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Screening of plant extracts found that a biflavone from Cephalotaxus drupacea, which was found to be
ginkgetin, is active against herpes simplex virus type 1 (HSV-1). This compound caused dose-dependent
inhibition of virus replication with a 50%o cytotoxic activity at 12.8 pg/ml and 50%o anti-HSV-1 activity at 0.91
,ug/ml, the therapeutic index being 14.1. Ginkgetin also showed inhibitory effects against HSV type 2 and
human cytomegalovirus with therapeutic indices of 13.8 and 11.6, respectively. Ginkgetin had a weak virucidal
activity against HSV-1 at more than 5 ,ug/ml. Both adsorption of HSV-1 to host cells and virus penetration into
cells were unaffected by this agent. Ginkgetin suppressed viral protein synthesis when added at various steps
of HSV-1 replication and exerted strong inhibition of transcription of the immediate-early genes.

For several years, we have screened natural compounds
for antiviral activity. Ginkgetin, which is a biflavone orig-
inally isolated from Ginkgo biloba, has been obtained as an
active component from Cephalotaxus drupacea Siebold and
Zuccarini. The chemical structure was determined by Baker
et al. (1). In 1971, Khan et al. (9) reported the isolation of
ginkgetin from the leaf of C. drupacea.
So far, many flavonoids extracted from various plants

have been reported to possess antiviral activity (2, 3, 7, 8,
15). The purpose of this study was to determine the effects of
ginkgetin on herpes simplex virus type 1 (HSV-1) replication
in vitro.

MATERIALS AND METHODS
Preparation of ginkgetin. Fresh leaves and twigs (6.5 kg) of

C. drupacea Siebold and Zuccarini were cut into small
pieces and extracted with methanol (MeOH) at room tem-
perature. The chloroform-soluble part of the MeOH extract
(65.3 g) was chromatographed on a silica gel column by using
a stepwise gradient of CHCl3-MeOH as an eluent to give 11
fractions. Fraction 6 (9.71 g) eluted with CHCl3-MeOH (9:1)
was further column chromatographed on silica gel and
Sephadex LH-20 successively to afford yellow crystals (199
mg). This crystalline compound was identified as ginkgetin
(Fig. 1) by comparison of its spectral data with those
reported in the literature (10).

Cells and viruses. HeLa and Vero cells were cultured in
Eagle's minimal essential medium supplemented with 6%
fetal bovine serum for growth of virus and plaque assay.
Human embryonic lung (HEL) cells were grown in minimal
essential medium containing 10% bovine serum. HSV-1
strain HF was propagated at a low multiplicity of infection
and plaque assayed on HeLa or Vero cell monolayers, HSV
type 2 (HSV-2) strain UW-268 was propagated and plaque
assayed on Vero cells, and human cytomegalovirus (HCMV)
strain Towne was plaque assayed on HEL cells.

Cytotoxicity assay. To specify the degree of cell prolifera-
tion, the doubling times of HeLa and Vero cells were
determined by seeding at a density of 2 x 105 cells per
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35-mm dish and by counting viable cells every 24 h for 96 h.
For cell growth inhibition studies, 2 x 105 cells per 35-mm
dish were seeded and cultured for 72 h at 37°C in the
presence of increasing amounts of ginkgetin. After the
medium was removed, the cells were trypsinized and viable
cell yield was determined by the trypan blue exclusion test.
The inhibition data were plotted as dose-response curves,
from which the 50% inhibitory dose (ID50) was obtained.

Antiviral activity. HeLa or Vero cell monolayers in 24-well
culture plates were washed and infected with HSV-1 or
HSV-2 at 0.2 PFU per cell, adsorbed for 1 h at room
temperature, and refed with maintenance medium (minimal
essential medium plus 2% fetal bovine serum) containing
various concentrations of ginkgetin. The cultures were incu-
bated for 24 h at 34°C in 5% C02, harvested, and disrupted
by three cycles of freezing and thawing. HEL cells infected
with HCMV at 0.2 PFU per cell were treated with ginkgetin
for 48 h. The harvested cultures were disrupted by three
cycles of freezing and thawing. Virus yields were determined
by plaque assay. Each concentration was assayed in two
independent experiments. The antiviral activity was ex-
pressed as the 50% effective dose (ED50) for viral replica-
tion, which was the lowest drug concentration that reduced
plaque numbers by 50% in the treated cultures compared
with untreated ones.

