Workflow and parameter for 2 approaches:
Approach 1: Cufflinks with reference annotation:
i) Tophat for SOLiD
Top of Form

RNA-Seq FASTQ file: 
 (Fastqcssanger file)
Color-space: Must have Sanger-scaled quality values with ASCII offset 33 
Will you select a reference genome from your history or use a built-in index?: 

Built-ins were indexed using default options 
Select a reference genome: 

If your genome of interest is not listed, contact the Galaxy team 
Is this library mate-paired?: 

TopHat settings to use: 

You can use the default settings or set custom values for any of Tophat's parameters. 
Library Type: 

TopHat will treat the reads as strand specific. Every read alignment will have an XS attribute tag. Consider supplying library type options below to select the correct RNA-seq protocol. 
Anchor length (at least 3): 

Report junctions spanned by reads with at least this many bases on each side of the junction. 
Maximum number of mismatches that can appear in the anchor region of spliced alignment: 

The minimum intron length: 

TopHat will ignore donor/acceptor pairs closer than this many bases apart. 
The maximum intron length: 

When searching for junctions ab initio, TopHat will ignore donor/acceptor pairs farther than this many bases apart, except when such a pair is supported by a split segment alignment of a long read. 
Allow indel search: 

Minimum isoform fraction: filter out junctions supported by too few alignments (number of reads divided by average depth of coverage): 

0.0 to 1.0 (0 to turn off) 
Maximum number of alignments to be allowed: 

Minimum intron length that may be found during split-segment (default) search: 

Maximum intron length that may be found during split-segment (default) search: 

Number of mismatches allowed in each segment alignment for reads mapped independently: 

Minimum length of read segments: 

Use Own Junctions: 

Use Closure Search: 

Use Coverage Search: 

Minimum intron length that may be found during coverage search: 

Maximum intron length that may be found during coverage search: 

Use Microexon Search: 

With this option, the pipeline will attempt to find alignments incident to microexons. Works only for reads 50bp or longer. 

Bottom of Form
Bottom of Form
Bottom of Form


ii)  Cufflinks
Top of Form

SAM or BAM file of aligned RNA-Seq reads: 
(Accepted hits from Tophat)
Max Intron Length: 

Min Isoform Fraction: 

Pre MRNA Fraction: 

Perform quartile normalization: 

Removes top 25% of genes from FPKM denominator to improve accuracy of differential expression calls for low abundance transcripts. 
Use Reference Annotation: 

Reference Annotation: 

Make sure your annotation file is in GTF format and that Galaxy knows that your file is GTF--not GFF. 
Perform Bias Correction: 

Bias detection and correction can significantly improve accuracy of transcript abundance estimates. 
Set Parameters for Paired-end Reads? (not recommended): 


Bottom of Form



b) Cuffcompare
Top of Form

GTF file produced by Cufflinks: 
 (Cufflinks assembled transcript for sample 1)
Additional GTF Input Files
Additional GTF Input Files 1
GTF file produced by Cufflinks: 
 (Cufflinks assembled transcript for sample 2)


Use Reference Annotation: 

Reference Annotation: 

Make sure your annotation file is in GTF format and that Galaxy knows that your file is GTF--not GFF. 
Ignore reference transcripts that are not overlapped by any transcript in input files: 

Use Sequence Data: 

Use sequence data for some optional classification functions, including the addition of the p_id attribute required by Cuffdiff. 
Choose the source for the reference list: 


Bottom of Form









c) Cuffdiff
Top of Form

Transcripts: 
 (Cuffcompare combined transcripts)
A transcript GTF file produced by cufflinks, cuffcompare, or other source. 
Perform replicate analysis: 

Perform cuffdiff with replicates in each group. 
SAM or BAM file of aligned RNA-Seq reads: 
 (Accepted hits from Tophat)
SAM or BAM file of aligned RNA-Seq reads: 
 (Accepted hits from Tophat)
False Discovery Rate: 

The allowed false discovery rate. 
Min Alignment Count: 

The minimum number of alignments in a locus for needed to conduct significance testing on changes in that locus observed between samples. 
Perform quartile normalization: 

Removes top 25% of genes from FPKM denominator to improve accuracy of differential expression calls for low abundance transcripts. 
Perform Bias Correction: 

Bias detection and correction can significantly improve accuracy of transcript abundance estimates. 
Reference sequence data: 

