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Paraffin —DIG -DAB -ISH protocol

1. Apparatus and reagents

1.1 Apparatus

Name Producer Model
Dehydrator WHJJ JJ-12]
Paraffin embedding machine WHIJ JB-P5
Pathologic microtome Leica RM2016
Frozen flat WHIJ JB-L5
Water Bath-Slide Kedee KD-P
RNase-freeGlass microscope slides Wanwu
Micro-centrifuge Wanwu DI1008E

Wanwu
Rocker TSY-B

Wanwu
Vortex MX-F

Dragon
Pipettor cIc KE0003087/KA0056573
Mi XSP-C204

1eroseopy Gene tech
Liquid block T1001
iquid blocker pen HAIER GT100
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
Methanol SCRC
Hydrogen peroxide SCRC
DEPC A E174
mresco

20xSSC solution Wanwu G3016-4
BSA wanwu G5001
Hematoxylin dye Wanwu G1004
neutral balsam SCRC
hybridization buffer Wanwu G3016-3
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anti-DIG-HRP Jackson
DAB reagent Wanwu GI1211

2. The steps of the experiment

2.1 Organization fixed: Take out the organization, Wash clean,then Immediately put in the fixed
fluid (DEPC) to fix 2-12h.

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(20ug/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(PH7.4) three times for 3 min each, with gentle agitation and
protected from light.

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

2.8 Hybridization: Discard the pre-hybridization solution, add the probe hybridization
solution ,concentration_____, 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 5 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.

2.12 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
brown-yellow. Then stop developing reaction by wash in running tap water.

2.13 Counterstain in nucleus with Hematoxylin staining solution for 3 min and wash in tap water.
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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.
2.14 Dehydrate successively in gradient ethanol of 75%, 85%, and 2 changes of pure ethanol,
respectively, 6 min each. Clear in xylene for 6 min and mount with resin mounting medium.
2.15 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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