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Table 1. Troubleshooting guide for the common problems 

 

Step Problem Possible reason Suggested Solution 

A2 Floating islets Different nature of the 
solutions eg. specific 
gravity, density, viscosity, 
etc. 

Follow strictly the method of 
adding buffer or reagents to the 
islets (eg. drop by drop or slowly 
on the inner wall of the insert as 
indicated throughout the 
procedure) 

B5 Islets are dried out Poor sealing at step A4, air 
drying due to excessive time 
of processing at F30  

If arises at B5: check the sealing 
of adhesive film not to lose or 
evaporate MeOH. At F31: take 
little PBS with islets and reduce 
time for mounting process. 

C14 Islets attached to the 
membrane 

Due to stickiness of islets 
during HCL treatment at 
C11 and due to generation 
of small bubble during 
fixation at step C13.  

Gently flush islets with same 
solution using pipette to loosen 
them from bubble, wall or 
membrane.  

D22 Disrupted islets Softening of islets during 
hybridization condition, 
rough edge of the pipette 

Avoid using pipette having 
rough or jagged edge. Handle 
transparent and soft islets gently 
after hybridization 

F30 Loss of islets  Dust, bubbles, dirty pipette, 
unfavorable reagent 
condition, improper liquid 
handling  

Start with 15% more islets, 
populate islets frequently in 
every few steps, take little 
similar solution into the pipette 
before picking islets 

F34 Islets Partially 
unhybridized 

Attachment of islet to the 
wall of the insert, floating, 
etc. 

Gently flush the attached islets 
into solution under stereo 
microscope 

F34 No or week 
hybridization or IF signal 

RNase contamination Take measures to avoid RNase 
contamination until stringency 
washes 

  Low probe and antibody 
concentration 

Adjust the concentration 
depending on the expression 
level of miRNAs or protein 

  Too long fixation times Decrease fixation times 

F34 Unspecific Signal Too much probes or 
antibody 

Reduce the concentration of 
antibody/probe. Reduce 
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incubation time 

  Insufficient washes or low 
stringency of solution 

More washes or increase 
stringency 

F34 High background 
staining 

Glass slides, cover glass 
inadequately cleaned. 
Presence of cell debris 

Ensure use of high-quality, 
clean, glass slides. Try to avoid 
picking cell debris during 
mounting 

  Islets allowed to dry during 

Hybridization, mounting 
and detection 

Use heated lid in the 
thermocycler during 
hybridization, reduce mounting 
time 

 

 