V'irucidal activity. In order to determine the inactivation of
virus by the drug, ginkgetin was diluted in the medium to
provide final concentrations ranging from 0.2 to 50 ,g/ml.
HSV-1 was added to the solutions, which were then incu-
bated for 9 h at 37°C. Samples were harvested in a small
quantity of the mixtures every 3 h and plaque assayed.

Effect on virus adsorption to cells. HeLa cells grown to
confluence in 60-mm dishes were pretreated with ginkgetin
for 3 h at 37°C. After being washed with phosphate-buffered
saline (PBS) (pH 7.2), the cells were inoculated with HSV-1
at 1 PFU per cell for 1 h at 37°C. The inocula were
recovered, and the unadsorbed viruses in these samples
were titrated by plaque assay for comparison with those
recovered from untreated control cultures.
Assay for rate of virus penetration. Virus penetration into

host cells was measured by the method reported by Huang
and Wagner (6) and modified by Highlander et al. (4).
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FIG. 1. Structure of ginkgetin.

Briefly, HeLa cell monolayers were pretreated with ginkge-
tin for 3 h at 37°C and then inoculated with HSV-1 and
incubated at 4°C for adsorption. After 1 h, the cultures were
shifted to 37°C for penetration into cells. Every 30 min,
unpenetrated viruses were inactivated by treatment with
citrate buffer (pH 3.0) for 1 min. The monolayers were
overlaid with 0.5% methylcellulose, incubated for 2 days,
and stained with crystal violet to count the number of
plaques.

Detection of viral DNA. Vero cells infected with HSV-1 at
10 PFU per cell were harvested every 1 h for 8 h postinfec-
tion (p.i.). The procedures for the detection of viral DNA by
hybridization with a biotin-labeled probe have been de-
scribed elsewhere (11).

Preparation of anti-HSV serum. Rabbit antiserum was

prepared by the procedure described by Showalter et al. (14)
with a slight modification. Virus-infected HeLa cells show-
ing maximum cytopathic effect were harvested and disrupted
by freezing-thawing followed by centrifugation. A 0.5-ml
volume of the supernatant (108 PFU/ml) per animal was used
as an immunogen. The samples (a 1:1 emulsion of antigen in
Freund's complete adjuvant) were injected in five subcuta-
neous sites along the back. Booster immunizations were at 7,
14, and 21 days in Freund's incomplete adjuvant. The rabbits
were bled at day 45.
SDS-PAGE analysis of radiolabeled proteins. To analyze

the effect of ginkgetin on host cell protein synthesis, Vero
cells were radiolabeled for 4 h in the medium containing the
compound. In the infection experiments, Vero cells were
infected with HSV-1 at 10 PFU per cell and radiolabeled at
the times indicated. After the monolayer was washed and
replenished with methionine-free minimal essential medium
(Flow Laboratories, Irvine, United Kingdom), 10 ,uCi of
Tran 35S-label (70% [35S]methionine and 20% [35S]cysteine;
1,000 Ci/mmol; ICN Biomedicals, Inc.) per 60-mm dish was
added and incubated at 37°C. For labeling of immediate-
early (IE) proteins of HSV-1, Vero cells were incubated in
the presence of 50 ,ug of cycloheximide per ml from 2 h
before infection (-2 h) to 2 h p.i., infected with virus from
-1 h to 0 h, and further incubated for 1 h with the medium
supplemented with drug and Tran 35S-label in the presence
of 5 ,ug of actinomycin D per ml. Infected cells were

harvested and extracted with cell lysis buffer (0.05 M Tris-
HCl [pH 7.0], 0.15 M NaCl, 1% sodium dodecyl sulfate
[SDS], 1% Triton X-100) and then centrifuged at 120,000 x g
for 1 h at 4°C. An aliquot of the cell lysates-was treated with
rabbit antiserum and protein A-Sepharose CL-4B (Pharma-
cia LKB Biotechnology, Uppsala, Sweden) overnight at 4°C
with rocking. The immunoprecipitates and the cell lysates
were analyzed by SDS-polyacrylamide gel electrophoresis
(PAGE) (8% polyacrylamide). After electrophoresis, the gels
were soaked in 1 M sodium salicylate for 30 min, dried, and
exposed to X-ray films (13).

