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Figure S1. Method 1. Direct mixing of Kampo preparations with culture medium resulted in
low recovery of anti-HSV activity.
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Figure S2 Method 2: Weak anti-HSV activity was detected in S5, 59, 511 and 512
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Table S1. Higher anti-HSV activity of Kampo formulas was recovered by dissolving with
1.39% NaHCO:s than with PBS.

Max. cell Max. cell
Dissolved ~ EC-1 ECIl Recovery CCs EC-1 ECIl  Recovery
with (mg/ml) (mg/ml) SISl (%) (mg/ml) (mg/ml) (mg/ml) (%)
S1  Unkeito Method 1 ) ] [CIENO] ©)
Method2  NaHCO; ) 1 [SIG) 51 >3
Mg NEREE O 0 NN O C:: Gray colors show Results of screening
Method3  PBS ) () NA NA )
S2  Chotosan Method 1 ) ) (SO )
Method2  NaHCO; ) ) (SO ) 26
Method 3 NaHCO3 ) () NA NA ©)
Method3  PBS ) () NA NA )
S3  Hochuekkito Method 1 ) ) (SO )
Method2  NaHCO; ) ) [SIG) ) >3
Method 3 NaHCO3 ) () NA NA ©)
Method3  PBS () () NA NA )
S4  Hangebyakujutsutemmato ~ Method 1 ) ) (DRG] )
Method2  NaHCO; ) ) [SIG) ) 1.35
Method 3 NaHCO; ) () NA NA )
Method 3 PBS () () NA NA )
S5  Kakkonto Method 1 ) ) [SIENO] )
Method2  NaHCO; 058 056 >52 >54 91 1.65
Method 3 NaHCOj 0.5 046 NA NA 101 037 034 101
Method3  PBS () () NA NA )
S6  Shomakakkonto Method 1 ) =) (ORI )
Method 2 NaHCO; ) ) (SO ) 21
Method 3 NaHCOj >3 >3  NA NA 80 26 018 85
Method3  PBS ) () NA NA )
S7  Sokeikakketsuto Method 1 ) -) [OIENC] )
Method2  NaHCO; ) ) [SIG) ) >3
Method3  NaHCO; ) () NA NA ) ) ) )
Method3  PBS () () NA NA )
S8  Seijobofuto Method 1 ) ) [ORENC) )
Method2  NaHCO; ) ) [SIG) ) 0.58
Method3  NaHCO; >3 >3 NA NA 90 12 72 112
Method 3 PBS 6.6 52 NA NA 77 12 8.8 100
S9  Yokukansan Method 1 ) ) [SIENC] )
Method2  NaHCO; 2.9 19  >1 >16 66 >3
Method3  NaHCO; >3 >3 NA NA 76 042  0.085 104
Method 3 PBS () () NA NA )
$10 Orengedokuto Method 1 ) ) [OEENC) )
Method2  NaHCO; ) ) [SIG) ) 0.76
Method 3 NaHCO; 8 3 NA NA 68 ) ) )
Method 3 PBS 96 62 NA NA 60
$11  Jumihaidokuto Method 1 ) ) [CAENC] ©)
Method2  NaHCO; ) 28 () 14 52 3
Method3  NaHCO; >3 >3 NA NA 94 036 028 105
Method 3 PBS 23 15 NA_ NA 86 50 20 59
S12  Yokuininto Method 1 () ) (SR )
Method2  NaHCO; ) 24 () 13 55 >3
Method 3 NaHCO; >3 >3 NA NA 90 04 029 90
Method 3 PBS 5.2 36 NA NA 74 ) () ©)
$13  Shofusan Method 1 () ) [ORENC] )
Method2  NaHCO; ) ) (SO ) 25
Method 3 NaHCO; ) () NA NA )
Method 3 PBS () () NA NA )
S14 Hainosankyuto Method 1 ) ) (DRG] )
Method2  NaHCO; ) ) [SIG) ) 26
Method 3 NaHCO; 12 <3 NA NA 98 1 84 93
Method 3 PBS 27 20 NA NA 90 44 19 74
$15  Jizusoippo Method 1 () ) [ORENC] )
Method2  NaHCO; ) ) [SIG) ) 13
Method 3 NaHCO; <3 <3 NA NA 99 13 11 71
Method 3 PBS () () _NA NA ()
S16 Unseiin Method 1 ) ) [OIENC] )
Method2 ~ NaHCO; ) ) [SINC) ) 15
Method 3 NaHCO; 23 18  NA NA 662 ) ) )
Method 3 PBS ) () NA NA )
$17 Rikkosan Method 1 ) ) [SIG) )
Method2  NaHCO; ) ) [SIG) ) 18
Method 3 NaHCOj 16 10 NA NA 103 45 40 87
Method3  PBS 56 47 NA NA 87 34 74 98
S18 Keigairengyoto Method 1 ) ) [ORENC] )
Method2  NaHCO; ) ) [SIG) ) 16
Method 3 NaHCOj3 <3 <3 NA NA 938 16 062 88
Method3  PBS 45 35 NA NA 834 25 21 107
S19 Sansoninto Method 1 045 017 >22 >59 68
Method2  NaHCO, ) ) [SIG) ) 16
Method 3 NaHCO3 14 17 NA NA 100 84 6 127
Method3  PBS 37 27 NA NA 82 13 11 92
S20 Kakkontokasenkyushin'l Method 1 ) ) [OIENC] )
Method2  NaHCO, ) ) (SO ) 2
Method 3 NaHCO3 >3 >3 NA NA 89 04 027 83
Method3  PBS ) () NA NA )
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Table S2. Anti-HSV activity of SE from 52 experiments.

