
Import sequence 
(.fna, .fasta) file

Import quality 
(.qual) file

Check overall quality using 
build base quality 
distribution

Make FASTQ file using 
Combine FASTA and QUAL

FASTQ Groomer

Reverse-complement the reverse sequences using Manipulate 
FASTQ, matching the reverse primer sequences (REGEX 
format)

FASTQ to Tabular format conversion

Select sequences matching forward or reverse-complemented 
reverse primer sequence (REGEX format) Repeat for each 

gene region 
sequencedNumber reads with add column, starting with value '1' and 

iterating

Export as 
tabular file 

Search for barcode sequences in reads 
(REGEX format)

*R code available in Appendix XX

Import into 
Galaxy

Export file 

Add column containing '_'

Merge individual name, '_' and read number columns to 
create an informative read name

Convert Tabular to FASTQ format

FASTQ Groomer

Use FASTQ quality trimmer to trim both ends using a 10 
bp window and a 5 bp step size, trimming until aggregate 
score is >=15

Use FASTQ masker to replace bases with score <15 
with 'N'
Remove sequences <120 bp in length using FASTQ filter

FASTQ to Tabular format conversion

Sort alphabetically by individual name format 

Tabular to FASTA format conversion

Open file 
in R

Create new column containing the 
individual name matching each read

Open file 
containing 
barcode 
sequences and 
corresponding 
individual names

Export as 
tabular file 

Delete poorly-barcoded reads (those with no 
match to an individual)

Export as 
FASTA file 