TABLE 1. Effect of ginkgetin on the cell growth and
replication of virusa

Virus Host Cytotoxicity Antiviral activity Therapeutic index
cell (ID50; 4g/ml)6 (ED50; P,g/ml) (ID5dED5o)

HSV-1 HeLa 12.8 + 0.36 0.91 ± 0.064 14.1 ± 0.57
HSV-1 Vero 11.5 t 0.71 0.76 ± 0.050 15.1 ± 1.84
HSV-2 Vero 11.5 t 0.71 0.83 ± 0.022 13.8 ± 1.20
HCMV HEL 19.0 ± 2.80 1.75 t 0.360 11.6 ± 0.71

a Each value is the mean + standard deviation of two independent
expenments.

For the cytotoxicity assay, cells were treated with ginkgetin for 72 h at
37°C. In the assay for anti-HSV-1, anti-HSV-2, and anti-HCMV activities,
infected cells were harvested after incubation at 34°C for 24, 24, and 48 h,
respectively.

RESULTS

Effects of ginkgetin on cell growth and virus replication.
The length of time of cell doubling was 23 h for HeLa and
Vero cells. Uninfected or HSV-infected cells were cultured
for 72 h in the medium supplemented with 0.2 to 100 ,ug of
ginkgetin per ml. Drug concentrations below 2 ,ug/ml showed
no cytotoxicity. The ID50s for HeLa, Vero, and HEL cells
were 12.8, 11.5, and 19.0 jig/ml, respectively (Table 1). In
HSV-1-infected HeLa cells, a dose-dependent inhibition of
virus replication was observed, showing about 2.1 and 3.0
log units of reduction of virus yield at 2 and 5 p,g/ml. The
ED50 for anti-HSV-1 activity was 0.91 ,ug/ml. Therefore, the
in vitro therapeutic index, calculated by dividing the ID50 by
the ED50, was 14.1. The replication of HSV-1 in Vero cells
was also inhibited by ginkgetin to almost the same degree
that it was in HeLa cells, the ED50 and the therapeutic index
being 0.76 jig/ml and 15.1, respectively. Furthermore,
ginkgetin exerted anti-HSV-2 and anti-HCMV activities, for
which the therapeutic indices were 13.8 and 11.6, respec-
tively.

Direct virucidal activity of ginkgetin. A dose-dependent
effect by direct incubation with ginkgetin was observed
(Table 2). Ginkgetin reduced infectivity by approximately 60
and 80% at 5 and 50 ,ug/ml, respectively. A 50% reduction in
the control preparation without ginkgetin was noted.

Effect of ginkgetin on virus adsorption and penetration.
Ginkgetin did not interfere with the attachment to cell
membranes at concentrations of 0.2 to 50 ,ug/ml (data not
shown). The kinetics of penetration was determined by
inactivating the unpenetrated viruses with a low-pH citric
acid buffer at various times after temperature shift from 4 to
37°C (Fig. 2). Pretreatment of HeLa cells with 1, 5, or 50
,ug/ml did not inhibit virus penetration.

Effects of ginkgetin on protein synthesis. Ginkgetin did not

TABLE 2. Direct virucidal activity of different concentrations
of ginkgetin on HSV-1

HSV-1 infectivity (%) after the following
Ginkgetin concn incubation times (h):

(~Lg/m1)
0 3 6 9

0 100 t 7.8a 67 ± 7.8 54 ± 4.2 50 ± 3.6
0.2 64 ± 10.6 53 ± 7.8 51 ± 5.0
1 60 ± 9.2 52 ± 1.4 47 ± 5.0
5 67 ± 4.2 53 ± 8.5 39 ± 4.2