Viability of Anti-HSV Max. cell
HSV-infected CCso ECso-l ECso-ll activity recovery
Exp. No cells (%) (UM) (uM) (uM) SH SHI (%)
1 38.0 2.5 0.54 0.33 4.7 7.6 93.0
2 25.2 45 0.52 0.44 8.6 10.2 100.0
3 36.1 2 0.56 0.44 3.6 4.5 100.0
4 50.0 3 0.76 0.48 3.9 6.3 89.0
5 28.9 5 0.54 0.44 9.5 11.4 100.0
6 42.1 3.4 0.75 0.4 4.5 8.5 79.0
7 24.2 2.7 0.96 0.74 2.8 3.6 64.0
8 25.0 33 0.68 0.55 4.9 60.0 89.0
9 5.2 1.9 0.66 0.62 2.9 31 73.9
10 8.0 2.1 0.52 0.5 4.0 4.2 100.0
11 0.0 1.4 0.87 0.87 1.6 1.6 68.0
12 26.4 2 0.7 0.54 2.9 3.7 82.4
13 13.1 2 0.58 0.52 3.4 3.8 86.3
14 42.9 3.2 0.71 0.45 4.5 6.7 86.6
15 40.2 2.3 0.67 0.25 3.4 9.2 78.0
16 37.0 2.4 0.68 0.22 3.5 10.9 76.8
17 24.8 2.9 0.65 0.4 4.5 7.3 80.5
18 20.4 1.8 0.6 0.46 3.0 6.0 82.4
19 18.4 2.5 0.82 0.62 3.0 4.0 67.0
20 32.7 3 0.92 0.52 33 5.8 70.0
21 211 3 0.72 0.6 4.2 6.0 78.2
22 22.1 3 0.59 0.48 5.1 6.3 90.4
23 313 3 0.64 0.4 4.7 7.5 81.9
24 43.4 3 0.58 0.45 5.2 6.7 94.7
25 39.7 3 0.79 0.48 3.8 7.9 80.2
26 21.4 1.7 0.7 0.52 2.4 3.3 74.0
27 23.0 15 0.8 0.62 1.9 2.4 70.6
28 25.4 1.6 0.75 0.56 2.1 2.9 71.4
29 17.9 3 0.51 0.46 5.9 6.5 110.0
30 20.0 3 0.58 0.47 5.2 6.4 83.9
31 11.0 1.7 0.66 0.6 2.6 2.8 75.7
32 7.8 2 0.58 0.54 3.4 3.7 86.7
33 1.7 2 0.36 0.31 5.6 6.5 747
34 19.6 2.6 0.56 0.45 4.6 5.8 86.0
35 9.5 2.9 0.5 0.46 5.8 6.3 109.5
36 8.6 1.6 0.56 0.52 2.9 31 92.9
37 20.1 31 0.69 0.5 4.5 6.2 95.3
38 10.0 3 0.58 0.54 5.2 5.6 91.9
39 22.7 3 0.6 0.5 5.0 6.0 95.0
40 7.6 3.5 0.56 0.54 6.3 6.5 101.0
41 6.6 3 0.43 0.4 7.0 7.5 112.0
42 8.6 3 0.58 0.54 5.2 5.6 95.0
43 14.3 2.2 0.6 0.54 3.7 4.1 91.0
44 1.7 2.2 0.56 0.54 3.9 4.1 94.7
45 9.9 2.3 0.5 0.46 4.6 5.0 104.2
46 5.7 3 4.8 0.47 6.3 6.4 124.0
47 9.8 2.3 0.52 0.5 4.4 4.6 107.0
48 6.6 3 0.54 0.52 5.6 5.8 105.0
49 18.2 3 0.5 0.45 6.0 6.7 114.0
50 16.2 3 0.54 0.48 5.6 6.3 108.0
51 17.9 2.7 0.52 0.46 5.2 5.9 106.0
52 9.8 2.8 0.45 0.41 6.2 6.8 113.0
mean 20.4 2.6 0.70 0.49 4.5 6.8 90.1
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Table S3. Anti-HSV activity of chromones, esters, and amides (119 compounds).

