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CUT&RUN analysis pipleline v1
This pipepile was based on
1. CUT&Tag pipeline (https://yezhengstat.github.io/CUTTag_tutorial/#V_Spike-in_calibration)
2. CUT&RUN Tools 2.0 (https://github.com/fl-yu/CUT-RUNTools-2.0)
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1st trimming
(trimmomatic)

2nd trimming
(kseq)

Align to reference genome
(bowtie2) 

bowtie2
index

Align to spike-in
reference genome

(bowtie2)

Visualizing the
sequencing depth

and alignment results
in R

 Filtering unmapped and low
quality fragments

(samtools)

Optional

If you keep duplications

Sorting BAM
(Picard SortSam)

Creating bam index files (to
visualize it in IGV)

(samtools)

Remove duplicates
(Picard MarkDuplicates)

Access boxplot figure for
the duplication rate in R

Assess mapped fragment size
distribution
(samtools)

Assess mapped fragment
size distribution in R

Use the corresponding
IgG samples as control

Top0.01

peak calling
(SEACR)

(not on IgG samples)

 Filtering unmapped and low
quality fragments

(samtools)

Sorting BAM
(Picard SortSam)

calculate Scale Factor
from spike-in BAM

Spike-in normalization
(bedtools genomecov)create normalized

integer-bedgraph
(change.bdg.py)

sorting BED
(sort-bed)

Visualizing the Number of Peaks, Width of Peaks, % of
Peaks Reproduced, % of fragments in Peaks in R

Generating the
normalized signal file with

BigWig format
(bamCoverage)

create a bed file with
interested region (ex:

TSS)

computeMatrix
reference-point

plotHeatmap

If you remove duplications

sorting BED
(sort-bed)


