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Taxonomic rank
assignment (From
phylumn to species)

»2,000 fulHength, high-quality, chime-
ra-free PacBio sequences from human

Inclusion of in house
generated data

Up-to-date taxonomic
information

Taxonomic name
changes (basonyms)
are followed

Qptimized for
species-level
identification

Reference data used
for PICRUSt
functional prediction

Complete
(Taxonomy based on Maxirmum
Likelihood Trees)

and mouse microbiome

= 9,000 genomes
with >12,000 KEGG Orthologs

Incomplete

Yes/No
(Depending on databases *)

2,590 genomes
with 6,909 KEGG Orthologs

*Last update EzBicCloud MTF DB : April 2018 f SILVA: Dec 2017 / RDP : Sep 2076 / Greengenss - Aug 2013
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ETC
(21.01%)

ETC
(22.83%)

Phascolarctol bacterium (2.96%)
Clostridium
(4.68%)
Bifidobacterium
(6.38%)

Dorea (2.59%)
Phascolarcto bacterium (2.96%)

Parabacteroides
(6.27%)

Bifidobacterium
(6.37%)

(6.43%)

Bacteroides

Bacteroides
(58.99%)

(58.55%)

EzBioCloud Other database
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B.acidifaciens
B.barnesiae \
B.caccae
B.caecicola
B.caecigallinarum
B.cellulosilyticus
B.clarus
B.coprocola ——
B.coprophilus
B.coprosuis

.dorei
B.eggerthii
B.faecichinchillae
B.faecis
B.finegoldii
B.fluxus
B.fragilis
B.gallinaceum
.gallinarum
B.graminisolvens
B.helcogenes
B.heparinolyticus
B.intestinalis
B.luti
B.massiliensis —

B. ti
peonat > EzBioCloud
B.oleiciplenus

B.ovatus

B.paurosaccharolyticus = . _
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B.uniformis
B.vulgatus
B.xylanisolvens
DQ798855_s
EF071154_s
FJ504296_s
GQ871708_s

unclassified /

B.caccae

B.fragilis J
BB.ovagus Other database

.plebeius
B.uniformis

unclassified
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Sequence data Upload Single MTP Browser MTP SET Browser Comparative MIP
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Microbiome Taxonomic Profiling (MTP) ¢&l3{aITcdh ?
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Email

Enter your email address.

I Upload
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https://www.ezbiocloud.net/mtp/view myMTPListlC7J1X
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https://filgen.jp/Product/BioScience21-software/Chunlab/EzBioCloud-MTP_trialLicense.pdf
https://www.ezbiocloud.net/mtp/view_myMTPList
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Sequence data
Upload

Q View MTP results HELP CENTER SUPPORT

I
EZBioCIc.)ud UPLOAD CENTER

Microbiome Taxonomic Profiling

nore about the pipeline

16S rRNA gene-based
o Please fill out the form below to upload/analyze your 16S rRNA gene data.

Options

@ | lllumina paired-end data as 2 FASTQ files
| f J: Primers

) PKSSU4.0

@ Bacteria Archaea

N Database

Inputs (Upload up to 10 samples at once)
& Google Drive $$ Dropbox

Forward file Reverse file

@ Drag & drop files
or

& Select FASTQ/FASTA files

(Maximum upload file size: 1 GB)

@ 7 —HDLERICERENENGS TS5y N4 — WBBIRUET,

@ DEET —IN-RBEIRLET , I/TE 3DDT—IN-ANS5EIRTEET .
FEREM16ST —IN-X (HE+S5HE) OFH/N\->3>TY,

PKSSU4.0
BT — SO EREORHIIREENTVSEIR165F — IR —ZOMFIDN - T3> TY,

mtpdb_v1.5
ATCCSTD1.0 ATCC®Microbiome Standardsz9 479 31zpMD16SF—4IN—2TY,
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Microbiome Taxonomic Profiling

Learn more about the pipeline @

16S rRNA gene-based

o Please fill out the form below to upload/analyze your 16S rRNA gene data.

