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FHAL FEEE)C LR 5T HAAE FUAR PHOR Pupolex B BT
EYALE)T LFALE) F2E) OF AFANE £ 20 eI, = 20] v vhsl o] £
B3 SPALF) Aol wrtolel2 F2o] @A AssIch. F3 SPARE) FHF AN 1008 A

AE5S vhehio] whg- $E Putolez H5S Selstan.

FPAL(B) FFE) 550 PPl UF APANE = 3o UL, = 30 ek ke o] FA%
£E BHBS NG AP ek P40 @43 Asso] S5 Gutold

[AA 2]

gs|yLntolg 2o g FYAE Ax FEE, SYANE Ax FEE, FFAE E2E 4 F3 FEE9

Fulolg 2 5% HUt

MZAATRE Lups 3 2ufole a1 HSV-13 Vzvel disk dulel)~ a5& H7EsH7] 938 plague reduction

assays F-33k3lt).

% 4o YERA whel o] T sk e Vero "ﬂJ_Ur Mewo AXEE 129 ZHo|Ed EF8ta, A3 3¢ 2
4 9 >100 PFUY] Hlolel~E 1AIZE &9 AAAZ &, 25 & w859 £33 overlay mediags 7} €9

=
A3 HSV-1S 34 7F vjest & PAgH = %E‘ri(plaque)J FAE AlFsFTh.

VZVE MeWo A|EoA 2417t B¢t X713, 355 = BIES 83 & 4-697 wjdst & Zalm9] <
22 Al3A k. Vehicle A VA o]
nlolg 2~ k3 A4 vE(%)

2-1 HSV-1 Fulold 2 &% H7} A

HSV-10l o3t &nfolelx F5H7IE 98l gold standard assayoll 8933l plaque reduction assayZ =33}
%th. African Green Monkey kidney -2 A<l Vero M¥Eel ZF well @ >100 PFUS] HSV-1& 1A1ZF F<t 7+
AAZ F ) FEES 10, 25, 50 pg/mb A3 overlay medias 2]3le] 3UZF wjdste] o AxE = 50 U
EF STt
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[0097]

[0098]

[0099]

[0100]

[0101]

[0103]

[0104]

[0105]

[0106]

[0107]

[0108]

[0109]

SISl 10-2024-0174162

FEU A= T"r*}iﬂﬂ Ga ncyc lovir (GCV)& 40 ﬂg/m(% =

W, el we Fe Guleles f »}E} sy,

d Aol gEe Feka Alol=2k dvboly i~ g% A ixvh Hrt.
1S ul, = 6o Yl ule} o] Zetzel 7|7t 10 25 ug/meel

5ol e W el FEEeR
Eg Aeasia, EHekae ¥4 5
25, 50 pg/ml FE2 AT IS

FFALB)} LPNLE) F25L A
A R EHon gass AL sy

wal, A5 (G) FEE| g plague reduction assayE F3dste] 71 A7E & 79 Yedtr. & 749 JERA
Hkol o] HE(G) FEES 10, 25, 50 pg/ml FE2 ALYPS 0 RE FEAM Zart AEA @o} o)
- otk gufolH A~ o] UEIL. T3, FEE GS W$Fo] 29 5 ug/ml FEE AYIAS W= Z=
o] o] &3 AdEE AS A5t

A HUAL(B), SUYALE(F) 2 As(G) F=ELS HSV-1o] 3t Hojd dulole]x F%5S 2te AL &
T 3l

F7I2, FYAEB)Y FEE 55 &) gupolyx aF5S 7] F 19 YEM FXEZ plaque reduction
assay s —’F§ el O A3E = Bl wlel o], &YX (B)e] ik REET 22

goll WEFSITE. = 8

2-2 VIV @bl = ae 7t A3

Human malignant melanoma -2 AM3EFS MeWo AEo] >100 PFUS] VZVE 2417 B¢ 77 & FEHES
10, 25, 50 pg/m¢ 23 mediad 4-6U7F wjFatit.

T 9o yERA mle} o], HUAZB)I 2YAL(F) FEES AL W TE JEHE VIV FT 7t

R ES A=

T3 = 109 YERd nle} o], HUAE B 2UAALE(F) FEES AYUYS 9 vzv a9 AE T&

EHO R Zhardle AL FolEsic).

