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Recommended detection system:
DF400-50KE- One step ISH Detection Kit- Manual Use

Intended Use:

The Scramble probe do not identifies any miRNA semes or
human mRNA sequence in formalin-fixed, paraffin-eated
human tissues or freshly prepared frozen tissuesnbsitu

hybridization. The Scramble probe can be used asgative
control for ISH assays.

Summary and Explanation
The scramble probe sequence does not share homeitgy
mMiRNA sequences available in the miRBase database.

Principles of the Procedure

In Stu hybridization (ISH) allows the detection and
localization of definitive nucleic acid sequenc@gctly within
a cell or tissue. High specificity is ensured tlglouthe action
of annealing of probe nucleic acid sequence to ¢emgntary
target nucleic acid sequence. ISH techniques cauoskd to
identify infectious agents in tissue sections, doalize gene
expression within individual cells, or to detecesific nucleic
acid sequences in cells.

In ISH, fixed tissue sections are treated with aigclacid
retrieval solution to expose target nucleic aciquemces. A
hapten (fluorescein labeled probe) is hybridizethewexposed
target nucleic acid sequences in the cells. Suleseggquashing
steps remove any probe that is not bound or thatois-

Storage and Handling

Store the probe at 2&. The probe is allowed to reach room
temperature prior to use.

This probe is suitable for use till expiry date whetored at 2-
8°C. If reagents are stored under any conditiotgerothan
those specified in the package insert, they mustebidied by
the user.

Positive and negative controls should be run semeglbusly
for every experiment. If unexpected staining isestsed which
cannot be explained by variations in laboratorycpdures and
a problem with the antibody is suspected, contaoGBnex
Technical Support at1-800-421-4149 or your local
distributor .

Specimen Collection and Slide Preparation
Tissues fixed in 10% (v/v) formalin are suitable fize prior to
paraffin embedding and sectioning.

Treatment of Tissues Prior to Staining
All formalin-fixed, paraffin-embedded tissue seogorequire
pretreatment with Nucleic Acid Retrieval solutidwAR)

Staining procedure

(@) The BioGenex mMIRNA probes are supplied in
hybridization buffer and used without further di¢urt.

(b) The probe solution is brought to room temperatuist |
prior to use.

(c) All testing is done at room temperature. The tgstin
parameters and testing protocols are listed in édbl
below.

(d) The BioGenex one step ISH Detection Kit idigo

detect hybridized probes following the instructioims the

package insert for the detection system.

(e) The negative and positive control probe is rundrefiel.

Recommended protocol and parameters for Scramble
probe

Table 1: Protocol for Manual Staining ProcedureRERissue
section

specifically bound to the tissue section. Ar
immunohistochemical (IHC) procedure is then usedidtect
the probe-target hybrid. (Downstream detection ydiridized
hapten labeled probe is done by using specific-tzagten
antibody). This procedure includes incubating thdeswith a
mouse anti- fluorescein or digoxigenin antibodyllcfeed by
detection of this antibody with a second antibodyzyene
conjugate. After addition of an appropriate sulistf@r the
enzyme (such as DAB, diaminobenzidine solutionprewn
colored reaction product is precipitated at theatmn of the
probe-target hybrid. Microscopic examination of tkkde
provides visual interpretation of the staining ttessu

Materials Required But Not Provided

Dewax, nucleic acid retrieval solution (NAR), caitslides,
control reagents and other ancillary reagents ar@movided.
Please refer to the package insert(s) of one Sepdetection
kit for detailed protocols and instructions on usk the
reagents.
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4 | Wash | 200u | 37- 10 2 accessories. The probes have been found to beigersaid
soln L 54°C * show specific binding to the antigen of interesthwhninimal
A/B to no binding to non-specific tissues or cells. Bémex

5 | Wash | 200u | 37- 10 2 probes have shown reproducible and consistenttsestien
soln L 54°C * used within a single run, between runs, betwees #&otd
D/E wherever applicable between manual and automatad. ru

6 | Peroxi | 100u | RT 10' 3 The products have been determined to be stablethier
de L periods specified on the labels either by standeatitime or
block accelerated methods. BioGenex ensures product tyuali

7 Power | 100u | RT 10' 1 0 NA through standard quality control for all produattensed and
block L through surveillance programs.

8 | Anti 100u | RT 30 1 0 3
fluores | L Bibliography /Bibliografia /Bibliografie /Bibliogra fia
cein 1. Kloosterman WP. et ain situ detection of miRNAS in

9 | Anti 100p | RT 30' 1 0 3 animal embryos using LNA-modified oligonucleotide
mouse | L probes. Nature Methods, 3, 27 — 29 (2006).
HRP 2. Wheeler G. et allnsitu detection of animal and plant

L 3. Nuovo GJ. In situ detection of precursor and mature

11 | Counte| 200p | RT 3 1 3 3 microRNAs in paraffin embedded, formalin fixed tiss

rstain L and cell preparations. Methods 44(1),39-46 (2008).

Dehydrate with 2 Changes of Alcohol for 5' each Agtene 2
changes for 5' each

Mount with DPX .

* need to optimize as per miRNA probe.

Disclaimer: The above information is provided for reference
only. Each end-user is responsible for developamgyl
validating optimal testing conditions for use witihis
product.

Quality Control:

Troubleshooting

Contact BioGenex Technical Service Departmen1-800-
421-4149 or your local distributor to report unusual
staining.

Expected Results

Proper use of this probe will result in an intesssn at the
specific site of the hybridized fluorescein-labelpbbe in
positive test tissue. If staining is absent frony gositive
control slides, or present in any negative congfles, the
test should be considered invalid.

Limitations of the Procedure

Correct treatment of tissues prior to and durirgatfon,
embedding, and sectioning is important for obtajroptimal
results. Inconsistent results may be due to varatin tissue
processing, as well as inherent variations in &sslihe
results fromin situ hybridization must be correlated with
other laboratory findings.

Performance Characteristics
BioGenex has conducted studies to evaluate theneshce
of the probe with BioGenex detection systems and

Song R. et alln situ hybridization detection of
microRNAs. Methods Mol Biol. 629, 287-94 (2010).