Viability of

CCw  CCs Y% Range Max cell

Ts  against against ":esc\{ed tested E(c’:j' E(C:A“;“ SH  SHI recovery
(©B) OSCC Ve oy M) MW (%)
2-(1H-pyrrol-1-y1}4H-1-benzopyran-4-one [1al 10 2595 130 7 18600 () (O O O 35
H. H. [b] 18 1597 72 9 30600 () ) O O ©
H H. fte] <09 >295 180 9 30600 () O O O 40
2(1H pyrazol-1-yl)-4H 1-benzopyran-4-one [2a] ><10 400 >600 9 30600 450 400 13 15 59
oxy-2-(1H -pyrazol-1-yiy4H-1-b 4-one (2b] <10 >203 140 9 30600 O B O O O
hoxy-2-(1H. - 1-yl)4H -1 2c) ><10  >380 240 9 30600 ) O (O O 37
2:(1H -imidazok-1-yi}- 4H -1-benzopyran-4-one [3a] >54 7 160 9 30600 () O O O 25
2-(1H -imidazok-1-y)-7-methoxy-4H -1-benzopyran-4-one [3b] ><10  >400 270 9 30600 () O O O 2
2-(1H -imi B3cl ><07 400 310 9 30600 NT 300 NT 1 50
2(1H-1.2,4-triazok1-1)-4H1-benzopyran-4-one [4a], »17 1535 180 9 30600 ) O () @ 42
ihoxy-2-(1H1,2,4-trazol-1-y1)4H 1-be 4-one [4b] >22 1067 140 9 30600 ) O (O @ 30
thoxy-2-(1H 1,2, 4-tiazol-1-yl)-4H -1-b 4-0ne [4c] ><09  >244 120 1530600 ) O O O 30
2:(1H-1,2,3-triazol-1-y1)4H -1-benzopyran-4-one [5al >50 50 120 1530600 O O O (39
(1H12; H 1sb] >46 547 110 1530600 O O O (39
(1H12; H. 5¢] >47 466 % 1530600 ) O O (38
2.(1H-indol-1-y1)-4H -1-benzopyran-4-one (6a] 5375 64 14 53100 0 0 0 O 0
2-(1H-indol-1-y1)-7-methoxy-4H-1-benzopyran-4-one [6b] 242 63 63 53100 0 O O O 16
2-(1H -indol-1-y1)6-methoxy-4H -1-benzopyran-4-one [6c] 244 15 6 300 00 0 0 N
2:(1H -indazol-1-yiy 4H -1-benzopyran-4-one [7a] >78 51 40 530600 O O O O 0
2:(1H -indazol-1-y)-7-methoxy4H -1-benzopyran-4-one [7b] >53 722 120 530600 O O O O 0
2-(1H -indazol-1-yl)-6-methoxy-4H -1-benzopyran-4-one [7c] ><i1 214 45 530600 O 0 O 0
2-(1H-benzimidazol-1-yiy-4H-1-benzopyran-4-one [8a] 35 749 55 77 %0600 ) 0 0O O 0O
2(1H. 1 8b] 505 227 10 77 %0600 () 0 0O O 14
2(1H. 1-y1)6-methory4H -1 8c] 130 a7 13 T 3600 0 00 6 0
(3E)-2,3-Di H. m 8.1 94 16 10 3100 () © (SIS "
(3E)2; H. 2 132 283 19 00300 0 0 0 0 2
(3E)2: €] 5224 136 15 003100 0 0 0 6O 1
(3E )2, 3-dinydro-3-{ H-1-b “ 87 151 18 00300 0 @ 0 @ 1.