Options

I NGS platform § lllumina paired-end data as 2 FASTQ files

Database 3 PKSSU4.0

Inputs (Upload up to 10 samples at once)

Forward file Reverse file L QLIERENTY & Google Drive % Dropbox @ pCloud

@ Drag & drop files
or

& Select FASTQ/FASTA files

(Maximum upload file size: 1 GB)
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Sequence data
Upload
E Z BloCl 5!1"1 UPLOAD CENTER  [JEIVieWMTResuiE HELPCENTER  SUPPORT

Mlcroblome Taxonomic Profiling

out the pipeline 2

16S rRNA gene-based

o Please fill out the form below to upload/analyze your 16S rRNA gene data.

Options

@ | lllumina paired-end data as 2 FASTQ files

) PKSSU4.0

Archaea

Database

Inputs (Upload up to 10 samples at once)

Reverse file & Google Drive $$ Dropbox

Forward file

@ Drag & drop files
or

& Select FASTQ/FASTA files

(Maximum upload file size: 1 GB)

@ CENGSTPANETYTO- RUET . TP AEE YT O KEBh.
FGoogIeI\D'f?J [Dropbox]. [pCloud1REDUIENULTT -4 7vI0—-RTEET,

PacBio® ccs T—HICDOWTE. AUIEEHFDFASTAT — %WD"D RUTLIZEL,
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MTPICZEBRENB3FTONAMITSA>

PacBio ccs

Roche 454 ‘ ‘
sequencing

sequencing

| | lllumina paired-end
sequencing

Merging
paired-end reads

Trimming primers used for PCR amplification

Filtering low-quality reads

~

Quality-controlled 16S reads

Denosing / Extracting non-redundant reads
Species-level identification using EzBioCloud database
Detecting chimeras
Picking OTU using open-reference method with 97% cut-off

Calculating alpha-diversity indices and rarefaction curve

U

Microbiome Taxonomic Profile (MTP) All information is saved in an MTP.

/
/
/
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Illumina paired-end
sequencing
Pre-proce}lng

‘ Roche 454 ‘ PacBio ccs
} sequencing ‘ sequencing 7
Merging
paired-end reads
’ Trimming primers used for PCR amplification I
‘ Filtering low-quality reads | /
‘ /
* / s OFETEUENDNTLSAETHD,
Denosing / Extracting non-redundant reads /
/ 7
[ " &nomic
/] Profiling - e o - -
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— = BRRRBIIWNITIAN=2T 44 TYI AT ' I BENTEET,

Species-level identification using EzBioCloud database
—

D17Y-)IERUTEZEDOTUILISAHMETEET,

4T

Detecting chimeras
Picking OTU using open-reference method with 97% cut-off

Calculating alpha-diversity indices and rarefaction curve
¥
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Single MTP Browser

About MTP (meta data)

MTP / Sample name
ATCC_Microbiome_Standards_V1V9

Tag
[lmuﬁa_q][pacmu][VIvs][ATﬂCJmmrumDme_smndamsJWSAJDuz

Memo

Database version

Target taxon

Bacteria

fRiTRERDO R

ATCCSTD1.0

Filgen

biosciences & nanosciences
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Single MTP Browser
QCEBBUIBDT —IDM(AERASNITRHAH DI, BRZESNIECH DOFFHE,

\ /
\ /
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Removed

About read counts

Total valid reads &

1 3'1 89 (57.1%) Low quality amplicons &

& 345
Mon-target amplicons &

o
Total reads after pre-filter 7 Chimeric amplicons &
13,587 ® 53
V\

EDONGST—IN5. EmBE ORI ZBREULETIE (TLIIVF-18) .

BEFIERICONT



S B R Filgeng

biosciences & nanosciences

Singlé MTP Browser
About read lengths

1,303 bp 1,464.3 v 1,763 bp

Average

BrE MOORSICEI MR (&/I\ &KX, Fi3)

About taxonomic assignment

No. of reads identified at the species level No. of species found

BLANITEIDETONmEEES 5> )U-ROEIE MTPTERRICARHBSNTARDER
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Single MTP Browser

B > T 5. ) - I F"gen®

biosciences & nanosciences

About MTP Alpha diversity Taxonomic hierarchy Taxonomic composition Selected taxa Krona Word Cloud
OTU-picking
Method Cutoff No. of OTUs found in the sample Good's coverage of library(%)
CL_OPEN_REF_UCLUST_MC2 97% 21 100.0

