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% export TRINITY_HOME=/software/trinityrnaseq
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1. Bioconductor: http://www.bioconductor.org
2. edgeR: http://www.bioconductor.org/packagesasd¢bioc/html/edgeR.html
3. gplots
el o5 IS RGN e 55 50 ) Gl plosil (gl s (525 00l
% R
> source(“http://bioconductor.org/biocLite.R”)
> biocLite()
> biocLite(“edgeR”)
> biocLite(“ctc”)
> biocLite(“Biobase”)
> biocLite(“ape”)

> install.packages(“gplots”)
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utorial.tgz/download
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tar —xvf TrinityNatureProtocolTutorial.tgz
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S pombe_refTrans.fasta # reference transcriptom®.fpombe
1M_READS sample/Sp.hs.1M.left.fq # PE reads fotdtesck
1M_READS_sample/Sp.hs.1M.right.fq
1M_READS_sample/Sp.log.1M.left.fq # PE reads fa jidhase
1M_READS sample/Sp.log.1M.right.fq
1M_READS_sample/Sp.ds.1M.right.fq # PE reads fauglic shock
1M_READS sample/Sp.ds.1M.left.fq

1M_READS sample/Sp.plat.1M.left.fq # PE reads fatgau phase
1M_READS_sample/Sp.plat.1M.right.fq
samples_n_reads_described.txt # tab-delimited ghiscr

file.
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% cat 1IM_READS_sample/*.left.fq > reads.ALL.left.fq
% cat 1IM_READS_sample/*.right.fq > reads.ALL.ridgqt.
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% $TRINITY_HOME/Trinity.pl -seqType fq -JM 10G \flereads.ALL.left.fq -right
reads.ALL.right.fq - SS_lib_type RF -CPU 6
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% $TRINITY_HOME/util/TrinityStats.pl trinity_out_diTrinity.fasta
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% makeblastdb -in S_pombe_refTrans.fasta -dbtype nucl
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% blastn -query trinity_out_dir/Trinity.fasta \-& pombe_refTrans.fasta \-out
Trinity_vs_S pombe_refTrans.blastn \-evalue 1eek@tno -task megablast -

num_threads 2 \-max_target_seqs 1 -outfmt 6
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% $TRINITY_HOME/util/analyze_blastPlus_topHit_coage.pl \
Trinity_vs_S pombe_genes.blastn \ trinity _out_dirify.fasta \
trinity_out_dir/Trinity.fasta \
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% $TRINITY_HOME/util/alignReads.pl --seqType fglef reads.ALL.left.fg--right
reads.ALL.right.fq \--SS_lib_type RF --retain_intexdiate_files \--aligner bowtie \--

target trinity_out_dir/Trinity.fasta -- -p 4
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% $TRINITY_HOME/util/'SAM_nameSorted_to _uniq_courats.pl \

bowtie out/bowtie out.nameSorted.sam.+.sam
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% $TRINITY_HOME/uti/RSEM __util/run_ RSEM _align_n_estate.pl\--

transcriptdrinity_out_dir/Trinity.fasta--prefix LOG

% $TRINITY_HOME/util/RSEM_util/run_RSEM _align_n_estate.pl\
--right Sp.ds.1M.right.f4--prefix DS
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% $TRINITY_HOME/uti/RSEM_util/run_RSEM_align_n_estate.p\--prefix HS

el 5l o), RSEM -18

% $TRINITY_HOME/uti/RSEM_util/run_RSEM _align_n_estate.pl\--
prefix PLAT

ai 8o 5 5 5 oS oloy @dgeR ;leoliiwl b Juwiliss by Judow 45550

Sloly sl 55l loolainl b aillas jobo 4y lgi oo 1) o Culigis,y 9 b ()5 (yidn ol jo a5 ol ails axgs

oS oo JLio 1y 5 sl gy, ks b pl o b paiBue jeb 40,5 wyp o ] bl RSEM

ol bl oo b s 51 golast sl)ls RSEM g o551 s ay gy e sl L 51 Sy o S ays apalys -19
RNA-sequladas slows g9l> o sle G a0 )lo €Xpected_count” sslbe s SO a5l s b
gy oo odgr HUall 050 Dladad sl ools 5l eolarwl b ool Jeax yie BB SO j0 She o il 4

S sl! 1, RSEM

% $TRINITY_HOME/uti/RSEM_util/merge_ RSEM_frag_countsngle table.pl\

PLAT.isoforms.results> Sp_isoforms.counts.matrix
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% $TRINITY_HOME/Analysis/DifferentialExpression/run BD analysis.p\
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% $TRINITY_HOME/Analysis/--lengthJrinity.trans_lengths.txt
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Read classification  Count of individual reads  Percent of mapped reads

Proper palring 2102100 9312
Left only 307933
Right only 224203

Improper pairing 6476
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