HSN1 CK10 (MOI) Time (hr) MW HS5N6 Y6 (MOI) Time (hr) MW
0 001 01 1 5 0 8 12 24 36 gpy 0 001 01 1 5 0 8 12 24 36

(kDa) (kDa)

G]i]l-‘--—l |”.~n W e 80 Glill-‘n - -«-l |--“—. --|-130

Snail |- | o e o |4 Snail [ sy - — - | |- _—— --|-34
E-cadherin |- —— | |— - e e -140 h-cadherinl- — | |- — - o= -0|-|40
Occlduinl- - | |— [ — |-60 Ocelduin |— - | |- -— . ~|-60
tlaudm-ll- —— = | |- - |'20 Claudin-1 | D S w— | |- - e |'20

Zo'll— -t en e .....l |-_ - . - |-zoo

zo-1|— ah o o -.l |... R ——— _..|_200

NPl —---l | —_ —--'l'é(l
] p——

Actinl- | |- -
e e - . — Actml-----l |‘---—|-43

O Glil o Smil 3 E-cadherin 5 DGl oSl &3 E-cadherin

5 OGlil  ©Smil  ©3E-cadherin

z = > 159 OGi  ©Suil  © E<adherin I
£ 2 o N
2 = - z By 2
g 10 5 10 — k) L3 ) 7 =l
E H 2 3 — £ 10 = —=
£ g g 5
£ 05 205 3 9
3 —_— T?[L 2 05 205
g 1L S P
. 1 1 0.04 é &
O0OIT S 000011 5000101 1S 0812243 0812243 0 8122436 004 004
HSNI (MOI) HSNI (hr) 0000011 5 0000011 5 0001011 5 08122436 0 8122436 0 8122436
HSN6 (MOI) HSN6 (hr)
O0cchdin ECludinl  EZ0-1 Dochdn OChudn 0.1
1.5 5 1.5 ®*
N 157 D Oucudin O Claudinl - E201 159 Oowhdn  CICadinl D201
z 2 = Y B
gt = —_—
£ ’,__I_| S RN
o g g
2 [ E E
05 5 H
2 Fos 205
5 3
007 004 # =
0001011 5 0000011 5 000011 5 08 12283 081283 0§ 1243 o0l oo
HSNI (MOI) HSNI (hr) 00000 15 0000011 5 000011 5 0812243 0 812243 0 8 122436
HSNG (MO HSNG (hr)

Supplementary figure 1: H5N1 and H5N6 viruses lower the levels of Gli1, Snail,
and junction proteins. A549 cells were infected with the various MOI of H5N1
(CK10) (A) or H5N6 (Y6) viruses (B) for 24 hr or with 1 MOI of viruses for the
indicated lengths of time. Cell lysates were analyzed for the expression of Gli1 and
Snail and for four junction proteins by Western blot. The density of the bands was

analyzed by using NIH Image -J software and normalized by the arbitrary units of [3-

actin. Data are the mean x SD of three experiments. *p<0.05, **p<0.01, compared
to uninfected control.
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Supplementary figure 2: Apoptosis does not cause downregulation of
intercellular proteins. A549 cells were left uninfected or infected with the H5N1
virus (1 MOI). After incubation in the absence or presence of Z-Vad (50 p M) for 24

hr, cell lysates were prepared and analyzed for the levels of and junction proteins by
Western blot with the indicated antibodies. NP, NS1, and Actin were detected as
controls.
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Supplementary figure 3: Downregulation of intercellular proteins by NS1. A549
cells were transfected with PHW2000 or the vector encoding the NS1 gene of the
H5N1 virus. After incubation for 48 hr, cell lysates were prepared and analyzed for
the levels of junction proteins by Western blot with the indicated antibodies. NS1 and
Actin were detected as controls.
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Supplementary figure 4: Images of original Western blots used in figures 1-9 and
supplementary figures 1-3.
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