Joint SNP Calling:

1) Run mpileup for each chromosome. 

Command for chromosome 1:
/gsc/QA-bio/sbs-solexa/opt/linux-x86_64/samtools-0.1.17/samtools mpileup -r 1:1-249250621 -C50 -DSEuf /reference/genomes/9606/hg19a/genome/GRCh37-lite.fa A18690_4_lanes_dupsFlagged.bam A18692_4_lanes_dupsFlagged.bam | /gsc/QA-bio/sbs-solexa/opt/linux-x86_64/samtools-0.1.17/bcftools/bcftools view -vcgT pair - > ch_1.vcf 

2) Filter the mpileup results for every chromosome and concatenate into a file named all.CLR20.somatic

The somatic file would only contain the rows in the pileups that have:
i) a CLR score of greater or equal to 20
ii) genotype (GT) of 0/0 in the normal sample (this would be the last column of the vcf eg.: 0/0:0,255,255:467:1:99)
iii) non INDEL

Command for filtering and piping into the all.CLR20.somatic file:
sed -n 's/.*CLR=\\([0-9\.]*\\)/\\0 \\1 /p' /genesis/scratch/analysis/analysis8/snv/jsnp/CGI-Patient-014/hg19a/GS/A18690_A18692/ch_1.vcf  | awk '($NF~/0\\/0/) && $9 >= 20' | grep -v INDEL >> all.CLR20.somatic

mutationSeq:

3) Sort by chromosome [ 1-22, X, Y, MT ] and chromosome position;  (sort_for_ms_hg19.sh uses the unix sort: /bin/sort -n -k 2,2 -k 3,3 all.CLR20.somatic > all.CLR20.somatic.clean.sorted)

Command:
cat all.CLR20.somatic | /genesis/scratch/bioapps_prj/scripts/sort_for_ms_hg19.sh > all.CLR20.somatic.clean.sorted

4) Running mutationSeq:
Input: Normal and diseased bam files. Somatic file all.CLR20.somatic.clean.sorted. Also the read length (which is 100 for this pair of libraries)
Output: Text file with the probabilities of each candidate site being somatic.

Command:
cd /gsc/software/linux-x86_64/mutationseq_1.0.2/bin; ./run_mutationseq_predict.sh /gsc/software/linux-x86_64-centos5/MCR_77/v77 A18692_4_lanes_dupsFlagged.bam A18690_4_lanes_dupsFlagged.bam all.CLR20.somatic.clean.sorted /gsc/software/linux-x86_64/mutationseq_1.0.2/demo/lobular/model.mat /reference/genomes/9606/hg19a/genome/GRCh37-lite.fa 100 /gsc/software/linux-x86_64/mutationseq_1.0.2 > A18690_A18692_ms.out

5) 
Integrate the mutationSeq results with the somatic file from the joint SNP calling step (Step #2). The final file will consist only the candidate sites at which the somatic probability is greater than 0.2.
Command:

[bookmark: _GoBack]/genesis/scratch/bioapps_prj/scripts/make_all_somatic_final.sh A10512_A10511_ms.out all.CLR20.somatic.clean.sorted 0.2 > A18690_A18692.vcf
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