Set Parameters for Paired-end Reads? (not recommended): 


Bottom of Form








Approach 2: Cufflinks without reference annotation:
i) Tophat for SOLiD
Top of Form

RNA-Seq FASTQ file: 
 (Fastqcssanger file)
Color-space: Must have Sanger-scaled quality values with ASCII offset 33 
Will you select a reference genome from your history or use a built-in index?: 

Built-ins were indexed using default options 
Select a reference genome: 

If your genome of interest is not listed, contact the Galaxy team 
Is this library mate-paired?: 

TopHat settings to use: 

You can use the default settings or set custom values for any of Tophat's parameters. 
Library Type: 

TopHat will treat the reads as strand specific. Every read alignment will have an XS attribute tag. Consider supplying library type options below to select the correct RNA-seq protocol. 
Anchor length (at least 3): 

Report junctions spanned by reads with at least this many bases on each side of the junction. 
Maximum number of mismatches that can appear in the anchor region of spliced alignment: 

The minimum intron length: 

TopHat will ignore donor/acceptor pairs closer than this many bases apart. 
The maximum intron length: 

When searching for junctions ab initio, TopHat will ignore donor/acceptor pairs farther than this many bases apart, except when such a pair is supported by a split segment alignment of a long read. 
Allow indel search: 

Minimum isoform fraction: filter out junctions supported by too few alignments (number of reads divided by average depth of coverage): 

0.0 to 1.0 (0 to turn off) 
Maximum number of alignments to be allowed: 

Minimum intron length that may be found during split-segment (default) search: 

Maximum intron length that may be found during split-segment (default) search: 

Number of mismatches allowed in each segment alignment for reads mapped independently: 

Minimum length of read segments: 

Use Own Junctions: 

Use Closure Search: 

Use Coverage Search: 

Minimum intron length that may be found during coverage search: 

Maximum intron length that may be found during coverage search: 

Use Microexon Search: 

With this option, the pipeline will attempt to find alignments incident to microexons. Works only for reads 50bp or longer. 



ii) Cufflinks
Top of Form

SAM or BAM file of aligned RNA-Seq reads: 
 (Accepted hits from Tophat)
Max Intron Length: 

Min Isoform Fraction: 

Pre MRNA Fraction: 

Perform quartile normalization: 

Removes top 25% of genes from FPKM denominator to improve accuracy of differential expression calls for low abundance transcripts. 
Use Reference Annotation: 

Perform Bias Correction: 

Bias detection and correction can significantly improve accuracy of transcript abundance estimates. 
Set Parameters for Paired-end Reads? (not recommended): 


Bottom of Form


Bottom of Form

iii) Cuffcompare
Top of Form

GTF file produced by Cufflinks: 
 (Cufflinks assembled transcript for sample 1)
Additional GTF Input Files
Additional GTF Input Files 1
GTF file produced by Cufflinks: 
 (Cufflinks assembled transcript for sample 2)


Use Reference Annotation: 

Reference Annotation: 

Make sure your annotation file is in GTF format and that Galaxy knows that your file is GTF--not GFF. 
Ignore reference transcripts that are not overlapped by any transcript in input files: 

Use Sequence Data: 

Use sequence data for some optional classification functions, including the addition of the p_id attribute required by Cuffdiff. 
Choose the source for the reference list: 





iii) Cuffdiff
Top of Form

Transcripts: 
 (Cuffcompare combined transcripts)
A transcript GTF file produced by cufflinks, cuffcompare, or other source. 
Perform replicate analysis: 

Perform cuffdiff with replicates in each group. 
SAM or BAM file of aligned RNA-Seq reads: 
 (Accepted hits from Tophat)
SAM or BAM file of aligned RNA-Seq reads: 
 (Accepted hits from Tophat)
False Discovery Rate: 

The allowed false discovery rate. 
Min Alignment Count: 

The minimum number of alignments in a locus for needed to conduct significance testing on changes in that locus observed between samples. 
Perform quartile normalization: 

Removes top 25% of genes from FPKM denominator to improve accuracy of differential expression calls for low abundance transcripts. 
Perform Bias Correction: 

Bias detection and correction can significantly improve accuracy of transcript abundance estimates. 
Reference sequence data: 

Set Parameters for Paired-end Reads? (not recommended): 
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