes wanwu EP-150-M
Shaker wanwu TSY-B
Vortex wanwi MX-F
Pipettor Dragon KE0003087/KA0056573
Gene tech pen Gene tech GT101
Microscopy Nikon NIKON ECLIPSE CI
Imaging system Nikon NIKON DS-U3
Incubator LABOTERY GSP-70
autoclave PANASONIC MLS-3751L-PC
Paraffin embedding machine WHIJ JB-P5
Frozen flat WHJJ JB-L5
Tissue spreader Kedee KD-P

1.2 Major reagents
reagent manufacturer article number
DEPC Amresco E174
4% of paraformaldehyde (DEPC water) wanwu Gl1113
Paraffin wax Sakura Gl1113
Ethanol SCRC 100092683
Xylene SCRC 10023418
PBS solution (DEPC) wanwu G0020
20xSSC solution Wanwu G3016-4
BSA wanwu G5001
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Proteinase K wanwu G1205
DAPI wanwu G1012
Anti-fluorescence quenching sealing tablets ~ Wanwu G1401
hybridization buffer wanwu G3016-3
anti-DIG-HRP Jackson G3016-3
FITC-TSA wanwu 200-032-156

2. The steps of the experiment

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

2.2 Dehydration: The tissue is dehydrated by gradient alcohol, paraffin, embedding.

2.3 Section: the paraffin is sliced through the slicer, the piece of the slice machine and the 62 -
degree oven roast for 2 hours.

2.4 Dewaxing and dehydration: soak sections in 2 changes of xylene, 15 minutes each.
Dehydrate in 2 changes of pure ethanol for 5 minutes each. Then, followed respectively by
dehydrating in gradient ethanol of 85%and 75% ethanol 5 minutes for each. Wash in DEPC
dilution.

2.5 Digestion: according to the tissue fixation time, the slices are boiled in the retrieval solution
for 10-15 minutes and naturally cooled. Mark the objective tissue with liquid blocker pen,
according to the characteristics of tissues, Add proteinase K(20 ug/ml) working solution to cover
objectives and incubate at 37°C for____min. Washing with pure water, then wash three times with
PBS (pH 7.4) in a Rocker device, 5 min each.

2.6 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.

2.7 Pre-hybridization: add Pre-hybridization solution to each section and incubate for 1 h at
37°C.

2.8 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.

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

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

2.11 Add the mouse anti-digoxigenin-labeled peroxidase (anti-DIG-HRP): remove the blocking
solution and add anti-DIG-HRP. Incubate at 37 °C for 40 min, then Wash sections in PBS four

times for 5 min each.
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2.12 TSA developing: dry sections slightly, add fresh prepared TSA chromogenic reagent to
marked tissue. Reaction in dark for 5 min at room temperature. Then wash sections in PBS three
times for 10 min each.
2.13 Stain cell nuclei (counter stain): incubate with DAPI for 8min in the dark, and then
mounting.
2.14 Microscopic examination and photography : to take photos with positive fluorescence
microscope. DAPI glows blue by UV excitation wavelength 330-380 nm and emission wavelength
420 nm; FAM 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. Interpretation of the results

The nuclear stained by DAPI were blue under ultraviolet excitation, and the positive
expression was a kind of fluorescence labeled by corresponding luciferin. FAM (488) appears
green, cy3 appears red. The results of mRNA in situ hybridization were cytoplasmic positive and a
few nuclear positive were normal. MicRNA and IncRNA were expressed differently. According to
the expression, Different fluorescence brightness is strong or weak.
Note: All reagents, instrument need RNase free.

Attached table 1 probe information.
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