(3E )-2,3-dihydro-34(3; H-1-benzopyran-4-one (5] 89 78 14 00310 (6 6 6 15
(3E )-2,3-dihydro-3-{(4 4H-1 6 >203 197 34 10 3100 () © (SO 17
(3E)2; H 1 149 83 1 0030 O 0 0 0 15
(3E O] >28.1 14 22 10 3100 () © 06 10
(3E)2; H 1l 73 212 15 110300 O 0 0 6 18
(3E )-2,3-dihydro-3(3; droxy-4H -1-benzopyran-4-one [10] >242 165 18 110300 () O O 6 49
(3E 2,3-dihydro-7-hy {4 4H -1-be ) 68 255 20 110800 () 0 0 6 38
(3E }23-dihydro-3-{4 hydroxy-4H -1-b 4-0ne [12] 354 48 9 o0 000 66
(3E)2; 3] 83 107 7 Mo10300 0 O 0 0 12
(3E)-2, 14 62 256 31 1110300 NT 20 NT 14 51
(3E)2: H. 5] >s52 73 2 M0 0 0 0 0 46
(3E )-2,3-dinyd (4 4H -1 [16] >222 116 24 1 3100 () © ICIC] 35
(3E 2,3-dinydro-3- 4H -1-be 7 12 =327 >300 11080 ) O O 6 25
(2E 11-(2-Hydroxyphenyl)-3-phenyt-2-propen-i-one (1) 25 248 21 8 3100 0 0 0 O 12
(2E @ 46 a1 53 8 3100 () @O O 1
(€ @ 30 302 41 8 300 () 0 0O 0O 0O
(263 @ 34 342 36 8 3100 O 0 0 O 1
(2 ¥3-(d-fuoropheny-1 propen-1-one (5) 26 193 2 8 300 ) 0 0O 6O 0O
(6344 1 24 121 14 8300 () 0 0O 6O O
(26344 1 1-0ne (7) 33 109 84 73100 0 0 0 1
(26 1-(2-hydroxy-4 @ pen-1-one (8) 37 336 2 73100 0 0 O 2
[e3 © 35 13 15 7300 00 0 0 1
(26 10) 60 266 2 703100 0 0 0 @O 2%
()3 an 38 207 20 7003100 0 0 0 @ 2
(E)344 1 ¥ propen-1-one (12) 57 127 2 78100 0 0 60 O 32
(QEM-4 4 pen-1-one (13) 24 213 39 73100 0 0 0 2
(2E)3-2.4 1.4 1-0ne (14) 27 208 2 7310 0 0 0 2
EXI2 s) 586 <44 12 70310 00 0 0 0
(2E Y34+ d 0] 36 666 % 0 30600 0 (O O @ 38
(2E d 2 49 617 92 10 30600 () () (O ) 32
(26)3-34 id 23, [§] 144 235 50 0 3060 O O O O 0
(26)3-(4-hyeh @ “ 17 1048 78 10 3060 O O O O 38
(2E)34 z sl 24 13 65 103060 O O O O 15
3 ] ©l 100 251 35 003060 O O O O 0
I3 a m 22 1024 42 10 3060 () (0 O (O 20
E d 8l 25 579 37 0 3060 O O O 6 O
(26)3-34 d 9] 24 85 25 003100 0 O O O 2%
(2E )-3-phenyl-2-propenoic acid 2-phenylethyl ester [10] >20 1966 120 10 30600 () O 0 0 18
2-pheny}-2H-1-benzopyran (1] 24 767 [ 77 %0600 (0 0 O 0
2-(4-methoxyphenyl)-2H-1-benzopyran [2] 28 819 81 7730600 () 0 0 O 12
2-(3,4-dimethoxyphenyi)-2H-1-benzopyran [3] 29 811 60 77 3060 () (0 O (O 28
2+(@-fluorophenyl)-2H-1-benzopyran (4] 28 671 a7 77 3060 () 0 O O O
2-(4-chiorophenyl) 2H-1-benzopyran 5] 25 824 48 77 %600 ) 0 0O O 0O
2-(4-bromophenyl)-2H-1-benzopyran [6] 22 678 51 7730600 () O O O 9
7-methoxy-2-pheny-2H-1-benzopyran [7] 31 7 82 7730600 () O O O 19
7-methoxy-2-(4-methoxyphenyl)-2H-1-benzopyran [8] a7 733 61 03060 O O O O 3
y 29 506 49 10 30600 () 6 6O O 22
2-(4-bromophenyl)-7-methoxy-2H-1-benzopyran [10] 40 811 62 10 3060 () (O O 20
(2E 4E5-(3 2 d (4 8 >105 456 51 11801000 () O O 6 3B