OTUEYF > fRtn ¥

Diversity indices ©

Simpson

0.062

Chao1 Jackknife Shannon

21.0 21.0 21.0 21.0 21.0 21.0 21.0 21.0 2.843 2.851
NPShannon Phylogenetic diversity

0.063 0.064 2.851 85.0

MTPOEMZ R ZHRIBT BIHIC, SFLTRTINI7SHRIHEIRZERTEET,

2.859
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Single MTP Browser

Rarefaction curve

25

. 1318
20

0TUs

0
1 527 Jom 1582 2110 2637 31635 3692 4220 4748 5275 5803 6330 6858 7385 7913 8440 8368 9436 10022 10551 11078 11606 12133 12661 13188
Reads

Rarefaction curve
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Single MTP Browser

MTP name ATCC_Microbiome_Standards_V1V9

About MTP Alpha diversity Taxonomic hierarchy Taxonomic composition Selected taxa Krona Word Cloud
Species M m Contig ¢ E clone =

4 [ Root[13189] Actinomyces odontolyticus ATCC Actinomyces odontolyticus Copy seg [EZE0) Actinomyces odontalyticus Copy seq.

17982 ATCC 17982 ATCC 17982

4 |P Bacteria[13189]
4 P Actinobacteria [590] 2 Go to taxonomy Similarity 100% Count & Similarity 99.93%
4 @ Actinobacteria_c [590]

Download sequences 1) Actinomyces odontolyticus Copy seq.

4 @ Actinomycetales [41] ATCC 17982

4 B Actinomycetacese [41] imilari
Similarity 99.93%
4 G Actinomyces [41]

§ Actinomyces odontolyticus ATCC 17982 [41] [T Actinomyces odontolyticus Gopy seq
4 @ Bifidobacteriales [179] ATCC 17982
4 B Bifidobacteriaceae [179] Similarity  99.86%
4 G Bifidobacterium [179]
§ Bifidobacterium adolescentis ATCC 15703 [179] %?gg’?omyces odontolyticus Copy seq.

4 |8 Propionibacteriales [370]
Similarity 99.79%
4 B Propionibacteriaceae [370]
4 G Propionibacterium [370] [T Actinomyces odontolyticus Copy seq.
§ Propionibacterium acnes ATCC 11828 [370] ATCC 17982

4 |F Bacteroidetes [1111] Similarity 99.45%

4 @ Bactercidia[1111]
4 @ Bactercidales [1111] 215 Actinomyces edontalyticus Copy seq.

ATCC 17982
4 B Bactercidaceae [605]
. G Bacteroides [505] Similarity  99.93%
8 Bactercides vulgatus ATCC 8482 [605] [T Actinomyces odontolyticus Copy seq.
ATCC 17982

YN T -5 DB RFEHIBEE

MTPO T &S ZBEERI(CT5VALED
=T R&FASTATA—RY hLTHD> O~ RUIED. B2 D>~ > 2% )y TR— RO -3 22 ENTEET,
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Single MTP Browser

About MTP Alpha diversity Taxonomic hierarchy Taxonomic composition Selected taxa Krona Word Cloud

