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FASTQ

@HWI-EAS82_3_FC204VAAXX:2:1:900:453
CGAGGGCCTGGGTTCGAACCCCAGAGTTCGTATGC
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FASTA

>HWI-EAS82_3 FC204VIAAXX:2:1:900:453
CGAGGGCCTGGGTTCGAACCCCAGAGTTCGTATGC
>HWI-EAS82_3_FC204VIAAXX:2:1:752:642
CGAGTTCTACAGTCCGACGATTCGTATGTCGTCTT
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Tags

171628 GGGGTGAATGGTATAATGGTTA

109672 GGGGTGAACGGTATAATGGTTA

104596 GCCTGTGTAGCTCAACCGGATAGAGCATA
85933 GGGGTGAATGGTATAATGGTTAG

84602 GGGGTGAAAGGTATAATGGTTA

62107 CGGGTTCGATTCCCGGTGACCGAGCCA
60763 GCCTGTGTAGCTCAACCGGATAGAGCAT
46559 CGGGGTTCGACTCCCCGTGTCGGAACCA
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FASTQ-to-FASTA

S fastq to fasta -h
usage: fastqg to fasta [-h] [-r] [-n] [-V] [-2] [-1 INFILE] [-o0 OUTFILE]

version 0.0.6

[-h] = This helpful help screen.

[-r] = Rename sequence identifiers to numbers.

[-n] = keep sequences with unknown (N) nucleotides.
Default is to discard such sequences.

[-V] = Verbose - report number of sequences.

If [-0] is specified, report will be printed to STDOUT.
If [-0] is not specified (and output goes to STDOUT),
report will be printed to STDERR.

[-2] = Compress output with GZIP.
[-1i INFILE] = FASTA/Q input file. default is STDIN.
[-0 OUTFILE] = FASTA output file. default is STDOUT.

S fastq to fasta -i test.fq -o test.fasta -v
S fastq to fasta -i test.fq -o test.fasta.gz -v -r -n -z

$ zcat test.fasta.gz | more
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Hands-on

fastq to fasta -i test.fq -o test.fasta.gz =V = -1l
-Z
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FASTX Statistics

S fastx quality stats -h

usage: fastx quality stats [-h] [-1 INFILE] [-o0 OUTFILE]

version 0.0.6 (C) 2008 by Assaf Gordon (gordon@cshl.edu)
[-h] = This helpful help screen.
[-1i INFILE] = FASTA/Q input file. default is STDIN.
If FASTA file is given, only nucleotides
distribution is calculated (there's no quality info).
[-o OUTFILE] = TEXT output file. default is STDOUT.

The output TEXT file will have the following fields (one row per column):

column = column number (1 to 36 for a 36-cycles read solexa file)
count = number of bases found in this column.

min = Lowest quality score value found in this column.
max = Highest quality score value found in this column.
sum = Sum of quality score values for this column.

mean = Mean quality score value for this column.

Q1 = 1st quartile quality score.

med = Median quality score.

Q3 = 3rd quartile quality score.

IQR = Inter-Quartile range (Q3-Ql).

1w = 'Left-Whisker' value (for boxplotting).

rW = 'Right-Whisker' wvalue (for boxplotting).

A Count = Count of 'A' nucleotides found in this column.
C_Count = Count of 'C' nucleotides found in this column.

G _Count = Count of 'G' nucleotides found in this column.

T Count = Count of 'T' nucleotides found in this column.

N Count = Count of 'N' nucleotides found in this column.
max-count = max. number of bases (in all cycles)
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fastx_quality stats

$ fastx_quality stats 22??

om ot mh o max osm o men Q med Q@ KR W MW A Cout C Cout G Count T Gount N Court Max_court
| 45813 4 Q0 153003928 40 240 40 0 0 0 BIO7 6IBI3 WETY T4I%6 0 465%13
2 45813 4 Q0 19397813935 40 40 40 0 0 0 B4% 13477 BHAS5 419085 0 465%13
3 45813 4 Q0 I8I5414678% 40 40 40 0 0 0 4R N6 BA4 5046 0 465%13
4 45813 4 Q0 QBN O 240 40 0 0 0 696l 4RIB 24430 1064657 0 465%13
5 45813 5 Q0 18178043901 49 40 40 0 O 40 AP5 128089 SKSM 207645 0 465%13
6 45813 5 Q0 11930073931 490 40 40 0 0 0 1M sl 11560 17523 0 465%13
7 45813 4 Q0 81504363895 40 40 40 0 N X 67685 T25A46 1460894 THK6I7 O 465%13
8 45813 4 0 176125043780 40 40 40 0 N X 731485 1035433 495379 1397516 0 465%813
9 45813 5 0 681534813609 40 40 40 0 0 40 7813 4B 6653 M4 0 465%813
0 45813 4 0 743853830 40 40 40 0 0 0 4B 66 05855 BN 0 465%813
1 45813 5 0 I78778%389 40 40 40 0 0 0 @ 9 19458 I39146 1031405 0 465%813
2 45813 4 0 17800123838 40 40 40 0 0 0 4BD SE8l Te%I7T 2708 0 465%813
13 45%8I3 5 0 17315083719 49 40 40 0 0 © 1299532 184654 413958 1097954 1775 465813
14 45813 5 Q0 68%I37%% 4© 40 40 0 0 40 21981 B0 S8/ 12320 40 45813
I5  45%8I3 5 Q0 6466048 35 40 40 5 B 4O %D ID9 BB AWM B 45813
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FASTQ Quality Chart

