T-BAS Public Tree Placement Instructions

Note: For placing taxa into the tree for species identification, we recommend sequencing at least three
loci. The most informative loci for Phytophthora identification vary across the genus, so we recommend
consulting “Differential Usefulness of Nine Commonly Used Genetic Markers for Identifying
Phytophthora Species” by Yang and Hong (2018) to determine which loci are most applicable for species
identification in your case.

1. Google “TBAS NCSU” and navigate to the T-BAS webpage.
2. Toview the tree Select the “T-BAS Trees” option:
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3. Select the Phytophthora Nuclear Tree from the tree of life. This is the recommended tree for
taxa placement. The Phytophthora CoxI tree contains only the mitochondrial CoxI locus. Look at
this if you are interested, but it is not recommended for placement.


https://vclv99-239.hpc.ncsu.edu/tbas2_3/pages/tbas.php
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4. After selecting the tree, you should see two options. One for viewing the tree and one for
placing taxa. Clicking view tree will open a new tab and load the tree, which takes a few
moments. If you are interested in placing taxa, select “Place Unknowns":

Phytophthora Nuclear

View Tree Data Place Unknowns

5. If you choose “Place Unknowns” a new screen will appear with several options. First, note the
list of loci on the right (red box). These are the loci for which you can upload sequence data.
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6. At the first input box, drag and drop sequence data in FASTA format for the taxa you would like
to place. For this tutorial, example FASTA files have been provided in GitHub for each locus.



They are named “locus_example.fasta” where ‘locus’ is the abbreviation for the relevant nuclear
locus. Any or all of these files can be dragged and dropped into the Upload unknown query

sequences box at this step.
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Tips if you are uploading your own FASTA files:

A separate FASTA file must be provided for each locus you are including.

If your FASTA files have multiple taxa, ensure the sequence headers for one taxon have the
same name across files. For example, if you are uploading the HSP90 and TigA loci for two taxa
named Phytophthora testl and Phytophthora test2 your files should look like:
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7. Optional. At the next dialog box, drag and drop a metadata file if you want to include one. If you
do include a metadata file, change the drop-down menu below the dialog box from “Class” to
“Species.” Metadata must be a CSV file, where the first column is your taxa names. An example
of how to format the metadata, including the required headers, is available at the associated
GitHub page.

Upload unknowns
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test_metadata.csv

taxon level for f-scores report

species -

8. Scroll down and click “Submit.” None of the other options need to be selected or changed. If you
are interested in exploring phylogeny-based placement using a backbone constraint tree with
bootstraps and other options, the TBAS Tutorials and Manual can help you navigate them.

9. After you click submit, a new webpage will appear where you can select which loci your FASTA
files correspond to. Choose from the drop-down menu, then click submit again.



https://github.com/allisoncoomber/phytophthora_tbas
https://vclv99-239.hpc.ncsu.edu/tbas2_3/pages/tbas-tutorial.php
https://vclv99-239.hpc.ncsu.edu/tbas2_3/pages/tbas-documentation.php
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unknown_fasta2 s pinf_test fasta.
Unknowns metdata is test_metadata.csv.

Placement cutoff distance is skip.

RAXML wall time is 168.0.

BLAST filter run is none.

Substitution model: GTRGAMMA.

Generic parameter: noneselected.

Phylogeny program: raxml.

Cluster on one locus (used only on multilocus): cluster_all
Data type is: dna.

Cluster program is: vsearch.

similarity cutoff is auto.

Add to OTUS is not checked.

RAXML placement option is likelihood.

Outgroup is H_fluviatilis, Pp_vexans, E_undulatum

Reference set is: Phytophthora_Genus_Nuc_submitted

Next, for each file listed select a partition for alignment of the unknown and click submit.

locus for file pinf_test_hs90.fasta

locus for file pin_test fasta

submit

If you use T-BAS please cite:
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10. A loading bar will appear. Placement may take several minutes. When the tree placement is
finished, several output files will be made available. Scroll down and click “View Tree.” This will
open the tree in a new tab.
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11. Select different options on the left as you choose to visualize the tree. We recommend
colorizing leaves by different metadata, such as clade:
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