How to estimate alpha diversity indices in SEED2

Step 1 — open FASTA file with sample and cluster names in
titles (e.g.: Page 29 in "SEED2_TUTORIAL_16S.pdf" or Page

31 in "SEED2_TUTORIAL_ITS.pdf")

-
. FASTA FILE(S): Brennerova_ITS_joined_251bp_qm30_extractedITS2_mind0bp_clustered [SeqCount: 72672 Min-len: 42 Max-len: 300 Max-qual: 0 E‘E‘ﬂ
File Titles Sequences Quality display sort Alignments Chimera-clean Extraction Clustering Identification Phylogeny
Mo, HEAD length hits tag:bd1 2 3 4 5 B 7 B 9 101112121 ATETETFIE 2021 22 22 24 2E 2B 27 2 »
1 03734 44:000000000-BMJE8:1:2103:14304:177JBREOOR ICLOSEY 298 0 1 C
2 k403794 44:000000000-BMJIE8:1:1113: 21368199 30BREOOR ICLO333 292 0 1 CTC [
3 103794: 44:000000000-BMJE8:1:1103:15085:18992IBREDOR ICLOSE33 292 0 1 CTLC [
4 rA03734: 44:000000000-BMJE8:1:2103:19840:1 71HOBREOOR ICLOZ33 292 0 1 CTC C
5 03794 44:000000000-BJIE8:1:1110: 22767 8054IBRE 00T CLO333 292 0 1 CTLC C
E F03734: 44:000000000-BMJE8:1:1107:9834. 22824IBRE 00T CLO333 292 0 1 CTC C
7 k403794 44:000000000-BJE8:1:2106:1982 31 8545BREOOR ICLOE33 292 0 1 CTC [
g 103794:44:000000000-BMJE8:1:2103:1 3507101 (9IBREDOR ICLOS333 292 0 1 CTLC [
9 kA 03734 44:000000000-BJE8:1:2110:1 8345 742 BREOOT CLO333 292 0 1 CTC C
10 M03734:44:000000000-BM.J68:1:1112:6514:1527YBRE 00T CLO333 292 0 1 CTLC C
11 M03734:44:000000000-B MJE8:1:1105:1 3392829 YBRE 00T CLO333 292 0 1 CTC C
12 M03794:44:000000000-B MJE8:1:1102:5757: 15604 BRE 001 CLO333 297 0 1 CTC [
13  M03794:44:000000000-B MJ68:1:2102:4380:1533BRE 00T CLO333 291 0 1 CTLC C
14 M03734:44:000000000-BMJE8:1:2113:19865: 1 7E3EIBREOORICLOS33 2917 0 1 CTC C
15 M03734:44:000000000-BM.J68:1:1109.8776: 2582 YBRE 00T CLO333 297 0 1 CTLC C
16 M03734:44:000000000-BMJE8:1:1103: 165159029 BRE 00T L0333 2917 0 1 CTLC C
17 M03734:44:000000000-BMJE8:1:1107:18030:13836BREOOR ICLO333 297 0 1 CTC [
18 M03794:44:000000000-BMJ68:1:2107-9728: 4201 [RREQOT IR 0333 29 0 1 CTLC C
19 kAT 3794 AA-OONANOAAN-R IRR-1-21 071 3925132 32RRFONEICT N23R2 a0 n 1 I I I
Visible region starts at 1 bp and ends at 27 bp

Sample name

Cluster name



Step 2 — group by samples

i ™Y
@ FASTA FILE(S): Brennerova ITS_joined_251bp_gm30_extractedITS2_mind0bp_clustered [SeqCount: 72672 Min-len: 42 Max-len: 300 Max-qual: 0 @Elg
File [Ti‘llﬁ] Sequences  Quality display sort Alignments Chimera-clean Extraction Clustering Identification Phylogeny
Mo, HE Edit titles (replace, change, resize) length hits tagsM1 2 3 4 5 B 7 8 9 10111212 141E1ET7IE1E 20212222 24 2826372
1 0 |CLO3E? 293 0 1 1 CTC C CC BaC C C C
2 Mo T ICLO333 292 0 1
3 MO Add group names (results) to titles ICLO333 292 01
4 Mo ICLO33A 292 0 1
5 M0 CLO33 Group by titles
I 10 Differentiate identical titles CLO33
7 MO ICLO3
g 40 - ICLO3
9 MO =arch oy ties ik [ . . L ”
(@]t b ti titd Position: |1 Length:
10 MO Group by fitles b e | - Grouping By position i bt osttion =nd
1 Mo CLO33
12 MO ) CLO33
13 M0 Export sequence titles k Starting pattern: |
14 M03734:44.000000000-EMJE8 T 217379869 T7E3EIEREQDTICLO3 @ Grouping by text inside two strings in titie .
15  MO3794:44:000000000-BMJE5:1:1109:8776: 25821 [BREOOT |CLO33 Ending pattern: |
16  M03734:44:000000000-BMJE68:1:1103:16518:9029BRENOT|CLO3 [ Indude searched text
17 M03794:44:000000000-BMJ68:1:1107:18030: 1389618 REQDTICLOY
18  M03734:44:000000000-BRJE5:1:2107:9725:4201|BREOOT CLO333 G
18 BAN3794-44- NANANANNN-RRAIREE 121071 200R: 1 324 2IRRF NNRIC 1Y —
Visible region starts at 1 bp and ends at 27 bp
—- ‘!
] 3
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0 of selected sequences
eq

