Additional file 2:

Data simulation and variant calling are performed by using the following com-
mands.

#1. Simulate short read data by wgsim

The number of read pairs should be set according to the read coverage depth.
For repeated simulations, the Seed should be given different values so that dif-
ferent sets of variants can be generated in each simulated data.

wgsim -e 0.0175 -d 500 -s 50 -N <number of read pairs> -1 100 -2
100 -r 0.01 -R 0.15 -X 0.30 -8 <Seed> <reference.fasta> <out.readl.fqg>

<out.read2.fq> 1> <variants.txt>

#2. Call variants by GATK HaplotypeCaller

java -jar GenomeAnalysisTK.jar -T HaplotypeCaller -R <reference.fasta>
-I <input.bam> -o <output.vcf>

#3. Call variants by FreeBayes

freebayes -f <reference.fasta> <input.bam> > <output.vcf>

#4. Call variants by Platypus

python Platypus.py callVariants --bamFiles=<input.bam> --refFile=<input.bam
> --output=<output.vcf>

#5. Call variants by SAMtools

samtools mpileup -g -f <reference.fasta> <input.bam> > <output.bcf>
bcftools call -c -v <output.bcf> > <output.vcf>

#6. Call variants by VarScan

samtools mpileup -f <reference.fasta> <input.bam> > <output.mpileup>

##SNP

java -jar VarScan.v2.3.9.jar mpileup2snp <output.mpileup> --output-vcf
1 > <output.vcf>

##INDEL

java —-jar VarScan.v2.3.9.jar mpileup2indel <output.mpileup> --output-vcf

1 > <output.vcf>



