WO 2014/045226

1/28

PCT/IB2013/058673

Internal Gl Locus |Length | Strai | SEQ ID Cloned primers
Name Tag (AA) n NOS: SEQ ID SEQID
NOS: NOS:

DIF44 |126698424 |CD0844| 313 [ 630 | 78 & 79 [138 & 139 370 & 371

DIF51 |126698583 |CD0999| 331 | 630 | 80&81 [140& 141 | 372 & 373
356 & 357

DIF130 | 126700259 |CD2645| 424 | 630 | 92 &93 (152 & 153 | 380 & 381
358 & 359

DIF153 | 126700446 |CD2830| 220 | 630 |299 & 300 (321 & 322 346 & 347

DIF183 | 126701297 |CD3669| 191 | 630 |186 & 187 (188 & 189 424 & 425
360 & 361

DIF192 | 126698619 |CD1035| 679 | 630 |104 & 105(164 & 165 384 & 385

DIF208 | 126700447 |CD2831| 972 | 630 |132 & 133 (432 & 433 | 422 & 423

DIF208 | 126700447 |CD2831| 448 | 630 |110& 111 [170 & 171 | 414 & 415

A

DIF208 | 126700447 |CD2831| 457 | 630 |112& 113 (172 & 173 | 416 & 417

B

DIF232 | 126698615 |CD1031| 693 | 630 |124 & 125(184 & 185 400 & 401

Fig. 1
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Name Protein PSORTDb |Secretome|Secretome| NMR Confocal
630 20291 MiCroscopy
Dif44 |cell surface Cell wall yes folded surface
protein cwp25
Dif51 |ABC transporter | Unknown folded surface
substratebinding
protein
lipoprotein
Dif130 |extracellular Unknown/
solute-binding Multiple
protein Localizatio
n
Dif153 |Hypothetical unknown yes yes surface
protein CD2830
Dif183 |hypothetical unknown yes yes folded surface
protein CD3669
Dif192 |Nacetylmuramoyl| Cell wall yes yes folded surface
-L-alanine
amidase cwp16
Dif208 |collagen-binding | Cell wall yes Partially surface
Dif208 |protein sortase folded
A, substrate
Dif208
B
Dif232 |Unknown Unknown surface

Fig. 2
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Fig. 12A
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Fig. 19A
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Fig. 19B



PCT/IB2013/058673

WO 2014/045226

20/28

0¢ b1

- 19[19d ON
- US ON
~ UG "J01

f

O 1M OX 1M O3 1M

i v i

—ea vl
—ei 61
’ —e@ise

T Eedd6¢

—edaALg

—edA v9
aseyd Aileuonels ygy

uonebnyiuad

enn (re107)

ueleusadns

ela0eg </co:mme_bcmo

BLo}oEyg rd S

&
C —
3 o =2
e 2 9
O LM O LM OX LM
R R A R L — NDV_ .V—\
— EBQX 61
— (0% 8¢
— edX 6¢
—edxLsg
— edX ¥9
—edX L6
aseyd jenyusauodxgy
aseyd
|lenuauodx3g




WO 2014/045226

Qe Qe

PCT/IB2013/058673

21/28

Lo 2 ﬁdli g §
n N £
Lo £ 0 < 2
<5 N § §$
o2 F = . e
o F & A\ =
{3’:‘ ‘31'«‘ ‘:’; <:t\§ fw if‘::
m . §;«“f{“§;§.ﬁ* .
S
. 8 §§§§§§& ﬁi
R “i; ] g N
o £ 2 00% -
REGEEEE I \\\J* g
= 3 T ¢
o 4 Sorrreweer 8
TEErITYIEES
fdgdyddidy
< TTTUgps T ©

Fig. 21



WO 2014/045226

22/28

PCT/IB2013/058673

Tox8
gg 0

e 8.7 FE
1 PTAZ o

38 PR ok

/R BRAD EE

iy TovAR3 g

s ToxA-B3 2

a8 TosA-BS TR

33

13
43

t B 8

e
e
3

RS

3

S
Rt

i £D

Fig.

22

1853




PCT/IB2013/058673

WO 2014/045226

23/28

SINoH

00 00€ 00c¢ 00}

ERVRRURNRN. o

80¢241ad-6H

SINoH
00 00¢€ 00cC 00l

¢g b4

SINoH

00€ 00c 00l

0

AN

80241a-8H

SINoH

00€ 00C 00l

:
wennnnehbIC S0
o

3¢
£
>
3¢
3¢
P

vyia-cH

i
* 2

vyid-cH

N

SINoH

00y 00€ 00¢ 00l

% A

0

R e 1

L0
™

¢
6¢
80z4d-/H oy
SINoH
00F 00€ 00Z 00L O
4 3 . 5 wmmu
i o { -9€
ARAR AT AR &2
; M | 1gc
| M 6E
phIa-LH oY

(D,) @inesadwa|



WO 2014/045226 PCT/IB2013/058673

24/28

> nb/6 +toxB_GT

& p5/6 + toxB_GT +Dif44

- pb/6 + toxB_GT +Dif208

¥ ¥

0 5 10 15
Time after challenge (days)

Number of C. difficile (CFU/100mg)

Fig. 24



WO 2014/045226 PCT/IB2013/058673

H3 Dif44

1.E+05 ~

1.E+04
1.E+03
1.E+02 -
1.E+01

1.E+00

M &

1.E+05- H7 Dif208 1 E+os « 19 Dif208
NN
1.E+04.. 1 E+04 -
N\ N
1.E+03- % % 1 E+03 \
LEF02: B S 1E+02 - B
1.E+01- - 1.E+01 -
1.E+00. . LA L Ll e -
SN S\ s ™
@7 L@ NP VAol R\ o
@ PP T AN
1E+04 . H10Dif208
1.E+03 Q
1.E+02 Q N Total
1.E+01 0 spore
1.E+00 > : B,
Sl VBN A
an 008 OO\ 00\



WO 2014/045226 PCT/IB2013/058673

26/28

p5/6 + toxB_GT N p5/6 + toxB_GT +Dif44 = p5/6 + toxB_GT +Dif208
1.E+05

1.E+04

X

1.E+03

1.E+02

_

1.E+01

Number of C. difficile (CFU/ml)

Col LA Col TA

Cae LA | Cae TA

Fig. 26

1.E+00

Dif44 Dif208

—

o

o
Seddad

100

—
PO S PR P §

''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''''

Reciprocal Toxin Titer
—
o

o ™
’.

»
Reciprocal Toxin Titer
»

»



WO 2014/045226 PCT/IB2013/058673

Serum Colon wash Caecum wash
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