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O Al=ZO0|A genomic DNAS &2 % EXSt7| /51 QlAamp DNA Stool Mini Kit(Qiagen)=
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®) AIEOH 15 @2l proteinase K& ™7I5t1 200 p@ AL bufferE €11 15
2 70 °COjA 52&2 8BS §| QIAmp spin columnOf &7|1 1
AW1 buffer 500 ;& E1 1232 HHZE[T = = SHREAUS HE|
wsE g1 3252 ¥ g

O 12,000rpmOll A 1~227F 22| StHA HEY QS T & =, collection tubeE HZE|

=
buffer 100 WE YO =F5IH H=20AM 12 S
(@]

E

incubate®t. 12,000rpmOIA 12 ¢ 2aZ25t0 DNAE FE5IL total DNA2| =&
X~ 2kSH
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1 recovery tubeE EESIO A

Lyse in ASL Add InhibitEX Ta
buffer 1.4 ml blet

AW1 buffer 500
1€ washing AL buffer 200 u@ proteinase K

AW?2 buffer 500 Membrane AE buffer 100 p2
u? washing drying illusion

& 1. Process of genomic DNA preparation and purification.

O FEE DNAE NGSEMO| template DNAZ E2E|MH NGSo M Z2MAEs Ch2at Z

=

5

~ 30 minutes ~ 7 hours ~17.5 hours ~ 1 hour
DNA extraction lllumina demonstrated iSeq 100 BaseSpace Sequence Hub:
protocol library prep Sequencing System 16S Metagenomics App

a8 2. 16S metagenomics sequencing workflow.

O %o DNA =2 E3| prepare DNATIHES $83 o0 NGSE
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1st Stage PCR PCR Clean-Up 2

Reagents
Ampure XP Beads
Fresh 80% EtOH

RSB
Output
Post-PCR Plate
PCR Clean-Up
Reagents

Ampure XP Beads
Fresh 80% EtOH
RSB

Output
Post-PCR Plate

2nd Stage PCR S

{ \
[ S\,

Library Quantification and
Normalization

Library Denaturing and MiSeq
Sample Loading

18l 3. 16S Library Preparation Workflow

O 1Xtet 2%} PCR 7
Bioanalyzer 1000
A Z2E loading®t.

8 = ATHOZ BHEOIN 2lol=2ls B HelsiH =0 Agilent
N
o

tHI 2t QbitTH|E 28310 DNASl Y2 2 =olstn NGSEH|Of
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Shannon Species | Good's coverage of
No. Sample 1D Target Reads count , o
Diversity library(%)
1 e 96,523 242 99.89
2 REES 78,073 24 99.88
3 Al S H O 93,184 2.34 99.92
4 Stz 97,012 1.6 99.84
5 BA 96,248 2.15 99.88

1) Number Read Count : Next Generation sequencings Sdll 22 ¢7|
2) Shannon Species Diversity : O/ & CtYd X2 S5 CHt
3) Good's coverage of library : A|Z20f Z&tE|0| Ue

M
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2-1 Phylum level &4{Z& 1}

100% 1
90% -
80% -
Tenericutes
70% 1 =TM6
M Deinococcus-Thermus
60% - M Deferribacteres
= Chloroflexi
50% M Chlamydiae
M Bacteria_uc
M Verrucomicrobia
40% -
B Gemmatimonadetes
M Actinobacteria
30% M Bacteroidetes
M Proteobacteria
20% - M Firmicutes
10%
0% =
2287 SHEE NEEE sHar | BA
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2-2 Class level £4{Z 3}

100% -

90% -

80% -

70% A

60% -

50% A

40% -

30% A

20% -

10% -

Unclassified in higher taxonomic rank
Tissierellia

= Thermomicrobia
Thermoleophilia

= TM6_c
Mollicutes
Limnochordia

I Flavobacteria

B Deinococci
Deferribacteres_c

W Chlamydiae_c

= Acidimicrobiia

¥ Verrucomicrobiae

M Spartobacteria

B Sphingobacteriia

W MarineActino_c

M Longimicrobia

M Deltaproteobacteria

B Cytophagia

M Epsilonproteobacteria

0% M Betaproteobacteria
EEER muEs Alg o sharzl ) BA
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2-3 Order level 24 A1}