Species

as PNG m 7 Filter -

Taxon name Proportion(%)
Clestridium beijerinckii ATCC 35702 355 0.2737
us agala 166 8.8407
Lactobacillus gasseri ATCC 3 1, 8.037
\ Streptococcus mutans ATCC 70061 053 7.983%
k " Staphylococcus epidermidis ATCC 12228 913 6.9224
Escherichia coli ATCC 700926 11 6.9073
Acinetobacter baumannii ATCC 17978 870 6.5964
Neisseria meningitidis ATCC BAA-335 845 6
Staphylococcus aureus ATCC BAA-1556 708 5.3681
Bacteroides vulgatus ATCC 8482 605 45872
Clostridium beijerinckii ATCC 35702 1,355 [l Streptococcus agalactiae ATCC BAA-611 1,186 L 2 o
Lactobacillus gasseri ATCC 32323 1,060 . Streptococcus mutans ATCC 700610 1,052
B st=phylococcus spidermidis ATCC 12228 313 Escherichia coli ATOC 700925 911
[ ~cinetobacter baumannii ATCC 17978 g7 [l neissaria meningitidis ATCC BAA-233 845
Staphylococcus aureus ATCC BAA-1556 708 Bactercides vulgatus ATOC 8482 605
[ o=inccoccus radiodurans ATCC BAA-E16 536 [l enterococcus fascalis ATcc 47077 s18
Porphyromanas gingivalis ATCC 23277 506 [l pseudomonas zeruginesa ATCC 5027 428
. Helicobacter pylori ATCC 7003532 377 Bacillus cereus ATCC 10387 376
B Rhodobacter sphasraides ATCC 17023 270 [l Propionibacterium acnas aTcC 11828 270
. Bifidobactarium adolescentis ATCC 15702 178 ETC [«1.0] 41
Unclassified 2

YN T -5 DR EERER,

FINSIEE TODFRFERIRERN T STEREL TRENTVET,
JIIPRETIAR—REEHD>0-RU T, LIR— MR TICERT LN TEET,




Single MTP Browser

About MTP Alpha diversity Taxonomic hierarchy Taxonomic composition Selected taxa Krona Word Cloud
Search Human gut taxa
Known important taxa in human gut

Search taxa

Pre-defined group

G Bacteroides m
6 Clostridium m
Firmicutes to Bacteroidetes ratio . Enterobacteriaceae m
Bl Proteobacteria m

Lactic acid bacteria

Human gut taxa

DHRD=ER

ERODFERIOFELLERANRZIENTEFTT
FEFADNTORREEAETY .

ABEE (LAB) : FLESAEAIBZENTETAMEZIEI 2. DEEFHITIIRN,
LABI(Z. Lactobacillus. Leuconostoc. Lactococcus. Weissellalg.
BLUBIfidobacteriumlE(CHDFBENZTONA AT 1w I AERK(CEREEN S,

Filgen

biosciences & nanosciences

Firmicutes|CXid dBacteroidetestt :  Firmicutes&U'Bacteroidetes(d. E MaRMENE=ICHITE2DDEERFITHD.

FirmicuteshsBacteroidetestt (F/ B) (&, ADERIRREZRT

SAAY=N—ELTRUVBNTEN. F / Bld. ZXOMFRICEVWTIEHEABBE I BIENREINTLS,

EMDRZDDEE | EbDYAI0/N A= ADFRAFTRDIZHIC, #RRZ IR IDVON DD EENFHERIN TS,
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Single MTP Browser

pissera meningitidis ATCC BAA-335

J9—RIOSUR
FINSIEZ T TEBRRDFRRI 2R EILTED
J—RISTRMERR TEET .

|~=

Bacteria | — |

Total: 13189

Krona¥Fv—b
DEEF IR T —IHKronaV—JLIcO—
ZEEERMH) S TRR ST,

B Root (13.189)

P:wlum (] -
Class =)
rte @ =8 s
amily [ — g
oot Rhodobacter sphaeroides ATGG 1mzs='§ %Eg_%
:1H =]
Shecies Porphyromonas gingivalis ATCC 332772'-5‘ =8 gg
Escherichia coll ATCC 700926 = £ 5 838
Staphylococcus epldermmls ATGC 12228 Em-;gg =t
S=ccch
Enterococcus faecalis ATCC 47077 mmmen 'S8 ==
D= ==
Streptococcus agalactiae ATCC BRA- 5"§ " ;§§,§
Acinetobacter baumannii ATGC 17978 & &2 e
Helicobacter pylori ATCG 700392 Sl == €2 5™~
— T
Bifidobacterium adolescentis ATGG 15703 = ;5%
ﬂnu
S
u§
on
~
(—]
N
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MTP SET Browser

Create new MTP set

My Microbiome Taxonomic Profiles (MTPs) @ (= My MTP sets (3)

You have 22 MTPs in your account.