$ fastq quality boxplot graph.sh -h

Solexa-Quality BoxPlot plotter
Generates a solexa quality score box-plot graph

Usage: /usr/local/bin/fastq quality boxplot graph.sh [-i INPUT.TXT] [-t TITLE] [-p] [-0 OUTPUT]

[-p] Generate PostScript (.PS) file. Default is PNG image.

[-1i INPUT.TXT] - Input file. Should be the output of "solexa_quality statistics" program.
[-0 OUTPUT] - Output file name. default is STDOUT.
[-t TITLE] - Title (usually the solexa file name) - will be plotted on the graph.

Ssfastq quality boxplot graph.sh -1 test.stat -o gc.png -t QC Chart
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FASTQ Quality Chart

Quality Sceres for OC _Chart
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FASTA/Q Nucleotide Distribution

Sfastx nucleotide distribution graph.sh -h

FASTA/Q Nucleotide Distribution Plotter

Usage: /usr/local/bin/fastx nucleotide distribution graph.sh [-i INPUT.TXT] [-t TITLE] [-p] [-©O
OUTPUT ]
[-p] - Generate PostScript (.PS) file. Default is PNG image.
[-1i INPUT.TXT] - Input file. Should be the output of "fastx_quality statistics" program.
[-0 OUTPUT] - Output file name. default is STDOUT.
[-t TITLE] - Title - will be plotted on the graph.

Sfastx nucleotide distribution graph.sh -i test.stat -p -o -t
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Nucleotides distribution for Nt,is

% of total (per read position)
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FASTA/Q Clipper

$ fastx clipper -h
usage: fastx clipper [-h] [-a ADAPTER] [-D] [-1l N] [-n] [-d N] [-c] [-C] [-o] [-V] [-z] [-i
INFILE] [-0 OUTFILE]

version 0.0.6

[-h] = This helpful help screen.

[-a ADAPTER] = ADAPTER string. default is CCTTAAGG (dummy adapter).

[-1 N] = discard sequences shorter than N nucleotides. default is 5.

[-d N] = Keep the adapter and N bases after it.

(using '-d 0' is the same as not using '-d' at all. which is the default).

[-c] = Discard non-clipped sequences (i.e. - keep only sequences which contained
the adapter).

[-C] = Discard clipped sequences (i.e. - keep only sequences which did not
contained the adapter).

[-k] = Report Adapter-Only sequences.

[-n] = keep sequences with unknown (N) nucleotides. default is to discard such
sequences.

[-V] = Verbose - report number of sequences.

If [-0] is specified, report will be printed to STDOUT.
If [-0] is not specified (and output goes to STDOUT),
report will be printed to STDERR.

[-2] = Compress output with GZIP.
[-D] = DEBUG output.
[-1i INFILE] = FASTA/Q input file. default is STDIN.

[-o OUTFILE] = FASTA/Q output file. default is STDOUT.
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FASTA/Q Clipper

$ fastx_clipper -a TCGTATGCCGTCTTCTGCTTG -l 15 -c -v -i test.fasta
-o test.adaptor_trimmed.fasta

Clipping Adapter: TCGTATGCCGTCTTCTGCTTG
Min. Length: |5

Non-Clipped reads - discarded.

Input: 465981 3 reads.

Output: 4472584 reads.

discarded 0 too-short reads.

discarded 55200 adapter-only reads.

discarded 126710 non-clipped reads.

discarded 5319 N reads.

Friday, March 4, 2011



FASTA/Q Clipper

d

CGAGGGCCTGGGTTCGAACCCCAGAGT

>2

CGAGTTCTACAGTCCGACGAT

>3

AGTTCTACAGTCCGACGGATC

>4

AGTTCTACAGTCCGACGATC

>5

GGGGCTGAAGCATAATGGCATTGCTG

>|

CGAGGGCCTGGGTTCGAACCCCAGAGTTCGTATGC

>2

CGAGTTCTACAGTCCGACGATTCGTATGTCGTCTT

>3

AGTTCTACAGTCCGACGGATCTCGTATGCCGTCTT

>4

AGTTCTACAGTCCGACGATCTCGTATGCCGTCTTC

>5

GGGGCTGAAGCATAATGGCATTGCTGTCGTATGCC
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FASTA Clipping Histogram
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