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Figures
Figure 1
20120336 : Hamster immunization with F2 :
100000 Adiuvant A Adjuvant A without Q521 or Adjuvant A without MPL
ELISA anti-ToxA : concentrations (pug/ml) on individual and pooled sera on D42
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20120336 : Hamster immunization with F2 :
100000 - Adjuvant A compared with Adjuvant B, Alum or non-adjuvanted
ELISA anti-ToxB : concentrations (ug/ml) on individual on D42 sera
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Figure 2
20120336 : Hamster immunization with F2 :
100000 Adjuvant-A-compared-with-Adjuvant-B-Alum-er-pon-adjuvanted
ELISA anti-ToxA : concentrations (ug/ml) on individual and pooled sera on D42
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B Geomean 2213 312 815 49
20120336 : Hamster immunization with F2 :
100000 Ad[UVant A compared With Adjuvant B, AlUm s ioh-gd[uvanted
ELISA anti-ToxB : concentrations (ug/ml) on individual and pooled sera on D42
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Figure 3
20110544 and 20110545: Hamster immunization
with a dose-range of F2 fusion proteins formulated in , AS04D, Adjuvant A, Adjuvant B or
Adjuvant C
ELISA anti-ToxA : concentrations (ug/ml) on Post | sera
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Adj.C  Adj.C | Adj.C | Adj.A | Adj.A | Adj.A  Adj.B | Adj.B | Adj.B | ASO4D | ASO4D | AS04D
3ug lug | O3pg | 3ug lug | O3pg | 3ug lug | O3pg | 3ug lug | 0.3ug
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
544 28 17 6 84 17 6 44 27 3 68 74 33
o545 50 36 12 109 111 26 85 20 16 194 107 36
ELISA anti-ToxB : concentrations (ug/ml) on Post | sera
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Adj. C | Adj.C | Adj. C Adj. A | Adj. A| Adj. A | Adj. B | Adj. B | Adj. B {ASO4D AS04D | AS04D
3ug | lug (03ug| 3pug | lpg |O03ug | 3pg | 1pg | 03pg | 3ug | 1lpg | 0.3ug
Ag/ani| Ag/ani|Ag/ani| Ag/ani|Ag/ani|Ag/ani| Ag/ani Ag/ani| Ag/aniiAg/ani|Ag/ani|Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
MW 544(male) 115 82 52 412 121 79 189 119 34 7 5 5
0545 (female)| 178 | 257 150 | 391 | 383 | 224 196 | 164 69 27 10 3
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Figure 4
20110544 and 20110545: Hamster immunization
with a dose-range of F2 fusion proteins formulated in Adjuvant B, AS04D, Adjuvant A or
with Adjuvant C
ELISA anti-ToxA : concentrations (ug/ml) on Post Il sera
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762 1466 650 844
475 834 974 53‘1424 688 818 803 o4 401
416 428 (Il'|_ T 487
1000 1017 277| 3127 335 1387 T =T T
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Adj.C  Adj.C | Adj.C | Adj.A  Adj.A | Adj.A | Adj.B | Adj.B | Adj. B | ASO4D | AS04D
3ug lug | O03pg | 3ug lug | O03ug | 3ug lug | 03ug | 3ug 1ug
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal mal mal
Wm544 475 416 191 974 530 277 312 332 138 487 597
O545; 762 834 428 1466 | 1424 | 688 818 423 650 803 844
ELISA anti-ToxB : concentrations (ug/ml) on Post Il sera
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1552 2386
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974 68I(i1L 11 104 585 34
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Adj. C Adj.C | Adj.C Adj.A | Adj. A|Adj. A Adj.B | Adj. B | Adj. B /ASO4D ASO4D | AS04D
3ug | lug {03ug| 3pug | lpg [O3ug | 3pg | 1pg | 03pg| 3ug | 1lug | 0.3ug
Ag/ani|Ag/ani|Ag/ani| Ag/ani|Ag/ani| Ag/ani| Ag/ani Ag/ani| Ag/ani|Ag/ani| Ag/ani|Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
B 544(male) 319 H 686 | 488 | 1181 | 1120 A 1049 | 435 | 401 | 340 64 56 28
0545 (female)| 974 | 1555 | 1419 | 1552 | 1871 | 2386 | 585 | 649 | 1486 | 215 109 91
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Figure 5
20110544 and 20110545: Hamster immunization
with a dose-range of F2 fusion proteins formulated in Adjuvant B, AS04D, Adjuvant A or
with Adjuvant C
ELISA anti-ToxA : concentrations (ug/ml) on Post lll sera
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Adj.C Ad).C | Adj.C | Adj.A | Adj.A | Adj.A | Adj. B | Adj. B | Adj.B | ASO4D | ASO4D | AS04D
3ug lug | 0.3ug | 3ug lug | 03pg | 3ug lug | 03pg | 3ug lug | 0.3pug
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
Wm544, 449 674 471 1462 720 688 247 486 266 662 599 566
0545, 642 814 667 1654 | 1020 | 1560 | 800 539 888 923 1005 794

