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Data

• GSE80802	  (DeGregori Lab,	  PMID:	  27663586)
– Gefitinib,	  AZ1366	  (tankyrase inhibitor)	  or	  
combination	  on	  NSCLC	  (HCC4006)	  

– Chr 7	  ONLY	  for	  our	  RNAseq example	  analysis
– No	  Drug	  (Sample1)	  vs Gefitinib (Sample5)

• Data	  
– Amc-‐genesis1/Volumes/Data/Users/guest00
– sample1_chr7.fastq,	  sample5_chr7.fastq



Methods
• Tophat

– https://ccb.jhu.edu/software/tophat/index.shtml
– Tophat 1.4.1	  for	  our	  example

• Cufflinks
– http://cole-‐trapnell-‐lab.github.io/cufflinks/
– Cufflinks	  2.1.1	  for	  our	  example

• Mapping	  Library
– HG19	  (human	  37.2)
– GTF,	  Fasta (index)
– amc-‐genesis1:/Volumes/Data/CANB7640/Bowtie_Index

• *.ebwt
• *.fa
• *.fa.fai
• *.gtf



tophat -‐p	  8	  -‐-‐library-‐type	  fr-‐unstranded -‐z	  0	  -‐-‐GTF	  
/Volumes/Data/CANB7640/Bowtie_index/illumina_human_37_2.gtf	  -‐o	  sample1	  
/Volumes/Data/CANB7640/Bowtie_index/illumina_human_37_2	  sample1_chr7.fastq

cufflinks	  -‐p	  8	  -‐-‐GTF-‐guide	  
/Volumes/Data/CANB7640/Bowtie_index/illumina_human_37_2.gtf	  -‐-‐frag-‐bias-‐correct	  
/Volumes/Data/CANB7640/Bowtie_index/illumina_human_37_2.fa	  -‐-‐multi-‐read-‐correct	  -‐-‐
library-‐type	  fr-‐unstranded -‐-‐min-‐isoform-‐fraction	  0.1	  -‐-‐min-‐frags-‐per-‐transfrag 50	  -‐-‐no-‐
update-‐check	  -‐o	  sample1	  sample1/accepted_hits.bam

cuffdiff -‐p	  8	  -‐L	  CTRL,Gefitinib -‐o	  ./CTRLvsGEF -‐b	  	  
/Volumes/Data/CANB7640/Bowtie_index/illumina_human_37_2.fa	  -‐u	  
/Volumes/Data/CANB7640/Bowtie_index/illumina_human_37_2.gtf	  
sample1/accepted_hits.bam sample5/accepted_hits.bam

Outputs	  :	  
sample1/
sample5/
CTRLvsGEF/



In	  CTRLvsGEF/
Open	  gene_exp.diff in	  excel,	  and	  sort	  by	  Status/Significance/P_value/Q_value

Remember,	  we	  used	  Chr 7	  Only.	  But	  mapped	  to	  whole	  HG19.	  



In	  IGV,	  Tools	  -‐>	  Run	  igvtools,	  

Sort	  sample1.bam	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  	  Index	  sample1.sorted.bam



In	  IGV,	  File	  – Load	  from	  file	  – sample1.sorted.bam	  &	  sample5.sorted.bam
Type	  “EGFR”	  and	  go.	  
(Remember	  ,	  we	  have	  Chr7	  only)


