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DS2: Viabilities with Flow Cytometry
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DS2: Impact of Reducing Agents on
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DS1: Impact of Reducing Agents on
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Prevalence-based

Diversity

Metabolic A

Two-donor
L etabolic B
Figure 6A
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Figure 6B

SUBSTITUTE SHEET (RULE 26)



PCT/US2024/019341

WO 2024/191890

VL 9m3rg
suled}s Sd
W T + PV (W 0T yum MY DIV
(I IA/UIWBH /26N eD |W QT YuM dsey) JO [BIA T YlIM dse
+ BIpaW JV4DA) (fua/ulwaH/oeNleD)  (fNA/UIWSH/oeN[eD)
|WQOT 23eNd0ul 3jeqndul BIPAW DJY4DA JV4DA
g |WOOT 238noou] (7 wQT 23epnaou] (g

ey

suled}s PS8S JV4DA passS JV40A
#SQ YiIm ajej|ns
wwy 1/6 670 + suleJ1s $Sq |w PV
JVAOA T @3endou] . T+ ]V W Q0T yIm PV W 0T YIMsely  JO [BIA T Ylim dseyy
Ve (3 UA/UIWRH/QeNeD (IA/ulWBH/HeN|es) (lA/uiwsi/oeN|es)
S + elpaw u<“_u>_v elpaw [Hg elpsw THY
|WOQT 918JNd0U] |WwOEQT 3ejndou] (€ JwQT S3e|Nd0u] (T

% ; “ \\\‘.\S ” . mm m
P33S 45

9955 Gprrssrivrirsisssssssisie.

Y h
pa3S Hg Po9S HY

SUBSTITUTE SHEET (RULE 26)



PCT/US2024/019341

WO 2024/191890

q/ 931
Yz, 40 Ygt 40 RISUSWLIDYY
ySej) 21egnou]  Mseyd a1eqnoug ureis
SUIU0BIY L +IVHDA Ul 63 0] MBID , ; pvSa 1
BIPRUI VA Ul LaMoiD oN LI SInEW T
M 1S91pMS poas 006 «
N JeN[e9 1/6 JeN[e9 1/6
> auIuoalyL G0+ ¥OSPHN  S°0 + POSPHN
Ww + duluoaJyL + dujuoauyl
T+ YOSYHN WWOT + OV4DA  WWOT + JV4OA
0 %% (lwooT) € p3dS  (JWOT) T PSS
YL 10 VSa +1
dsely 9Jeqnaul  yjens S[eIA
yoes 4o} sonsusp G0N

J0ul paulsg
In 006-0T :2buey

QV4DA
(A1) T pass

SUBSTITUTE SHEET (RULE 26)



PCT/US2024/019341

WO 2024/191890

(mA/uiwaH/oeN|eD) eipaw JV4IA
(uA/uiwsH/oeNeD) pess DY4DA

8 I3

(IA/ulWBH /2N ED) BIPAW JV4DA
(A/uiwsH/oeN|eD) pass [HY

A N
r N N
0T 1] 01 17 17 0T

%TSLP°0 %I¥9C'T %L08T°0 %I16¥C'T %ET8L°0 %089€°0
%CEST'E %C18¥'9 %P188'T %9249°9 %E0V9'Y %CET8'C
%0000°0 %0000°0 %0000°0 %0000°0 %0000°0 %0000°0
o [%0000°0 %0000°0 %0000°0 %0000°0 %0000°0 %0000°0
o/J %6100°0 %T1200°0 %Z¥00°0 %0000°0 %0700°0 %0000°0
X [%0000°0 %0000°0 %0000°0 %8£0°0 %0000°0 %0000°0
%S56S0°9 %16¥L'8 %LC69°6 %bvih vl %LZ87 0T %S60E°6
%€E6CE Y %CEVP'8 %ECSP'C %¥8LS'L %E8PY'S %8pLL'E
%¢9¢0°0 %LSTT0 %80T0°0 %0060°0 %Z1€0°0 %2900°0
%8¢SE9S %SCTCE %8%68°59 %T98L°6¢ %LSTE S %T#99°LS
%60¥1°0 %0LTE0 %8500 %860%'0 %¢8TE"0 %E0ST 0
%LLYS 0L %8880°8¢ %90¥6°€T %ISLE LT %08%0°¢¢ %8TEL6T
%0000°0 %0000°0 %0000°0 %E9EC'0 %€E981°0 %91ST°0
%SET6'8 %OETH VI %/968'S %P0PT CT %TLPL 0T %€0¢20°9
%0000°0 %0000°0 %0000°0 %0000°0 %0000°0 %0000°0