MTPs perpage 20 v JAX
10 MTPs
PKS5U4.0

Region Composition (phylum) Valid reads Tag Clear tag(s)

ATCC_Microbiome_Stan
B - Vive 13,189 | tutorial_4 x || pacbio x
v I TN | N (TERE) | T

PKS5U4.0

ATCC_Microbiome_Stan
B - Vavd 500,326 | tutorial_4 x | [ miseq x
v R v | [taora 1 [meea x

ATCC

ATCCSTD1.0

2 MTPs

MTP pipeline MTP set

(0C |

= Y
BIROMTPEIFZSUSMTPY N ERR TEE T, S , et

(@

2D FOMTPTHER SN, LHEONAI0N\AA-LY> TV %
KUE—DOMTPZELEE S BN TEET, D >
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> biosciences & nanosciences
MTP SET Browser

MTP List Composition Alpha-diversity Beta-diversity

Stacked bar Double pie Selected taxa

Taxonomic composition
[ Species ], [Option : Singleton included], [Cut-off : 1.0%]

ATCC_Microbiome_Standards_v3va | 1 | | I [ [ [ [ T [
ATCC_Microbiome_Standards_V1vs [ [ [ [T I T I | . [ N |
[+] 10 20 30 40 50 a0 0 a0 S0 100

Proportion (cut-off % for ETC taxa : 1.0%)

Taxonomic Rank _
Options

Normalization
(@ MNone

Read count

1000 to 13189

Gene copy number

Taxonomic composition
[ Species ], [Option : Copy number, Singleton included]

ATCC_Microbiome_Standarés_vavs | | T B [ 2 [T T e
ATCC_Microbiome_Standards_V1vs | [ [ [ = I
T T L
(1] 10 20 30 40 50 B0

Proportion (cut-off % for ETC taxa : 1.0%)

MTPy NADY > IO S LB EEER
FINSTEZ TORSRNOIEE
BY> N Enem BB F (& FIE -8 ERAU TR T — 92 1IE AR L ERIHMEIE T BENTEFT,
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MTP SET Browser

MTP List Alpha-diversity Beta-diversity

Stacked bar Double pie Selected taxa

Average composition of selected
communities

HITWINAFr— N, O TIVNIC2 DD EES > I DR % B
(CRRIDAFRIRA>ASITATRFv— T,
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MTP SET Browser

Comp Alpha-diversity Beta-diversity

Stacked bar Double pie Selected taxa

Human gut taxa

Export excel Show outliers

Search

Search taxa
Bacteroides I | I

Pre-defined group

Lactic acid bacteria
Lactate-producing bacteria generally I | I

considered as probiotics Clostridium
@
E
- . . g
Firmicutes to Bacteroidetes ratio c
Related to obesity or other diseases 2
K
Human gut taxa Enterobacteriaceae |||

Known important taxa in human gut

Proteobacteria - | I

2 4 6 8 10 12 14 16 18 20 22 24 26 23 30 32 34 36
T ic Relative Abund [%]

EIRUIE D AERF OB ERY I 2T OY bEUTRR TEET
SHIC, #BRKIBHRZ I (KSR TEEILI(C. BRIEEINTY M ARENTLEY,
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MTP SET Browser

Rarefaction curve
[CL_OPEN_REF_UCLUST_MC2, Bacteria, 97% ]
[Option : Singleton excluded]

0TUs
;
<]

0 2,000 4,000 6,000 8,000 10,000 12,000 14,000 16,000 18,000 20,000 22,000 24,000 26,000 28,000 30,000 32,000 34,000

Reads

TAC_run3_1 TAC_run3_2 TAC_run3_3 TAC_run3_4 ——— TAC_run3_S TAC_run3_14d_1 =——— TAC_run3_14d_2 =——— TAC_run3_14d_3 TAC_run3_14d_4

TAC_run3_14d_S

7 I7ZRREFEARRNIC, EMTPICOWTTIINIFIAN=ST44 > 7Y I ANt EENE Y,
CDET1T3AE—23>TlE. ENEDEIFIART, IICHERTERLIICNTRRENET,
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Comparative Analyzer for MTP set
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https://filgen.jp/Product/BioScience21-software/Chunlab/index.html
https://filgen.jp/Product/BioScience21-software/Chunlab/EzBioCloud-MTP_trialLicense.pdf
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