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Gel electrophoresis of the IVT product is done to estimate the yield and size distribution of 
labeled transcripts. Parallel gel runs of unpurified and purified IVT product can help 
determine the extent of a loss of sample during the cleanup process. 

■ oìå=NB=çÑ=É~ÅÜ=ë~ãéäÉ=çå=~=NB=~Ö~êçëÉ=ÖÉäK

■ jáñ=ok^=Eë~ãéäÉë=çê=ã~êâÉêëF=ïáíÜ=äç~ÇáåÖ=ÇóÉ=~åÇ=ÜÉ~í=íç=SRø`=Ñçê=R=ãáåìíÉë=ÄÉÑçêÉ=
äç~ÇáåÖ=çå=íÜÉ=ÖÉäK=

■ bíÜáÇáìã=ÄêçãáÇÉ=Å~å=ÄÉ=ìëÉÇ=íç=îáëì~äáòÉ=íÜÉ=ok^=áå=íÜÉ=ÖÉäK
^äíÉêå~íáîÉäóI=ÖÉäë=Å~å=ÄÉ=ëí~áåÉÇ=ïáíÜ=pv_o=dêÉÉå=ff=~í=~=NWNMIMMM=Çáäìíáçå=áå=Nu=q_b=
ÄìÑÑÉêK=pv_o=dêÉÉå=ff=ëí~áåë=ëáåÖäÉJëíê~åÇÉÇ=ok^=ïáíÜ=ÖêÉ~íÉê=ëÉåëáíáîáíó=íÜ~å=ÉíÜáÇáìã=
ÄêçãáÇÉI=Äìí=áí=êÉèìáêÉë=~=ëéÉÅá~ä=éÜçíçÖê~éÜáÅ=ÑáäíÉê=~î~áä~ÄäÉ=Ñêçã=jçäÉÅìä~ê=mêçÄÉë=íç=
éÜçíçÖê~éÜ=ëí~áåÉÇ=Ä~åÇëK

■ ^ë=~å=çéíáçåI=êìå=~=ÇÉå~íìêáåÖ=ÖÉä=íç=çÄí~áå=~=ãçêÉ=~ÅÅìê~íÉ=Éëíáã~íáçå=çÑ=íÜÉ=ok^=ëáòÉ=
ÇáëíêáÄìíáçåK=mäÉ~ëÉ=êÉÑÉê=íç=cáÖìêÉ OKNKN=Ñçê=íÜÉ=íóéáÅ~ä=ëáòÉ=ÇáëíêáÄìíáçå=çÑ=ìåÑê~ÖãÉåíÉÇ=
Åok^K

Fragmenting the cRNA 
for Target Preparation
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Fragmentation of cRNA target before hybridization onto GeneChip probe arrays has been 
shown to be critical in obtaining optimal assay sensitivity.

Affymetrix recommends that the cRNA used in the fragmentation procedure be sufficiently 
concentrated to maintain a small volume during the procedure. This will minimize the 
amount of magnesium in the final hybridization cocktail. The cRNA must be at a minimum 
concentration of 0.6 µg/µL. Fragment an appropriate amount of cRNA for hybridization 
cocktail and gel analysis (see Section 2, Chapter 3, Table 2.3.1).

1. Add 2 µL of 5X Fragmentation Buffer for every 8 µL of RNA plus H2O. The 
fragmentation buffer has been optimized to break down full-length cRNA to 35 to 200 
base fragments by metal-induced hydrolysis.

The final concentration of RNA in the fragmentation mix can range from 0.5 µg/µL to 
2 µg/µL. The following table shows an example of a fragmentation mix for a 20 µg 
cRNA sample at a final concentration of 0.5 µg/µL. 

For fragmentation, use adjusted cRNA concentration, as described in Step 2: 
Quantification of the cRNA on page 2.1.20.

Example for 0.5 µg/µL final concentration:

2. Incubate at 94°C for 35 minutes. Put on ice following the incubation. 
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3. Save an aliquot for gel analysis.

At least 1 µg fragmented cRNA is needed if using ethidium bromide for staining the 
gel. Less RNA can be used with SYBR Green II staining. See Step 3: Checking 
Unfragmented Samples by Gel Electrophoresis on page 2.1.21, for information 
regarding gel electrophoresis. The standard fragmentation procedure should produce a 
distribution of RNA fragment sizes from approximately 35 to 200 bases. An example 
of a gel with cRNA samples before and after fragmentation is shown below.

4. Store undiluted, fragmented sample RNA at -20°C until ready to perform the 
hybridization, as described in Section 2, Chapter 3.
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