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Supplementary Figure
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Figure S1. MST study of compound 387 with PAC.
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Figure S2. MST study of compound 392 with PAC.
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Figure S3. MST study of compound S2a with PAC.
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Figure S4. MST study of compound S2b with PAC.



900.000

890.000

880.000

870.000 ©

Fnorm [%o]

860.000

850.000

840.000
0.0000001 0.000001 0.00001 0.000

Ligand Concentration

Figure S5. MST study of compound S2d with PAC.
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Figure S6. MST study of compound S2e with PAC.



H5N1 257 IEPFLKTTPRPLRLPDGPPCSQRSKFLLMDALKLSIEDPSHEGE

HIN1 IEPFLKSTPRPLRLPDGPPCSQRSKFLLMDALKLSIEDPSHEGE
H2N2 IEPFLKTTPRPIRLPDGPPCSQRSKFLLMDALKLSIEDPSHEGE
H3N2 IEPFLKTTPRPIRLPDGPPCFQRSKFLLMDALKLSIEDPSHEGE

hhkhkhkhkk ek hkhkohkhhhkhhhkh dhkhhkhkrhkkhkrkhkhkhkhkkhkhkhkhkkhktk*k

H5N1 301 GIPLYDAIKCMJTFFGWREPNIKPHEKGINPNYLLWKQVLAELQDIENERKI PTKNM

HIN1 GIPLYDAIKCMRTFFGWKEPNVVKPHEKGINPNYLLSWKQVLAELODIENEEKIPRTKNM
H2N2 GIPLYDAIKCMRTFFGWKEPYVVKPHEKGINPNYLLSWKQVLAELOQDIENEEKIPRTKNM
H3N2 GIPLYDAIKCMRTFFGWKEPYIVKPHEKGINPNYLLSWKQVLAELOQDIENEEKIPRTKNM

KAKK AR KA KKK e kA kA Kk oehkhk ook hhhkhAhdAAhhkhh ke kA hhkhA kA hhkhhhk o khk o kkhk

H5N1 361 KKTSOLEWALGENMAPEKVDFDCKDIDDLKOYJSDEPELRSLASWIQONEFNKACELTDS

HIN1 KKTSQLKWALGENMAPEKVDFDDCKDVGDLKQYDSDEPELRSLASWIQNEFNKACELTDS
H2N2 KKTSQLKWALGENMAPEKVDFDDCRDTSDLKQYDSDEPELRSLSSWIQNEFNKACELTDS
H3N2 KKTSQLKWALGENMAPEKVDFDNCRDVSDLKQYDSDEPELRSLSSWIQNEFNKACELTDS

khkhkhkkk Ahkkrhkkhkrhkkhkhkhkkhkookok khkhkhkk hhkkkhkhkkhkhk o kkhkkhkhkkhkkkhkkhkkkhk*xk

H5N1 421 SWIELDEIGEDVAPIEHIASMRRNYFTAEVSHCRATEYIMKGVYINTALLNASCAAMDDFE

HIN1 SWIELDEIGEDAAPIEHIASMRRNYFTAEVSHCRATEYIMKGVYINTALLNASCAAMDDF
H2N2 IWIELDEIGEDVAPIEHIASMRRNYFTAEVSHCRATEYIMKGVYINTALLNASCAAMDDEF
H3N2 TWIELDEIGEDVAPIEYIASMRRNYFTAEVSHCRATEYIMKGVYINTALLNASCAAMDDF

hhkhkhkhkhkkhkAhkhkdx Khhkhkoehhhkhhkhkhkhhhkrhhkrhhkhkhhkhkhkhkhhkrhkhkrhkhkhkhhkrkkhkkhkdhkxk

H5N1 481 QLIPMISKCRTKEGRRITNLYGFIIKGRSHLRNDTDVVNFVSMEFSLTDPRLEPHKWEKY

HIN1 QLIPMISKCRTKEGRRKTNLYGFIIKGRSHLRNDTDVVNFVSMEFSLTDPRLEPHKWEKY
H2N2 QLIPMISKCRTKEGRRKTNLYGFIIKGRSHLRNDTDVVNFVSMEFSLTDPRLEPHKWEKY
H3N2 QLIPMISKCRTKEGRRKTNLYGFIIKGRSHLRNDTDVVNFVSMEFSLTDPRLEPHKWEKY

Ak hkhkhkhk kA hkkhkAhhkhkhkeohhkhkhhhkoehkhkhhhkrhhkhkhhkhhkhkhkhkrhkhkrhhkhkhkrkkkhkkhkdkhk*xk