ELISA anti-ToxB : concentrations (ug/ml) on Post lll sera
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Adj. C| Adj. C| Adj. C | Adj. A|Adj. A| Adj. A | Adj. B | Adj. B | Adj. B | AS04D|AS04D|AS04D

3ug | lug 03ugi 3pug | lpg [O03ug| 3pg | lpg 03pg| 3ug | lpg | 0.3ug
Ag/ani|Ag/ani|Ag/ani|Ag/ani| Ag/ani|Ag/ani| Ag/ani Ag/ani| Ag/ani|Ag/ani| Ag/ani| Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal

B 544(male) 630 | 612 | 594 1259 | 1116 | 1172 | 335 | 426 @ 512 67 86 51

0545 (female)| 568 | 831 | 550 | 1213 | 828 | 1273 | 556 | 695 | 944 | 182 145 134
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Figure 6
20110544 and 20110545: Hamster immunization
with a dose-range of F2 fusion proteins formulated in Adjuvant B, AS04D, Adjuvant A or with
Adjuvant C
ELISA anti-ToxA : concentrations (ug/ml) on Post Ill D87 sera
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717
311 309 595 78 417 414 337
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1000 239 169 251 32 2bb
1
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70
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Adj.C | Adj.C | Adj.C | Adj.A | Adj.A | Adj. A | Adj.B | Adj. B | Adj.B | ASO4D | ASO4D | AS04D
3ug lug | 03pg | 3ug lug | 03pg | 3ug lug | 03pg | 3ug lug | 03pg
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
Wm544, 213 239 169 357 356 307 106 70 154 182 257 266
Oo545F 311 309 401 595 578 717 311 251 417 353 414 337
10000 ELISA anti-ToxB : concentrations (ug/ml) on Post Il D87 sera
435
318 440 392
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Adj.C | Adj.C | Adj.C | Adj.A | Adj. A | Adj. A | Adj. B | Adj. B | Adj. B | ASO4D | ASO4D | AS04D
3ug | lug [ O3pg | 3pg | lug 03pg | 3ug | lpg [ O3pg | 3pg | 1lug | 03ug
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
W 544(male) 291 195 145 299 360 440 78 70 315 24 25 15
0545 (female)| 250 299 328 318 374 435 134 211 392 60 41 41
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20110544 : Hamster immunization
with a dose-range of F2 fusion proteins formulated in Adjuvant B, AS04D, Adjuvant A or
uvant C
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Adj.C | Adj. A | Adj.A | Adj. A | Adj. B | Adj.B | Adj. B | AS04D | ASO4D
0.3ug | 3us lug | O3pg | 3ug lug | O3pg | 3ug 1ug
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal
28 17 6 84 17 6 44 27 3 68 74 33
W Postll} 475 416 191 974 530 277 312 332 138 487 597 401
0OJaz 449 674 471 1462 720 688 247 486 266 662 599 566
ELISA anti-ToxB : concentrations (ug/ml) on Post |, Il and Ill sera
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3ug lug | O3pg | 3ug lug | O3pg | 3ug lug | O3pg | 3ug lug | O3pug
Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani | Ag/ani
mal mal mal mal mal mal mal mal mal mal mal mal
115 82 52 412 121 79 189 119 34 7 5 5
mPostll, 319 686 488 1181 1120 | 1049 435 401 340 64 56 28
0OJaz 630 612 594 1259 1116 | 1172 335 426 512 67 86 51
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20120008 and 20120011 : Female and Male hamster immunization. Comparison of the immunogenicity of a Mix