061144 ¢L1vyd 8v1yd 061€yd ¢/1€4d 8v1Eyd

JONVANNGY

JALLY13Y

ONIYLSONVN

(0<) juasaid sunejs

eiqoJaeue ejjissewlebauas 18200194
wnjiydouejAx wns3deqn3 ¥/z00194
sjujpa.nd sadpsily 69200184
8£Z001g4 'ds sedislly 8£200144
|0201d02 sapioJayoeqg z8100Ig4

087001€4 'ds sedisi|y 08700184
SIUIWOYIUSLWRIIXS B|jaJanInseled //1001g4

SlwJo4iq e|lsuewsploH /100149

elyuomspem ejydoyig 17700184
SISUBI|ISSeW SapI0Is1oRg S9TO0IES

snslAul Ja3siieId ZST0019d
llwo.q snde0UILNY 69000184
ellydiuidnw eisueulipiy 89000184
snjiydiyeurans Jajsifeld 6¥000194
siuipa.ind sadisily 22000184

NIVHLS #Sd

SUBSTITUTE SHEET (RULE 26)



PCT/US2024/019341

WO 2024/191890

10/30

6 2131
}
%00°00T | %00°00T [%00°00T |%00°00T | %00°00T |%66'66 %00°00T
%EE'EH %EE'E6 %EE'E6 %EE'E6 %/£9'98 %4998 %EE’ED
14" 14! 14! 148 £l (3 14}
%c810'T %1616'0 %1066'0 %/L29C'T %CCC'T %160T'T %SSEP'9
%S08T°€ %T16£9'C %8¢0C'T %8T190°€ %9£C0°E %L9EE'T %C96C'T
%L8E0°'0 | %8EE0'0  |%CPP0'0 | %TLED'D  |%TESO'0  |%ETL00  [%9+9+°0
%90T9'0 | %08¢6'0 | %T8IS'0  [%6CT9°0 [%09E0°T %ECES'0 | %068¢C°0
%SYYL'TE | %9PCS'VE | %L0L0°8E | %9898°0€ | %6SEQ'VE | %L0L9°0F [%0CTIS'6T
%Cy8'8 %0£L0'8 %LEL'Y %EPY9'8 %T/LST'8 %CCLSS %C6CY 0
%LSST'0T [ %S168'8 %6CEE'0T | %TT8S'6 %SC0T'6 %8S6/°6 %¢CLLS0T
%GS6T'S  [%Z999'F | %08EQ'T %ELT]'S | %80TC'S  |%BSZ9'0 [%089F°EC
%L9ET'T %T08E0 %120C'0 %T9LE°T %91¢S°0 %819¢°0 %8+09°0
%69¥C'0 | %T88T'0  [%9900°0 |%¥P/9T°'0 |%0000°0 |%0000°0 [%SSTS'0
%8€9¢°0 %ETECO %LELTO %S8TE0 %LEST0 %0681°0 %EET'C
%9SCT'EE | %LB89E'PE | %BCCS'LE | %BLEI'EE |%8BYSI'CE | %PEIS'PE | %9LC8'LT
%t60T°0 %S01¢'0 %E09S°0 %6€£90°0 %91¢T°0 %LYSP'0 %0000°0
%I9TEE'Y | %8SP6'E %EE09'Y | %P0SS'y | %CLLSY [%9S0Lv | %68+0°9
%0000'0 | %0000'0 [%0000°0 |%0000°0 |%0000°0 |%0000°0 [%089Z°'0
[AARY. 8v.LEYd peleud [AAYA. | 8b.Lcyg 174va1! cL1gd
JONVANNEY
JAILYTY
ONIYLSONVN