H5N1 541 CVLEIGEMLLREAIGOVSRPMFLYVRTNGTSKIKMKWGMEMRRCLLOSLOQIESMIEAES

HIN1 CVLEVGDMLLRSAIGHVSRPMFLYVRTNGTSKIKMKWGMEMRRCLLOSLOQQIESMIEAES
H2N2 CVLEIGDMLLRSAIGQVSRPMFLYVRTNGTSKIKMKWGMEMRRCLLOSLOQIESMIEAES
H3N2 CVLEIGDMLLRSAIGOMSRPMFLYVRTNGTSKIKMKWGMEMRRCLLOSLOQIESMIEAES

hhkhkk ok oehkhkhhkokhhkheoohhhhhhhhhhkrhhkrhhkhhhkhhkhkhhkrhkhkrhhkhkhhk ok khkkhkkhkxk

H5N1 601 SIKEKDMTKEFFENISETWPIGESPKGVEEGSIGKVCRTLLAKSVFNSLYISPQLEGFSA

HIN1 SVKEKDMTKEFFENKSETWPVGESPKGVEEGSIGKVCRTLLAKSVENSLYASPQLEGESA
H2N2 SVKEKDMTKEFFENKSETWPIGESPKGVEEGSIGKVCRTLLAKSVENSLYASPQLEGESA
H3N2 SVKEKDMTKEFFENKSETWPIGESPKGVEDGSIGKVCRTLLAKSVENSLYASPQLEGESA

hekhkhkhkkhkhAhkhkhhkhkhkoehkhhhhkehkhhhhkhhh e khhkhkhhkhhkhkhhkrhkhkrhhkhkhk o kkhkkkhkxk

H5N1 661 ESRKLLLIVQALRDNLEPGTFDLEGLYIAIEECLINDPWVLLNASWFNSFLTHALR

HIN1 ESRKLLLIVQALRDNLEPGTFDLGGLYEAIEECLINDPWVLLNASWENSFLTHALR
H2N2 ESRKLLLVVQALRDNLEPGTFDLGGLYEAIEECLINDPWVLLNASWENSFLTHALR
H3N2 ESRKLLLVVQALRDNLEPGTFDLEGLYEAIEECLINDPWVLLNASWENSFLTHALR

hhkhkhkhkhkkhkohkkhkhkhhkrhkhkhhkhkhkkhhh *khk hhkrkhkhkhkhhkhkhkrhkhkrhkhrxkhkhkkhkkhkxkkx

Figure S7. Sequence alignment of A/WSN/33 (HIN1), A/Japan/305/1957 (H2N2),
A/HK/1/68 (H3N2) and A/HK/156/97 (H5N1) PAC. Distinct residues of HSN1 PAC
are highlighted in red.



Supplementary Table 1. Chemical structure of hit compounds from SPR

screening.
Coml%ound Chemical Structure Comlxl))ound Chemical Structure
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Supplementary Table2. Cytotoxicity of compounds

CCso? (uM)
Compound 293Ta MDCK
57 >50 N.D.
95 >25 N.D.
123 >50 N.D.
131 >50 N.D.
190 >100 N.D.
198 >5 N.D.
203 >100 N.D.
Hit compounds 221 >100 >100
from SPR 263 >100 N.D.
screening 265 >100 N.D.
270 82.0+25 N.D.
271 >100 N.D.
272 >100 N.D.
273 >100 N.D.
280 >100 N.D.
283 >10 >10
345 >100 N.D.
Sla >100 N.D.
S1b >100 >100
Sic >100 N.D.
Analogues s1d >100 N.D.
obtained
through S2a 84.6 +17.30 >100
chemical S2b >100 42.8+9.0
modification S2c 97.1+16.10 N.D.
S2d 66.6 £ 6.09 35.6+9.24
S2e >100 53.1+9.25
S2f >100 >100
310 >100 >100
312 >100 >100
384 >100 >100
385 >100 N.D.
387 >100 >100
Commercially 389 >100 >100
available 390 >100 N.D.
analogs 391 >100 N.D.
392 62.66 + 18.7 87.03+7.22
394 >100 N.D.
395 >100 N.D.
396 >100 N.D.

397 >100 N.D.




a293T or MDCK cells were incubated with test compounds for 24 hrs; CC50 is the
concentration of test compounds which produces 50% cytotoxicity as
determined by MTT assays; N.D., not determined; reported values represent
means * standard deviation of data from three independent experiments.