(ToxA+ToxB) with the F2 fusion protein formulated in Alum or Adjuvant A

ELISA anti-ToxA : concentrations (ug/ml) on individual Post lIl sera
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(0.6ug)+ToxB( F2 (1ug) (0.6pg)+ToxB( F2 (lug) F2-His (1ug) F2 (1ug)
0.4pg) 0.4ug)
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ELISA anti-ToxB : concentrations (ug/ml) on individual Post lll sera
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AI(OH)3 AI(OH)3 AdjuvantA | AdjuvantA | AdjuvantA on-
adjuvanted
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(0.6pg)+ToxB( F2 (1ug) (0.6pg)+ToxB( F2 (1ug) F2-His (1ug) F2 (lug)
0.4pg) 0.4ug)
% Geomean 61 297 2228 1834 2210 100
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Figure 9
20100673 : Mice immunization with C. difficile ToxA-Cter, ToxB-Cter and fusion proteins 2d
generation formulated in Adjuvant B
ELISA anti-ToxA : concentrations (ug/ml) on Post Il sera
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Figure 10
Post IlI
20100673 : Mice immunization with C. difficile ToxA-Cter,
ToxB-Cter and fusion proteins 2d generation formulated in Adjuvant B
Inhibition hemagglutination assay : mid-point titers on Post Ill sera
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Figure 11
20100673 : Mice immunization with C. difficile ToxA-Cter, ToxB-Cter and fusion proteins 2nd
generation formulated in Adjuvant B
ELISA anti-ToxB : concentrations (pug/ml) on Post Ill sera
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Figure 12
20100673 : Mice immunization with C. difficile ToxA-Cter, ToxB-Cter
and fusion proteins 2nd generation formulated in Adjuvant B
Cytotoxicity inhibition ToxB Assay: mid-point titers on Post Il sera
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Figure 13
20110350 : Mice immunization
10000 with. C. difficile fusion proteins from the 3d generation formulated in Adjuvant B
ELISA anti-ToxA : concentrations (ug/ml) on Post Ill sera
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Figure 14
ELISA anti-ToxB : concentrations (ug/ml) on Post lll sera
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F2 2nd F52new 3d F54Gly 3d F54new 3d F5 ToxB 3d Mix ToxA +
generation generation generation generation generation ToxB
i Geomean 765 688 581 611 653 1661
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Figure 15
Mice immunization with C. difficile fusion proteins formulated in Adjuvant B
Hemagglutination inhibition assay : inhibition titers on Post Il pooled sera
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Figure 16
Mice immunization with C. difficile fusion proteins formulated in Adjuvant B
Cytotoxicity inhibition assay on HT29 cells : inhibition titers on Post Il pooled sera
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Figure 17
Mice immunization
with C. difficile fusion proteins formulated in Adjuvant B
Cytotoxicity inhibition assay on IMR90 cells (for ToxB) : inhibition titers on Post Ill pooled sera
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Figure 22

Far-UV CD of ToxA-ToxB fusions
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Figure 23
Near-UV CD of ToxA-ToxB fusions
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Figure 24
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cd brut

Far UV CD of new fusion proteins
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Figure 25

Near UV CD of new constructs
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