[eubis 9q0.1d SAISOd JO JuIIRd
1U3S3Ud SUIR.IS JO JUDIRd

(0<) juasaid sunejs

eiqoJaeue ejjissewlebauas 18200194
wnjiydouejAx wns3deqn3 ¥/z00194
sjujpa.nd sadpsily 69200184
8£Z001g4 'ds sedislly 8£200144
|0201d02 sapioJayoeqg z8100Ig4

087001€4 'ds sedisi|y 08700184
SIUIWOYIUSLWRIIXS B|jaJanInseled //1001g4

SIWLI0JIq B|[dUBWAP|OH S£T00IES
elypomspem ejiydojig 1100194
SIsual|issew saploJajoeg 59T001dd
SnsIAul Ja)si[eld ZST00Ig

llwoJq snadodoulwNy 69000144
eliydiuinw eisueuwly 89000144
snjiydieuons Ja3sieiq 67000144
siuipaind sadislly 22000194

NIVHLS #Sd

SUBSTITUTE SHEET (RULE 26)



PCT/US2024/019341

WO 2024/191890

0T 2In31g

AN

-

@ @

N

Gy 5010 §§ \\\\\N .p

(suresss €) (surenss pT)
suleJ)s ssuabiwloy "0 SuleJis pa4njjnd-0)

SUBSTITUTE SHEET (RULE 26)



PCT/US2024/019341

Testing

WO 2024/191890
12/ 30
Inputs Process Step
Donor stool Stool dilution and
—» plating on anaerobic
Agar plates media
Continue Fassaging
Agar plates —{ isolated colonies until

purity confirmed

Appearance of colonies
(uniform and free of
—® contamination)

MALDI

'

16S sequencing

Sterile broth medium —

Transfer isolated
colony to broth culture

:

Vials 50% glycerol —»

Add cryo-preservative,
aliquot into cryovials
and freeze

,

RCB

RCB characterization

Abbreviations: MALDI = matrix-assisted laser desorption ionization;

RCB = research cell bank

Figure 11
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Inputs Process Step
Thaw 1 RCB vial
YCFAC agar plates—» Inoculate up to 2

50 mL conical tubes

Sterile YCFAC broth inoculate MCB precultures

mediun

Sterile Erlenmeyer
flask or bottle
Sterile YCFAC broth
medium

Sterile centrifugation
ottle

50% sterile glycerol —»

—»anaerobic fermentation at

plates with RCB

v

Pick RCB colonies and

containing 30-45 mL of
medium/tube at 37 + 5°C

v

Expand MCB culture in
37 £ 5°C

v

Optional centrifugation
concentration step at
17,568 x g at 4°C for NLT
10 minutes

v

Formulate with 50%
glycerol
(cryopreservative) to a
final concentration of
25% glycerol

v

2D barcode cryovials —»

Aliquot 0.9 mL of MCB
culture into each cryovial
and freeze at < -65°C

v

MCB

PCT/US2024/019341

In-Process Controls

Appearance of colonies
(uniform and free of
contamination)

In-process tests: TCC, VCC,
sterility monitoring (by

— incubating uninoculated

conical tube containing
broth medium)

In-process tests: TCC,
VCC, sterility monitoring
(byincubaﬂn%
uninoculated flask/bottle
containing broth medium)

Release testing

Abbreviations: MCB = master cell bank; NLT = not less than; RCB = research cell
bank; TCC = total cell counts; VCC = viable cell counts; YCFAC = yeast casitone
fatty acids with carbohydrates

Figure 12
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FB-001 improves gut permeability in germ-ferm mice
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