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General Questions  
 
Q: How many SMRT® Cells are recommended per transcriptome? 
 
A: The answer to this question is highly dependent on the transcriptome diversity of 
the sample. The webinar slides describe the number of full-length reads one can 
expect depending on transcript length. Currently, we recommend the following 
progression of sequencing effort: 
 
Tier 1: 2-3 SMRT Cells per size fraction (e.g., 3 SMRT Cells for the 1-2 kb fraction, 3 

SMRT Cells for the 2-3 kb fraction, and 2 SMRT Cells for the 3-6 kb fraction) 
= 8 SMRT Cells total .  Useful for pilot studies and library evaluation. 

Tier 2: 8 SMRT Cells per size fraction = 24 SMRT Cells total . Obtain a decent 
spread of diverse transcripts and further information for a range of 
diversity and abundance. 

Tier 3: 16+ SMRT Cells per size fraction.  Deep sequencing effort to discover rare 
transcripts. 

 
 

Bioinformatics Questions 
 
Q:  How do you get counts for each isoform? 
 
A:  ICE (isoform-level clustering algorithm) will output information that shows the 
number of full-length (and non-full-length at a later stage in the pipeline) PacBio® 
read support for each isoform cluster.  
 
 
Q: Do you start from subreads or CCS reads for ICE? 
 
A: Currently, we recommend using ReadsOfInsert (a replacement for CCS with more 
flexibility that is available in SMRT Pipe 2.1+) for isoform-level clustering. ICE will 
also take subreads or CCS reads if that is what is available. 
 
 
Q: Can I combine PacBio® and Illumina® data? 
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A: Yes. Two tools exist for error correction using Illumina data (PacBioToCA and 
LSC). You can refer to this wiki page here for more information. Further, IDP 
supports prediction of transcripts using hybrid data. Please contact the tools’ 
respective authors for details. 
 
 
Q: S, I, and D are Phred quality values.  Is any threshold used to determine if 
it’s a real substitution, insertion, or deletion error? 
 
A: Yes. For efficiency, ICE currently uses a 0.1 cutoff (QV10) for determining 
whether a true base error is likely. 
 
 

https://github.com/PacificBiosciences/cDNA_primer/wiki/Error-Correction-using-Illumina-short-reads
http://www.stanford.edu/~kinfai/IDP/IDP.html