VZV 2ol dis] sxoE3 A 258 e $UXEB) Y BEE 558 e s 7] ¥ 19 vEd F

L2 plaque reduction assay® Fdste] 71 A4S & 11 WA = 139 YERNQT. = 119 ERA uvped

o], £UALE(B) FEE U 559 BIE (A, FREZE, oY opAHOE, REs W & RIE) =

Feke o€ ofMHolE W & RIEL Fulolglx 53 YEMA &E AL IS

T3, = 12 @ T 139 yEebd mie} o], dal B3 E(1.59, 3.99, 7.97 pg/m)Y FEEXE EIE(2.37

5.94, 11.87 pg/m)ol thete] HEo&4 Fulole] A % AFA], I HIBL EroEyoz Vv S

ol Fasta Feka e Ato]l=7t A dulold s d%S e S sttt

mEhA FGALE F YA FEES AAATE dos g avlelgia T FR-uldE ke H 2 (VZV) o 72 Y
2 5SS VA3, 53] £YALEY i RIES FroEF ulolya &
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k1
N2

1
(g
~

Antiviral assay protocol against MNV-1 with natural product

MNV-1 CW3 infection
MOI=0.01

l Harvest SPNT
- 24h Ohth 24h
L 1l I
| 1 |
Raw264.7 seeding T
Transfer
Hodg He| SPNT
2 o Plaque assay for each sample in BV-2 .,
I I I I | &
BV-2 seeding 0.2% Crystal

violet staining

EH2
MNV-1

DMSO Relative Plaque Formation
= 100+
s
= 80+
©
£
o 60+

B 50ug/ml ]

ug/m Z a0

=
2 20
®
°©
[+ 4

F 50ug/ml
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EH3
Butanol
DMSO fraction
(37 ug'ml)
B whole Water
extract fraction
{50ugimi) (24.8 ug/mi)
Hexane
fraction
(787 ugimi)
Chiorofom
fraction
(11.87 ugimi)
Ethyl acetate
fraction
(1.92 ugimi)

MNV-1 Relative Plaque Formation MNV-1 Virus Titer
?100- —_ 107+
c — = L
% 80 3 10
E ‘l?': 10"‘
S 604 o 104
2 =4

2 10%+

& 407 —
[ — 102
o ful
2 204 S 104
% > 10
&' 0 10°

O N @ > 2 &

o & £ & B S @

N & ‘&d&‘y & &

st,jb R & < _\\?
<&
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Er4

Plaque reduction assay protocol against HSV-1 & VZV

HSV-1 infection
3 >100 PFU/well

D3

| .
0.2% Crystal violet
staining

D-1 oh 1h D1 D2
I 1 1 :
| 1§ | i
Vero cells seeding 1
HAZ X2
VZV infection
© >100 PFU/well
D-1 oh 2h D1 D2

D3 D4~6 @
1 1 e .

MeWo cells seeding

HA=E Me

0.2% Crystal violet
staining

_15_
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k1
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I =}
> Q

Dose

E

HSV-1 plaque reduction assay

=3 10ug/ml
= 25ug/ml
g = 50ug/ml
510 — -
©
£ T
| .
2
S
2 50
1]
-
2
ko
I'g 0 T T -
DMSO GCV B F
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10 ug/ml

25 ug/ml

ZIHSd 10-2024-0174162

HSV-1 plaque reduction assay

Relative Plaque Size(%)

-
J

g

= DMSO
= 10 ug/ml
B 25 ug/ml

|

o -
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k1
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2 ug/mi

HSV-1 plaque reduction assay

5 ug/ml
100+ Ll

| 10 ugimi

=

T

o

E o 2ugiml
A Sug/ml

g & 10 ugiml

%. O 25 ug/mi

2 o 50 ugimi

g

@

= 9 . + oA Ee

DMSO GCV G
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8 whole
extract
(50ug/mi)

(7.97up'mi)

Chioroform
fraction
(11.87 ugimi)

HSV-1 plaque reduction assay

g

2

Relative plaque formation (%)

oﬁo °é 1.:;‘;":',#"’ ep‘p q\s‘"
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Ethyl acetate

fraction
1 (192up'mi)

Butanol
fraction
(3. Tugimi)

Water

. fraction
| (248ugmi)



Relative Plaque formation (%)

-
=
PR
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= 10ug/mi
= 25ug/ml
- 50ug/ml
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VZV plaque reduction

Relative plaque size (%)

1004

L.

L

_21_
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assay

= DMSO

= 10 ug/ml
= 25 ug/ml
m 50 ug/ml



Butanol
fraction
(3.7 pgimi)

Ethyl acetate
fraction
(1.92 pgiml)

Water
fraction
(24.6 pgimi)

ZIHSd 10-2024-0174162

VZV plaque reduction assay

H

-

Relative plaque formation (%)
=
L

s,
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Hexane fraction

I @l\

1.59 pg/mi
3.99 pgiml

7.97 pg/ml

Relative plaque formation (%)

ZIHSd 10-2024-0174162

Chloroform fraction

237 pgimi

5.94 yg/mi

11.87 pgiml

VZV plaque reduction assay

100

DMso Gey

Hexane

_23_
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EHI3
VZV plaque reduction assay
DMSO Plaque Area
3 1009 —
(7]
Q
3
o | o i
Hexane =
. >
fraction £ ]
€ g
r.897
DMSO _ il
pg/ml Hexane
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