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AlignmentAlignment

• 607 QCed samples607 QCed samples
• STAR mapping with additional parameters 
compatible with Cufflinkscompatible with Cufflinks

‐‐outSAMstrandField intronMotif
‐‐outFilterIntronMotifs RemoveNoncanonical
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Transcript quantificationTranscript quantification

• Cufflinks generate FPKM per transcriptCufflinks generate FPKM per transcript
excluded chrM reads
‐G, using annotation, not assemble novel transcripts
‐multi‐read‐correct, do an initial estimation of multiple mapped readsmulti read correct, do an initial estimation of multiple mapped reads

• RSEM generated FPKM per transcript
excluded chrM reads
with Gencode v21 annotations
with multiple mapped reads correction
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Filter low expressionFilter low expression

• At least 5 samples FPKM >=1At least 5 samples FPKM >=1
• At least 5 samples CI < 1

h l h ld f h• These 5 samples should come from more than 
one brains and more than one period
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Correlation between Cufflinks and RSEMCorrelation between Cufflinks and RSEM

Exclude transcripts with correlation less than 0.5 estimated by two 
fsoftware
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NormalizationNormalization

• CQN correct GC and transcript lengthCQN correct GC and transcript length
• Combat correct batch 

Before normalization After normalization
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More filtersMore filters

• Using pseudo replicates more than oneUsing pseudo replicates, more than one 
sample in each time period, fixing single 
sample sudden changesample sudden change 

• Using WGCNA, exclude transcripts clustered in 
d l th ff f fi digrey modules, those suffer from finding co‐

expressed transcripts and mostly uncertainly 
i f d t i tinferred transcripts
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Summary dataSummary data
Transcript Gene (total) Gene1 (>1 

trans)
Gene2 (==1 
trans)) )

61,787 15,128 12,244 (~81%) 2,884(~19%)

Unspliced genes (~19%)

Splice genes (~81%)
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Transcripts abundanceTranscripts abundance

Prenatal Postnatal

9



Ref: The human transcriptome across tissues and individuals, Science, 8 MAY 2015,V348
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67 RBP involved in splicing67 RBP involved in splicing
NCX
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