100% =
Unclassified in higher taxonomic rank

90% - Tissierellales
Thermoanaerobacterales

80% - Streptomycetales
Steroidobacter_o

70% - Sphaerobacterales
Solirubrobacterales

60% - PAC001057_o
Oceanospirillales

50% - Neisseriales
Myxococcales

240% - Micromonosporales
Marinilabiliales

30% - Longimicrobiales
Limnochordales

20% - W Legionellales
Flavobacteriales

) " Deinococcales

1% 1 Deferribacterales

DQ129389_o
0% - W Chromatiales
L4 syEs SELR S| BA
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2-4 Family level 24Z 3}

a. Al2E Hlm

100% 4

Unclassified in higher taxonomic rank
90% Yaniellaceae
Vulgatibacteraceae
Tissierellaceae
80% 1 Thermovenabulum_f
Thermomonosporaceae
70% - Thermohalobacter_f
Thermoactinomycetaceae
Streptomycetaceae

60% - Steroidobacter_f
Staphylococcaceae
Sporomusaceae
50% 1 Sphaerobacteraceae
Shewanellaceae
Sedimentibacter_f
40%
Sandaracinaceae
Ruaniaceae
30% Rikenellaceae
Rhizobiaceae
Prolixibacteraceae
20% Polyangiaceae
Patulibacteraceae

Parachlamydiaceae

10%
PAC001057_f
PAC000197_f
0% - PAC000006_f

BA
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2-5 Genus level 24 Z 1}

100%

Caldalkalibacillus

90% CP009302_g

CCYH_g
Burkholderia

80% Brevibacterium

Brevibacillus

70% Brachybacterium

Bordetella

Bogoriellaceae_uc

60% Bacteroidaceae_uc

Bacillus_g14
50% Bacillaceae_uc
Babela
Atopostipes
0% Asaia
Anseongella
30% Anaerotaenia
Anaerosporobacter
Anaerosalibacter
20% Anaerofilum
Anaerocolumna
10% Anaerobacillus
Amphibacillus

Amnibacterium

0% Ammoniphilus

BA
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2-6 Species level 2MZ 3}

a. Al2E Hlm

100%

Pseudomonas pertucinogena group
50% - Pseudomonas fragi group
Parabacteroides goldsteinii
PAC002313_s
PAC001688_sgroup

80%
PAC001557_sgroup
PAC001376_s
PAC001361_s
PAC001190_s
PAC001180_s
PAC001126_s
PAC001094_s

PAC001092_g_uc

70%

60%

Megasphaera_uc
50% 1 Leuconostoc mesenteroides group
KE159628_s

JX505429_s

40% - IF042980_s
GQ279243_s
FN667475_s
30% 4 Ethanoligenens_uc
Dialister_uc

Comamonas testosteroni group
20% Clostridium sporosphaeroides
Clostridium scatologenes group
Clostridium indolis group

10% Citrobacter_uc
Cellulosimicrobium funkei group

Acidovorax delafieldii group

0% - AM930306_s

BA
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1. (Phylum) AEoAM Oz =TS HEHEH ASEAN Az ZER
I 2H| QB 2| Ot Proteobacteria) =0 -2 AHX|SHAEX|TH LIHX] 47H9] A|R0M=
I 0| 7 E| X (Firmicutes) &0 $3S AHX[SHRILCH

% (Genus) AIE2| ZMOAM HAEX St BA AZROME EEHME M A (Lactobacillus)
£0| 2FE2 KX|gta Yon ZLZXEEN W2 A2E SEAEZ|S(Costridium)
£0| MEHAKN A|Z= QMH ZEE| 2|0t Enterobacterales) £0| ™S XXt HE
2L OISHALE.
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