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Supplementary figure 1: MK2206 prolongs MDCK cell survival and attenuates
production of pHINI virus.

A) Different human lung cancer cell lines as well as MDCK were mock- or
A/Helsinki/P14/2009-infected (moi 2) and cell viability was measured using CTG
assay after 48 h.

B) MDCK cells were treated with increasing concentrations of MK2206 and mock- or
A/Helsinki/P14/2009-infected (moi 3), and cell viability was measured using CTG
assay after 48 h.

C) MDCK cells were non- or MK2206-treated (3 pM) and infected with different moi
of A/Helsinki/P14/2009, and cell viability was measured using CTG assay after 48 h.
D) Virus titers in supernatants of MDCK cells non- or MK2206-treated (10 uM) and
infected with A/Helsinki/P14/2009 (moi 0.1) were determined and plotted.



B

—

>~

=~

%

Cell survival

MK2206
2HCI h

//N‘
WO

1201 ATS=56
100

80

60

40

20

Akt inhibitor VIII

v ST,
ﬁim" : ?

+ XGF5COZH

1201 ATS=-13

100
80 »—\\
60
40

209//6\0\\0\6
0

GDC-0068
NH
ﬁ(f°
‘ = N

@)

N
2N

@

1207 ATS=-12

100
80
60

Perifosine
E‘;O
o e

N
AN

1201 ATS=1

100 m
80
60

40§/°/H\0-—0\0\1

20

Miltefosine
¥ oo
- o—r—0
i o
—eo— Mock
—o— Virus
1207 ATS=-12
100
80
60
40

20“\u/§/n\/§w\§
0

0
0 001 01 1
MK2206 (uM)

10

0 001 01 1 10
Akt Inhibitor VIl (uM)

0
0 001 01 1 10
GDC-0068 (uM)

0
0 001 01 1 10
Perifosine (uM)

0 0.01 01 1 10
Miltefosine (uM)

Supplementary figure 2: Effect of Akt inhibitors on viability of pH1N1-infected

and mock-infected MDCK cells.

A) Structures of selected Akt inhibitors.
B) MDCK cells were treated with increasing concentrations of specific Akt inhibitor
and mock- or A/Helsinki/P14/2009-infected (moi 3), and cell viability was measured
using CTG assay after 24 h. The points are a mean values, the number of observations
used to derive the values is 3, respectively, and error bars represent the SD. Activity
and toxicity scores (ATS) were calculated.
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Supplementary figure 3: MK2206 prolongs survival of cells infected with
different influenza strains.

Cells were treated with increasing concentrations of MK2206 and infected with
pHINI, seasonal or potentially-pandemic influenza strain (moi 1) or mock-infected,
cell viability was measured using CTG assay at 48 h or 72 h post infection, ATSs
were calculated and plotted.



>

o
]
=

=
OWONOUIRWN

_y
=y

NN
CO~NDUIRLON)]

I
=

=
OWOONOUNRWN

_
=y

NN
0O~OIUIS LN,

-
N
=

-
OWONONBWN

_y
=y

EENEENENEEN
CO~NDU LN,

B
.9 8 9 R 2 PRAS40 (T246) = Mock, No drug
Bl ER g5 8 < = Mock, MK2206
S o ox 20 2¥ < lock,
=z == >z S = ~ == \/irus, No drug
3 3 ] K 33 s Z 20 h = Virus, MK2206
f T
H B: || & e e £
[] H [ [] @ 10
5
. g
D D' 0 O r ﬁlﬂ
A .3 .3 . < 100 HSP60 Akt (S473)
Bl |[WE | @@ |(mEs: > 80 I 30
B [ s [ %
s L ] ] ] g% 20
ABCDEFG ABCDEFG ABCDEFG ABCDEFG g 40
© -
| . I |
0 0 [ allls! IH H H
LR NI IREees I EEEE BN B | % Akt (T308) - EGFR (Y1086)
it | B | @R apsd | o I x
EHe £ 3¢ HE 52 z 2 .
el Hi+H Hj- HE- £
2 10 40
&
e : 3 & 1l Il |
gl || @ || Bl || BT o AR 0
B (] [] H
] 1 (] H w“ 053 (5392) . HSP27 (S78/S82)
ABCDEFG ABCDEFG ABCDEFG ABCDEFG g
_é‘ 60 60
2
£ 40 40
(]
. . . . - .. - . ‘:ZG 20 20
H ol e . e - el . ° IH H
Wesol || el || Waanil (@esE | € o SIS i ]
- JH 8 HH 3R
Y " sew o0 aen . o0
: g o : sl - WNK1 (T60 -Jun (S63
D“ DE. . : D. < 60 (T60) 100 o~Jun (S63)
= 80
H sasly H H % 0 60
BEesn || Beslm . ||EesRE HEH £ 40
H E 2 H (] 2 20
: : . : 3 20 H
[v4
ABCDEFG ABCDEFG ABCDEFG ABCDEFG 0 0 momn mfn I ﬂ
0,5 4 12 0,5 4 12
Time (h) Time (h)

Supplementary figure 4: Effect of MK2206 on phospho-proteins in pHIN1-
infected and mock-infected NCI-H1666 cells.

A, B) NCI-H1666 cells were non- or MK2206-treated (10 uM) and mock- or
A/Helsinki/P14/2009-infected (moi 3), cells were collected after 0.5, 4 and 12 h, and
phosphorylation levels of kinases and kinase substrates were profiled using human
phospho-kinase array. The relative intensities of spots were calculated in ImagelJ and
plotted. The numerical (1 through 18) and alphabetic (A through G) values are
coordinate reference for analyze identification in panel A. In panel B the points are a
mean values, the number of observations used to derive the values is 2 (pair of spots),
and error bars represent the SD. The color of the boxed pairs in panel A corresponds
to the color of the gene in panel B.
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Supplementary figure 5: Effect of MK2206 on cellular cytokine production.
NCI-H1666 cells were non- or MK2206-treated (10 uM) and mock- or
A/Helsinki/P14/2009-infected (moi 3), cell culture supernatants were collected at 24 h
post infection, and cytokine levels were determined using human cytokine array panel A.
The numerical (1 through 20) and alphabetic (A through E) values are coordinate
reference for analyte identification in panel A.



