Creating an input file for FlaGs from an NCBI BlastP or PSI-Blast search

1. Run the search against RefSeq proteins:

Go to https://blast.ncbi.nlm.nih.gov/Blast.cgi?PAGE=Proteins , paste in your query sequence
and select the refseq_protein database. Set any advanced parameters and/or organism
limits you like, then click Blast.
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2. When the results appear, select the proteins of interest
Use the check boxes next to each hit to select the results you’re interested in, or leave
“select all” checked.
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hypothetical protein [Dorea sp. 5-2] 424 424 100% 3e-150 100.00% WP_016219838.1
gl hypothetical protein [Clostridium sp. Marseille-P2538] 345 345 100% 5e-119 78.85% WP_066571301.1
MULTISPECIES: hypothetical protein [Anaerostipes] 338 338 100% 5e-116 77.88% WP_118476490.1
k] hypathetical protein [Lachnospiraceae bacterium A2] 325 325 98% Se-111 76.59% WP 016304441.1
hypothetical protein [Ruminococcus sp. 1xD21-23] an an 99% 9e-106 72.95% WP_150834685.1
(] hypothetical protein [Lachnospiraceae bacterium MD335] 305 305 99% 4e-103 71.01% WP_081645688.1
hypothetical protein [Lachnospiraceae bacterium MD335] 304 304 99% 1e-102 70.53% WP_162227226.1
_] hyj protein n 0.1xD8-71] 303 303 99% 2e-102 67.63% WP_120411987.1
hypathetical protein [Lachnospiraceae bacterium oral taxon 500] 303 303 99% 3e-102 €957% WP_009220894.1
(] hypothetical protein [Anaerobutyricum hallii] 300 300 97% 5e-101 70.94% WP _096238383.1
:] MULTISPECIES: hypothetical protein [unclassified Bacteria (miscellaneous)] 298 208 97% 2e-100 68.32% WP 1291830

_I hypothetical protein [[Clostridium] hylemonae] 295 295 98% 4e-99 67.80% WP_1382619 E

3a: If you have <100 sequences selected, you can click “Genpept”
This takes you to a multi-protein summary page. You can change the format to “Accession
list” (making sure the number of results shown per page is set high enough).
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The list of accessions can be pasted into a text file to use as FlaGs input. You’re done and
ready to run FlaGs! You can stop reading here.

Wp_016219838.1
WP_118476490.1
WP_150834685.1
WP_162227226.1
WP_009220694.1

3b: If you have >100 sequences selected (or just want to try a different way), you can click
“Download”, then “Hit Table (CSV)”
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hypothetical protein [Dorea sp. 5-2] sequence) 20% 3e-150 100.00% WP_016219838.1
[} hypothetical protein [Clostridium sp. Marseille-P2538] Hit Table (text) 0% 5e-119 78.85% WP _066571301.1
u MULTISPECIES: hypothetical protein [Anaerostipes] Hit Table (CSV) 0% 5e-116 T77.88% WP_118476490.1
r hypothetical protein [Lachnospiraceae bacterium AZ] Text 8% 5e-111 76.59% WP _016304441.1
hypothetical protein [Ruminococcus sp. 1xD21-23] 9% 9e-106 72.95% WP_150834685.1
[_ hypothetical protein [Lachnospiraceae bacterium MD335] XML 9% 4e-103 T71.01% WP_081645688.1
hynothetical protein [Lachnospiraceae bacterium MD335] ASN.1 9% 1e-102 70.53% WP _162227226.1
[_' hypothetical protein [bacterium 0.1xD8-71] s BU3 ¥9% 2e-102 B67.63% WP 1204119
rotein [Lachnospiraceae bacterium oral faxon 5001 303 303 99% 3e-102 89.57% WP 0092208

This is a table that can be opened in a spreadsheet program such as Excel, Numbers or
Google Sheets

4. Open your table, and split the text into columns
In Excel and Google Sheets this is done through the Data > Text to columns menu option
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Follow the wizard to split by commas

The Text Wizard has determined that your data is Delimited.

If this is correct, choose Next, or choose the Data Type that best describes your data.

° Delimited - Characters such as commas or tabs separate each field.
Fixed width - Fields are aligned in columns with spaces between each field.
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Summarize with PivotTable

Click finish and you will see your list of accessions in the second column

A B c D E F G H 1 J K L M
1 |wp_016219{WP_0162191|100.000 208 [} 0 1 208 1 208 2.76e-150 424 100.00
2 |WP_016219{WP_118476/(77.885 208 46 0 1 208 1 208 4.55e-116 338 89.42
3 |WP_016219{ WP_1508341/72.947 207 56 0 2 208 1 207 8.97e-106 311 85.02
4 |WP_016219{WP_162227,|70.531 207 61 0 2 208 1 207 1.32e-102 304 86.47
5 |WP_0162194 WP_0092201169.565 207 63 0 1 207 1 207 2.55e-102 303 84.06
6




The list of accessions can be copied and pasted into a text file to use as FlaGs input. You're
done and ready to run FlaGs!

Wp_016219838.
WP_118476490.
WP_150834685.
WP_162227226.
WP_009220694.
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