These scripts uses as input tabulate files produced from raw fastq sequence paired-end files, using OBITOOLS for example (see …). Such a file sumarizes the data available for a marker. (see file MICROSAT.PCR_UA_MplexRout1_03.tab as an example).
During this step, data have been dispatched into maker specific files according to the ngsfilter file provided following this format :

UA_MplexRout1_03	UARef_001_R1	acacacac:acacacac	gctcccataactgcataaggtc	ctggctggctggctagg	F	@

This sample name format (UARef_001_R1) is required for the downstream analysis.
Python and R need to be installed on your computer. All commands are run in a terminal window.
For each step, commands are indicated to perform the analysis of the provided example (MICROSAT.PCR_UA_MplexRout1_03.tab). This file contains data from 19 samples for the marker UA03 with 8 repeats.

microsat_tabextract.r
This script enables to extract and format data, meaning that if samples UAS12 and UARef for example have been mixed in the run, this program will allow to extract UARef data in a separate file.
It requires two arguments : 1) a tab file name 2) the sample prefix of the samples to extract

Ex : 
R -q --vanilla --args MICROSAT.PCR_UA_MplexRout1_03.tab UARef < microsat_tabextract.r
This will generate the file : MICROSAT.PCR_UARef_03.tab

microsatTabToserie.py
This script assigns to each sequence a serie number that is added to the data in a new column.
It requires two arguments : 1) the tab filename (output from microsat_tabextract.r) 2) the sequence of the motif of the corresponding microsat marker

Ex :
microsatTabToseries.py –f  MICROSAT.PCR_UARef_03.tab –m ctat
This will generate the file : MICROSAT.PCR_UARef_03_serie.tab

microsat_alleles.r
This script select for each repeat up to six potential alleles and print the data into a table.
It requires 5 arguments : 1) the number of repeats for each sample 2) the microsat motif length for this marker 3) the number of samples 4) the minimal number of sequences per serie for a sample 5) the name of the input tab file (output from microsatTabToserie.py)	

Ex : 
R -q --vanilla --args 8 4 19 10 MICROSAT.PCR_UARef_03_serie.tab < microsat_alleles.r
It will generate the file : table2n_MICROSAT.PCR_UARef_03_serie.tab

microsat_consensus.r
This script defines a consensus genotype, if possible, using data from the different repeats for a sample.
It requires 5 arguments : 1) the number of repeats for each sample 2) the number of samples 3) the threshold to apply to seq counts 4) the homozygous threshold 5) the name of the input file (output from microsat_alleles.r)
The homozygous threshold corresponds to the percentage of repeats matching an homozygous genotype that are required to validate an homozygous genotype). In the following example, this threshold is setup at 0.5, so at least 4 out of the 8 repeats are required to validate an homozygous genotype. 


Ex :
R –q --vanilla --args 8 19 10 0.5 table2n_MICROSAT.PCR_UARef_03_serie.tab < microsat_consensus.r

It will generate the files : ctable2n_MICROSAT.PCR_UARef_03_serie.tab, cns_table2n_MICROSAT.PCR_UARef_03_serie.tab, cnsh_table2n_MICROSAT.PCR_UARef_03_serie.tab and UA_3_ref (if this latter was not provided)

[bookmark: _GoBack]A reference allele file can be provided for allele names to keep identical names for the alleles from one experiment to the other. The program first output the consensus genotypes from the analyzed run (ctable2n_MICROSAT.PCR_UARef_03_serie.tab  and cns_table2n_MICROSAT.PCR_UARef_03_serie.tab) and then take in account the reference allele file of the marker to change allele names according to this file if required and output the results in a new file (cnsh_table2n_MICROSAT.PCR_UARef_03_serie.tab).
If no reference allele file is provided, the program creates a new one and print into this file the alleles found in this run (in this case cns_ and cnsh_ files are equal).
If a reference allele file is provided and new alleles found in the run, the reference allele file is updated.

B e e T
B e T e e e e

e e i et At . i
k. e o e e it
RO A it 1 o v o o e

e e o e s U g

e TPt At 12 48

vty RO Lt 01

Tt o 1 ot e o it
n;.'gy ll\hﬁnrm!.m.d.(«\m’mﬁmum;lmwrﬂvm;'\ekl—w:ﬂvh’m

"”m%:.&,_e,,: e st e
e o 0 e bt o et o
et e e e s




