Supplementary Materials

Comparison of Immune Responses to Different Versions of VLP Associated
Stabilized RSV Pre-Fusion F Protein
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Figure S1. Western blot of protein content of VLPs prior to adjustment for equivalent amounts of F
protein. Initial Characterization of VLP Protein Content: Figure shows VLP stocks of purified VLPs
prior to final normalization of F protein content. Panel A: F/F protein content of VLP stocks; panel B,
H/G protein content; panel C, NDV NP protein content. Fo, uncleaved F/F chimera; F1, cleaved F/F
chimera; H/G, NDV HN/RSVG protein chimera; NP, NDV NP protein; M, marker proteins.
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Figure S2. Relative binding of representative mAbs to purified VLPs. Relative binding of decreasing
amounts of pre-fusion F specific monoclonal antibodies to VLPs is shown in panels A (mAb D25: site
0) and B (mAb AM14, a trimer specific antibody). Binding to VLPs of mAb specific to sites common
to both pre- and post-fusion F proteins is shown in panels C-E. Panel C: motavizumab (site II); Panel
D: mAb 1112 (site I); Panel E: mAb 1243 (site IV). Equivalent amounts of F protein in VLPs were bound
to microtiter wells. Increasing dilutions of the antibodies were added to the wells and binding of the
mAD was detected using anti-human (mAb D25, AM14, and motavizumab) or anti-mouse (mAb 1112,
1243) IgG coupled to HRP. Results are from a separate experiment to that shown in Figure 3.



A 2500+

DS-Cav1 Target

20004

ing

15004

1000

ng/ml serum anti-F IgG blocks 50%
mAb AM 14 bindi

5004

SNS Q0% 979797 (Jqo¢7 9977 goguen 927R%

AP PV AW WY ST LA S
-»‘f(aé <& o @99“‘9"’ DA 9“‘9“9“‘ oﬁgﬁgﬁ"
& ST R SR iy

Immunogen-Weeks Post Boost

SC-TM Target

I

10000

8000
6000
4000

N » »
@ 3 &
3 S ]
3 8 S

ng/ml serum anti-F IgG
blocks 50% mAb AM14 binding
3
8

o
=

T
KRR RS SRR KRR N
A AR S QA R
K& DOD @99"‘0“ A o“c“p" S

RPT QRKY gt S5

Immunogen-Weeks Post Boost

'
Nl
Ak

B

10000
8000
6000+
4000+

N
o
g
3

2000

1500+

10004

ng/ml serum anti-F IgG
blocks 50% binding of mAb D25

500

DS-Cav1 Target

i i

i

NN NN N ) N NN N
B g
NS 25e%E 9995¢% (Javes 9e%e® (o895 278%8%
FPE LA AV Y QAR SV SR
S DO IS AT SR A
S o’ QRE QK L S
Immunogen-Weeks Post Boost
D SC-TM Target
100007
8000
6000+
4000
1 -
2 2500
£
£
s
Lo
=8 20004
Sa
s
£ 2
E
83 15007
ER
22
S
£ 1000
=
500 ‘ I I
CNCNCE CNCNCE CNCNCE N NN CNCNCY CNCNCY
A AN A AT A W S8
SN 059K goghee (2ot ¢35 godoge’ gPaue
QP QA QA “,44&\\' R IR
B R R N A RPN
SF PP K 2R I
T ey QL KK g S5

Immunogen-Weeks Post Boost

Figure 3. Blocking of binding of mAb by sera harvested at different times. Blocking of binding of
representative mAbs by sera from PR, SC, and DS-Cav1l immunizations. Shown are concentrations
(ng/ml) of anti-pre-F IgG in pooled sera obtained at two, four, and seven weeks after boost
immunizations with all pre-fusion F VLPs, post-F VLPs, and RSV infection that block 50% binding of
mAb AM14 (panel A) and D25 (panel B) to the DS-Cavl target protein. Panels C and D show
concentrations (ng/ml) of anti-pre-F IgG in pooled sera that block the binding of mAbs AM14 and
D25, respectively, to the SC-TM target protein. The results are the mean of at least three separate
determinations, with standard deviations indicated. Values at or near 10,000 ng/ml indicate failure of
the sera to block binding of the tested mAb. Values at or above 2000 ng/ml indicate sera that only very
weakly blocked binding. Values at or above 2000 ng/ml were quite variable from experiment to
experiment, as indicated by the large standard deviation.
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Figure S4. Binding of sera induced by DS-Cavl or SC-TM VLPs to the soluble DS-Cav1 protein or
soluble SC-TM protein. Binding of VLP induced sera to soluble DS-Cavl and SC-TM targets. The
binding of different dilutions of sera resulting from VLP immunizations or RSV infection to the DS-
Cav1 target (red) or SC-TM (blue) target is shown.

Table 1: Quantification of Proteins in VLPs
VLP F/F protein F/F protein H/G Protein NP
anti-NDV F tail anti-RSV HR2 anti-RSV anti-NDV

DS-Cavl 1.0 1.0 1.0 1.0
PR-DM 1.11 1.0 0.6 0.44
PR-TM 1.30 1.10 0.71 0.43
SC-DM 1.21 1.13 0.77 0.60
SC-TM 0.92 0.83 0.5 0.46
Post-F 1.02 0.52 0.58 0.42

Table S1. Relative concentrations of VLP proteins in different VLP stocks. Concentrations of VLP
proteins. The concentrations of F/F, H/G, and NP proteins in VLPs adjusted for equivalent F protein
content are shown relative to the concentration in DS-Cavl VLPs. Values for each protein were
obtained by determining the density of the signal on Western Blots (Figure 2) (exposed in the linear
range of detection), using Photoshop. The values for DS-Cav1 VLP proteins were set at 1.0 and values
for proteins in the other VLPs are shown relative to DS-Cav1 values.