50 65 ± 6.4 26 ± 5.0 19 ± 2.8

a The plaque titer of inocula (approximately 106 PFU/ml) was expressed as
100%. Each value is the mean ± standard deviation of duplicate experiments.
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FIG. 3. Analysis by SDS-PAGE of the proteins synthesized in
HSV-infected Vero cells untreated or treated with 4 or 20 ,ug of
ginkgetin per ml. The cells were pulse-labeled with Tran 35S-label at
0 to 1, 2 to 3, 4 to 5, 6 to 7, or 8 to 9 h p.i., and the immunoprecip-
itated proteins were analyzed as described in Materials and Meth-
ods. Ginkgetin was added at the same times of labeling, that is, at 0,
2, 4, 6, or 8 h p.i. The numbers on the right indicate apparent
molecular weights (in thousands).
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FIG. 2. Effect of ginkgetin on HSV-1 penetration. Dilutions of
virus (ca. 100 PFU) were adsorbed for 1 h at 4'C on HeLa cells
pretreated for 3 h with ginkgetin at concentrations of 0 (@), 1 (0), 5
(A), or 50 (A) pg/ml. After being washed with PBS, the cultures
were shifted to 37°C and treated with 40 mM citric acid buffer (pH
3.0) for 1 min at 30-min intervals. Surviving virus plaques were
counted after 2 days. The results were expressed as percent pene-
tration, with the maximum penetration of virus on untreated cells
taken to be 100%. Each point is the mean of duplicate experiments.

inhibit cellular protein synthesis at concentrations of 4 or 20
p,g/ml (data not shown). In contrast, when Vero cells were
infected with HSV-1 and ginkgetin was added at different
times after infection, viral protein synthesis was strongly
inhibited (Fig. 3). The compound inhibited the bulk of the
protein synthesis even when it was added 8 h p.i.; 4 ,g/ml
was sufficient for ginkgetin to cause inhibition. Viral DNA
was detected from 5 h p.i., and late structural proteins began
to be synthesized from about 6 h p.i. under these conditions
(data not shown). The effect of ginkgetin on the viral IE
proteins was unclear from the data obtained in Fig. 3. IE
proteins were detected by virus infection of cells in the
presence of cycloheximide, which was followed by treat-
ment with actinomycin D (Fig. 4). When infected cells were
treated with ginkgetin during transcription of viral DNA to
mRNA (-2 to 2 h p.i.), an almost complete blocking of
protein synthesis was observed at 4 and 20 ,ug/ml. However,
the expression of IE proteins of HSV-1 was suppressed to a

FIG. 4. Analysis by SDS-PAGE of HSV-1 IE proteins synthe-
sized in virus-infected cells untreated or treated with 4 or 20 ,ug of
ginkgetin per ml from 2 to 3 h p.i. or from 2 h before infection (-2
h) to 2 h p.i. Vero cells were incubated in the presence of
cycloheximide from -2 to 2 h p.i., infected with virus during -1 to
0 h, and then cultured for 1 h (i.e., during 2 to 3 h p.i.) in the medium
containing Tran 35S-label and actinomycin D. An aliquot of the cell
lysates was subjected to SDS-PAGE as described in Materials and
Methods.
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lesser extent when infected cells were treated during trans-
lation (2 to 3 h).

DISCUSSION

The results obtained in the present study show that
ginkgetin isolated from C. drupacea Siebold and Zuccarini
exerts a dose-dependent inhibitory effect in vitro on the
replication of HSV-1. This activity was demonstrated by
virus yield reduction at concentrations that were below the
cytotoxic dose. Ginkgetin also inhibited the replication of
HSV-2 and HCMV.

In order to elucidate the mode and mechanism of its action
in the inhibition of HSV-1 replication, the effect of ginkgetin
was studied under various conditions. It was shown that
direct inactivation of virus was observed at considerably
high concentrations and might be attributed partially to the
antiviral effect of ginkgetin. Attachment of the virus to cells
and penetration were unaffected by ginkgetin.

Studies on the times at which ginkgetin is added to
HSV-infected cell cultures indicate that the agent suppresses
the protein synthesis at various steps of viral replication.
There was no clear evidence for selective reduction of
synthesis of any particular proteins.
IE (alpha) genes, by definition, are transcribed in infected

cells in the absence of viral protein synthesis. Expression of
the IE genes is obligatory for sequential transcription of the
viral genome (16). In the present study, selective enhance-
ment of IE proteins was achieved through accumulation of
IE transcripts by cycloheximide treatment. Transcription of
the IE genes was strongly suppressed by ginkgetin, while
translation of the transcripts was not affected as much,
suggesting that this compound blocks a step of transcription
rather than protein synthesis in the early events of viral
replication. Some flavones are known to block RNA synthe-
sis (3, 7). In this experiment, ginkgetin inhibited protein
synthesis even when added at 4 to 8 h p.i., when proteins of
the and y groups are synthesized (5, 12). Thus, ginkgetin
might also interfere with the synthesis of virus mRNA in the
later steps of viral replication.