Selected cells (rows) Divided dataset Analysis Table

&= sk Shaw Selected Fasta frite

BREDD#
EREQC
BREDOZ
BREODE
BREOOS
BREDO3
o hit

(=S ) R U

Mo, Group name;

STOP running process

14230
7383
E2E1
27




Step 2 — subsample sample to same amount of sequnces

r
§ 0 sequences selected

mﬁlg

Selected cells (rows) Divided dataset Analysis  Table

(-m BACK Shaw Selected Fasta fi1e:

Mo. Group name:
EREOC4
EREOOT
EREOCZ
EREOCE
EREOCS
BREOO3

hio hit

T e =

STOP running process

Select all cells

Deselect all cells

Add selected cells

Remove selected cells

= e il

Inverse selection

Special selection

@ 72672 of selected sequences

Selected cells (rows) ] Divided dataset Analysis  Table

Save as FASTA files

Save as FASTQ files

I Randomly select sequences I

Make reverse fomplement

Get most abufdant sequence

Get longest sgquence

STOP running process

Create PhyMl.Itrees in felder (experimental)

§ 72672 of selected sequences

Selected cells (rows) Divided dataset Analysis  Table

&= puck

Mo, Group name:
BREOO4
BREOOT
BREOCZ
BREOOE
BREOOS
BREOOZ

o hit

l Show Selected Fasta m ]

=B BRIV R

STOP running process

r
Set random sequence selection:

Set number of sequences: 2791

§ 72672 of selected sequences

Selected cells (rows) Divided dataset  Analysis  Table

€= pacx

0. Group name:

EREOO4
BEREOO
EREOOZ2
EREOOG
EREOOG
EREOO3
rio hit

l Show Selected Fasta ﬁ

= RS R Rt

STOF running process

[ Info M

Random selection is finished.




Step 3 — create OUT table with subsampled samples

Length: |7

¥

o

372
2791

374
1]

0.0174899331564412
0.355646794492722

96

103

4.986892105531244.80650832655423 5.09164322529358 4.868559¢
Shannon Entropy  7.19456451009823 6,93432572671129 7, 34509564458231 7.02339679385540 6.817412

0

0.01255442937907

122

508.095238095238 419.241935483871420.575 417.51724137931 509,459016393443 423, 569¢

( Grou, titles
@ 16746 of selected sequences =NNCE X e
Selected cells (rows) [ Divided dataset] Analysis  Table
Edit sequences _ .
= () Grouping by position in title Position: | 1
Quality edit
Mo,
1 . ! 1
2 Search and group by nuclectide motives 2D 2 Starting pattern:  |CL
@ G ing by text inside two stri in titl
3 R 3| | §@ Grouping by text inside two strings in title Ending pattern:
4 i3 4
5 EREO0DS 5
3 EREODZ G |_|-|
no bit jaknauy
Index Initiatiory..
Indexing. ..
indexing done
dusters 6
\ q
4
Step 4 — estimate (alpha) '
. . . .
diversity indices ot Diversty
table (Diversity indices)
’ Copy to dipboard ] ’ Save as... ]
@ 0 of selected sequences E
BREO04 BREOO1 BREO02 BREOOS BREOOS BREO03 mo hit
Selected cells (rows) Shannon-Wiener Diversity Index
&= pack rocess Spedies Richness (3) 389 341 384 303
- Rarefaction calculator Total Abundance 2791 2791 2791 2791 2791
Ho. O e BREOD4 BREOOT  BREODZ | BREODG BREODS  BREODZ  nohit Simpson Diversity Index 0.0156115507169035
1 (L0t 166 174 137 155 52 114 i Evenness 0.836224659418282 0.824177843994054
a ICLO00 o 17 - 114 191 0 0 Spedies Richness - 80% diversity 119 94 131
e IELODO3 120 11 el 7 79 g 0 Chao-1
4 [ELO00S 45 97 97 b. 13 ] >
5 [ELa0a7 51 130 il 86 55 75 1]
E [CLa004 57 98 45 111 BE 96 ]
7 [CLODOE n 122 g6 B3 55 56 1]
g [ELA00S 41 58 ot 58 71 B3 1]
3 [ELO00S E5 76 a0 kil 4 53 1]
10 [ELacio 35 53 ;%) 39 48 73 1]
1 [ELan 2 36 eiz] =] 64 24 53 1]
12 [ELo0 1 28 E4 ES 21 E 70 1]
13 [ELO0 4 45 40 30 38 42 El 1]
14 [CLOOTE il 22 43 25 11 a3 1]
15 [CLao 3 EO 40 43 49 17 15 ]
16 [CLOOTS 32 51 28 37 a0 7 1]
17 ICLOOT 7 14 4 51 3 23 42 0 | m

0.85208€
1]
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