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Figure 3

LVL291 LVL3156
kDa MSol InsFt Wi W2 E Sud M Sol Ius Ft WIW2 E
Legend:
260
160 M= Media
110/80 Sol = Soluble fraction
Ins = Insoluble fraction
80! Ft= Flow through
\m = Wash #1
/4 = Wash #2
R E = Elution
30 Std = Standard
20
15
108
Figure 4
LvL312
kDa
St M Sol Ins Ft WI W2 E
260 ¢
160 p& g ' Legend:
100 8 &8 M= Media
B0 e K Sol = Soluble fraction
u Ins = Insoluble fraction
.. Ft= Flow threugh
50/40 o W1 = Wsh 1
i ' W2 = Wash #2
30 ¥ P E = Elution

Std = Standard

2/23

SUBSTITUTE SHEET (RULE 26)



Figure5

. =
ik
kTl
o iy .h

TmMIPTG

Figure 6

Nl In M S

b

TMMIPTG

W
- =
o o ot
Wl sl .
i
s

-y

—§2 ¢
Sios
’R

EH e e B

10pM IPTG

3/23

SUBSTITUTE SHEET (RULE 26)



Figure 7

CD spectra of PE, PilA and PE-PilA fusion proteins
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Figure 8
Combination of PE and PilA CD spectrum
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Figure 9

PilA thermal denaturation curve
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PE thermal denaturation curve
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Figure 11

CD222nm

PE-PilA fusion protein thermal denaturation curve
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Figure 14
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Figure 17
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Figure 19

Nasopharyngeal mouse colonization model with
NTHi strain 86-028NP
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Figure 20
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fFigure 21
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Figure 22
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Figure 23
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Figure 24

Inhibition of PE vitronectin binding by rabbit
polyclonal antibodies against PE-PIilA fusion protein
0.D.

3 =
251 .

2 1 -
15 - o Normal rabbit sera

' w—s— Rabblt against PE-PilA

1 |
0.5

0 - ' r .

1 10 100 1000 10000
Antibody dilution

17123
SUBSTITUTE SHEET (RULE 26)



Figure 25
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Figure 25

(b) Experiment 2
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Figure 25

(c) Experiment 3

kDa

260
160
110/80
60
50/40

30
20
15

10

3.5

LEGEND

sfiif | -

Soluble fraction of inductlon #3 for LVL291
Soluble fraction of induction #3 for LVL702
Noves® standard
Soluble fracilon of inductlon #3 for LVYL736
Soluble raction of induction #3 for LVL737
Soluble fraction of induction #3 for LVL738
Soluble fraction of Induction #3 for LVL739
Soluble fraction of Induction #3 for LVL740

Soluble fraction of induction #3 for pET26b

;&s_;b,'»' vy | s | el | el | St

20/23
SUBSTITUTE SHEET (RULE 28)




Figure 26

Soluble expressian level of fusion proteins using shake flasks
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ID gel #1 gel #2 gel 43 fusion protein | SD deviation
LvL291 93 8.98 9.43 9.24 | 0.231588716
LvVL702 7.2 8.85 8.37 8.14 | 0.848704896
LVL736 11.16 10.2 11.94 11.10 | 0.871550343
LVL737 8.18 8.33 9.32 8.61 | 0.619435227
LVL738 8.56 8.55 7.97 8.36 | 0.337786915
LVL739 8.91 8.88 9.21 9.00 | 0.182482876
LvVL740 7.69 7.49 8 7.73 | 0.256969518

21/23

SUBSTITUTE SHEET (RULE 26)



Figure 27

Anti-PE response in mice Immunized with the fusion PEPIIA in ASO1E and AlPO4
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Figure 28

!Nasopharynx mouse colonization model with NTHi strain 3224A[
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