In conclusion, ginkgetin is an inhibitor of HSV-1 replica-
tion in vitro at concentrations that have little or no effect on
the growth of host cells. The agent showed efficacy in the
inactivation of virus.

ACKNOWLEDGMENT

This work was supported by a grant from the Shorai Foundation
for Science and Technology.

REFERENCES

1. Baker, W., C. M. Finch, W. D. Ollis, and K. W. Robinson. 1959.
Biflavonyls, a new class of natural product. The structures of
ginkgetin, isoginkgetin, and sciadopitysin. Proc. Chem. Soc.
1959:91-92.

2. Beladi, I., R Pusztai, J. Mucsi, M. Bakay, and M. Gabor. 1977.
Activity of some flavonoids against viruses. Ann. N.Y. Acad.
Sci. 284:358-364.

3. Castrillo, J. L., D. V. Berghe, and L. Carrasco. 1986. 3-Meth-
ylquercetin is a potent and selective inhibitor of poliovirus RNA
synthesis. Virology 152:219-227.

4. Highlander, S. L., S. L. Sutherland, P. J. Gage, D. C. Johnson,
M. Levine, and J. C. Glorioso. 1987. Neutralizing molloclonal
antibodies specific for herpes simplex virus glycoprotein D
inhibit virus penetration. J. Virol. 61:3356-3364.

5. Honess, R. W., and B. Roizman. 1974. Regulation of herpes
virus macromolecular synthesis. I. Cascade regulation of the
synthesis of three groups of viral proteins. J. Virol. 14:8-19.

6. Huang, A. S., and R. R. Wagner. 1964. Penetration of herpes
simplex virus into human epidermoid cells. Proc. Soc. Exp.
Biol. Med. 116:863-869.

7. Ishitsuka, H., C. Ohsawa, T. Ohiwa, I. Umeda, and Y. Suhara.
1982. Antipicornavirus flavone Ro 09-0179. Antimicrob. Agents
Chemother. 22:611-616.

8. Kaul, T. N., E. Middleton, Jr., and P. L. Ogra. 1985. Antiviral
effect of flavonoids on human viruses. J. Med. Virol. 15:71-79.

9. Khan, N. U., M. Ilyas, W. Rahman, M. Okigawa, and N.
Kawano. 1971. Occurrence of biflavonyls in Cephalotaxus.
Phytochemistry 10:2541-2542.

10. Markham, K. R., C. Sheppard, and H. Geiger. 1987. 13C NMR
studies on some naturally occurring amentoflavone and hinoki-
flavone biflavonoids. Phytochemistiy 26:3335-3337.

11. Nago, R., K. Hayashi, H. Ochiai, Y. Kubota, and S. Niwayama.
1988. Detection of herpes simplex virus type 1 in herpetic ocular
diseases by DNA-DNA hybridization using a biotinylated DNA
probe. J. Med. Virol. 25:259-270.

12. Roizman, B., and W. Batterson. 1985. Herpesviruses and their
replication, p. 497. In B. N. Fields (ed.), Virology. Raven Press,
New York.

13. Sambrook, J., E. F. Fritsch, and T. Maniatis. 1989. Molecular
cloning: a laboratory manual. Cold Spring Harbor Laboratory,
Cold Spring Harbor, N.Y.

14. Showalter, S. D., M. Sweig, and B. Hampar. 1981. Monoclonal
antibodies to herpes simplex virus type 1 proteins, including the
immediate-early protein ICP4. Infect. Immun. 34:684-692.

15. Vrijsen, R., L. Everaert, and A. Boeye. 1988. Antiviral activity
of flavones and potentiation by ascorbate. J. Gen. Virol. 69:
1749-1751.

16. Wagner, E. K. 1985. Individual HSV transcripts: characteriza-
tion of specific genes, p. 45-104. In B. Roizman (ed.), The
herpesviruses, vol. 3. Plenum Press, New York.

VOL. 36, 1992