(2E4E)5-(3.4 4 d (4 Yy ><1.4 378 >1000 11 30-1000 820 640 >12 >16 61
(26 4E}5-3.4 ,4-pentad d 24 Bl 26 118 61 130000 0 O O O 16
(2E 4E 153, d @ 80 137 63 1301000 () O O O %
(2E AE }5-(3 id 5] 16 73 38 1110300 () © o 6 5]
(2E 4E )53, , d 23 ester (6] 19 80 55 71030 (0 0 6 0O 6
(2E 4E }5-(3, 2 id m >6.6 15 75 708100 (0 6O 6O 6 1
(2E 4E}5-(34 4 di id 3. 8] ><10 75 29 703100 0 6O 6O 6 14
(26 4E}5-3.4 4-pentad d 4-phenyl-2-butyl ester (9] ><10  >3% 100 7304000 () O O O 13
(2E 4E 53, d ol <10 45 7% 71080 () 0O 0 0 12
(2E AE )-5-(3. 2 id decyl ester [11] ><10  >613 105 7 30-1000 () © (RO 15
2{(1E y-2-phenylethenyi} 4H-1-benzopyran-d-one [1] 21 3717 2 0 30 () 0 0 0 18
2(1E }2-4-fuorophenyethenyl}-4H -1-benzopyran-4-one [2] 89 198 140 10 360 () () O () 25
2(1E - 2-4-chlorophenylethenyl}-4H -1-benzopyran-4-one (3] 206 106 100 00300 () 0 O 0 16
2(1E - 2-(4-bromophenylethenyl}-4H -1-benzopyran-4-one [4] 28 245 60 00300 () 0 0 0 4
2{(1E H. 5] 841 19 23 23 034100 () 6606 28
2{(1E -2-(3 4-dimethoxy)ethenyi}-4H -1-benzopyran-4-one [6] 22 454 a7 2 30 0 0O O %
1E H m 57 376 50 23 18600 ) O O O 3
2{(1E 1 @ 31 675 86 23 18600 ND 180 ND >33 54
2{(1E )24 thoxy-4H -1-b 4-0ne [9] 212 148 85 28 3600 O O O O O
2{(1E )24 thoxy-4H -1-b 4-0ne [10] 56 156 32 28 300 0 O 0 O 19
1E. 1 89.1 38 21 23 03100 O O O O O
2{(1E )23, ¥ P 12l 12 2567  >600 23 18600 ND 370 ND >16 64
¥2{(1E H [E] 20 1155 68 23 18600 0 O O O O
2{(1E 244 hoxy-4H -1-benzopyran--one [14] 174 127 200 23 330 O O O @ 46
2(1E }2-(4 thoxy-4H -1-be 4-one [15] 07 68 500 8 18600 () () O 0
2{(1E )24 thoxy-4H -1-b 4-0ne [16] 04 658 200 8 18600 () O (O O 16
1E. 07 40 495 34 8 18600 () O (O @ 18
A1E )23 H 8 48 56.6 54 8 18600 ND 350 ND 02 62
3(1E )-2-phenylethenyi} 4H-1-benzopyrand-one [1] 23 1456 160 9 30600 0 0O 0 60 0
3(1E }2-4-fuorophenyethenyl}-4H -1-benzopyran-4-one [2] 11 20 a7 9 300 O O 0 O 2
3(1E }2-(4-chlorophenylethenyl}-4H -1-benzopyran-4-one [3] [ 53 12 9 300 () 0 0O 6O 6
3H{(1E 24 -4H-1-b 4-one (4] 97 148 16 9 3100 O (0 0 6O O
1E. H 0] 08 831 250 9 30600 ) O O O O
3(1E. H. sl 09 65 19 9 30 () 0O O O 8
9-3H(1E. H. m 3011 06 17 210310 () © (SO ©
3{(1E )24 hoxy-4H -1-benzopyran--one [8] a7 14 9 210 0310 O 0 0 O 2
3{(1E )24 thoxy-4H -1-b 4-0ne [9] 24 708 <30 2130600 () O O O 138
3{(1E )24 hoxy-4H -1 ] 46 342 >100 213100 0 0 0 0 28
1E. 1 62 213 88 21 3100 0 0 60 6 0
3{(1E )23 H 2] 92 20 >0 210310 0 0 O @ 17
y3{1E)2-34, H [ 34 30 2 003100 (0 0 O O 2
3{(1E )24 4H (4] 1820 065 14 00310 0 00 00
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