A = s /N
W DEIf %m* R EDRFFERA A

Hefei WANWU technology CO.,LTD

AEEY) R CIRE R Z43E (FISH) sk

13256 3344 Kt

11,5256 35 44

R % BS

it 7KL DIAPATH Donatello
I Wanwu

gl P LIt 2R SL G 23 M B IR A ] 10212432C

SR E AL LSRR A PR A F] RM2016
TGO Wanwu EP-150-M
PR E) Wanwu TSY-B
IR Wanwu MX-F

e Dragon KE0003087/KA0056573
Gene tech pen Gene tech GT1001

VKA T SRR A A PR A BCD-192TGN
IE B 5096 B s HAJE HE NIKON ECLIPSE CI
g &R 5 HAE R NIKON DS-U3
R LABOTERY GSP-70

e s 2K T VNN E9E 4V Tig MLS-3751L-PC
ALHEH KRB FHRAH JB-P5

HE KRB FHRAH JB-L5

SHZARE L WL AR & Bl A & A IR A # KD-P

1.2, 32 B S50 7

%l J &% ®’s FRELL
DEPC Amresco E174

4%% EH [ (DEPC 7K) Wanwu G1113

Filk Sakura

Tk emy 25 e L A A ) 100092683

— 2GR IR AR 10023418

PBS 2 (DEPC) Wanwu G0020

20xSSC Pt i Wanwu G3016-4

BSA Wanwu G5001

HAN K Wanwu G1205

DAPI Wanwu G1012

http://www._wanwusw.com
http://www_hfwanwu.com
248 11
400-1016-218
2028438226@qq.com



A & S NT
V\\/DE" %ﬁ"\* EAEDR A RA

Hefei WANWU technology CO.,LTD

P e K ) Wanwu G1401
FAZ R Wanwu G3016-3

2 AU Y) Fr ROCIRET R AL AR A LR 0 B
21ARMEE: HLHCH Y5 LB E € (DEPC ZKACH]D HrlE € 12h BL E
2.2 80K ALAE E 58 R bR TR LK R IR, LI
23005 ALV ALY, SRR, 6200846 Fr 2h.
2.4 ) A RIS 2K < 4K VK DI TN — FRZKT 1 Smin- — FF 28111 Smin-JE 7K Z B ISmin-TE 7K 2
FE15min, H 2805, DEPC 7Kizifl.
25064k IRIEH L R, P TR & 10-15 208k, BARBRH. FHHEE
P, ARYEAS R HAA FFEARREE, B0 A B K(20ug/ml) 37°¥E4b__ min. 4iKefdk)E
PBS ¥t 3 ¥X*5min.
2.6. AR : MPEASH, 37°C i H 1h.
27238 R ETAAASH, T INS RE AT, WEE__, 1EIRAA JE R AT
2.8 &AL JEPRHk: Pk AW, 2xSSC, 37°C ¥ 10min, 1xSSC, 37°C ¥t 2x5min, 0.5xSSC
FimPE 10min. A AERF AR Z AT DU I F I e 5%
2.9.DAPI EHu%: V) 0 DAPL Ji, EEOGHFE Smin, 865 NPT 2 6 1A K Fr 7
Fe
210 88HR: U4 TJe FEIEE R BME TR RERE . CRIMNIR B K 330-380nm,
R 420nm, K EG: FAM(488)40 UK K 465-495nm, KT 515-555 nm, K&k
St CY3 ZDGIR K 510-560, KEHEK 590nm, K. )
3 AV ROGERET R AL AR AT LR 45 R AL

DAPI Y Hi SR F A0 UL AE SR B0 R ORI 6, BHPE R IE N AH L 5% 6 R bR id 19 .
FAM(488) 4506, cy3 N4, mRNA JEALAAE BoR g BB NI, DB YR
1EH . micRNA 5 IncRNA A [EFEFFRIEEAAR . ARHERIE B AR DG A RS .

: ERBERBIFTE RN, XS AE RNA B 4L # & H DEPC 4 E 51
Rnase free 3715,
ME1 HBEHER

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



& Delf ERX

FREFMEMR AR AT

Hefei WANWU technology CO.,LTD

Paraffin -fluorescence probe-FISH protocol

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model
Dehydrator WHIJ JJ-12]
Paraffin embedding machine WHIJJ JB-P5
Pathologic microtome Leica RM2016
Frozen flat WHIJJ JB-L5
Water Bath-Slide Kedee KD-P
RNase-freeGlass microscope slides Wanwu
. . Wanwu
Micro-centrifuge DI008E
Wanwu
Rocker Wanwu TSY-B
Vortex Dragon MX-F
Pipettor Nikon KE0003087/KA0056573
Microscopy Nikon NIKON ECLIPSE CI
Imaging system Gene tech NIKON DS-U3
Liquid blocker pen GT1001
. HAIER
Refrigerator BCD-192TGN
Incubator LABOTERY GSP-70
Autoclave PANASONIC MLS-3751L-PC
1.2 Major reagents
reagent manufacturer article number
Ethanol SCRC 100092683
Xylene SCRC 10023418
PBS solution Wanwu G0002
Proteinase K Wanwu G1205
4% of paraformaldehyde (DEPC water) Wanwu Gl1113
DEPC Amresco E174
20xSSC solution wWanwu G3016-4
BSA Wanwu G5001
Anti-fluorescence quenching sealing tablets Wanwu G1401
hybridization buffer Wanwu G3016-3
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2. The steps of the experiment
2.1 Organization fixation: 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 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. Wash in pure water, then wash three times in PBS (pH
7.4) on a Rocker device, 5 min each.
2.6 Pre-hybridization: add Pre-hybridization solution to each section and incubate for 1 h at
37°C.
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 ,
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.
2.9 Stain cell nuclei (counter stain): incubate with DAPI for 8min in the dark, and then
mounting.
2.10 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) is green
light, cy3 is red light. 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

Attached table 1 probe information.
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