CHAPTER V
RESULTS

Propagation of virus from clinical isolates

Total of 121 specimens collected from January 1998 to June 2002 were HSV

culture positive by SVC. They were all subcultured in Vero cells to increase the viral titer

for further studies. Among those, tes (71.07%; 86/121) were successfully

propagated. Some of them agated to yield high titers in Vero
cell culture or were lost r of passages varied from the

second to the sixth. The res

Typing of HSV isolat

SA usi g \‘s SV type specific was done as

described in Materials a 2 A number of 86 isolates were determined. The

characteristic of immunofiu entstaining patterns of HSV infected cells were shown

in Figure 6. Three examples of_Clinical: iS¢ ‘7 ere demonstrated. No.42/2001 was
HSV-1, and No.10/19994vas HSV-2 while No.11/2002 Wa sfound to be both HSV-1 and

)
HSV-2, suggesting th Hes ¢ the patients.

.

Total of 86 ch
indirect IFA usi ﬁﬁﬁ ﬁm‘ own in Table 5. Among
these clinical Q\ﬁi ﬁﬁ E]:Iﬁ % (54/86), followed by
HSV-2 34. 6) on e 6). When the
sampleajﬁ ﬁlé] i) ﬁm ﬁ Mﬁ iﬁﬂﬁﬂmimens with

HSV-1 and HSV-2 were detected in 90.91% (20/22), and 9.09% (2/22), respectively. No

~al isolates from both genital and non-genital were typed by

mixed infection was found. In genital specimens, HSV-1 was detected 53.12% (34/64),
43.75 % (28/64) of HSV-2, and 3.12% (2/64) of mixed infection were shown (Table 7).
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Table 4: The number of HSV propagation which were positive for HSV isolating during

January 1998 to June 2002.

Period Total of The number of passages of propagated HSV Total of

positive isolates successfully
HSV propagated
specimen P g Py Ps Pe HSV

JAN-DEC 10 = = = 3

1998

-—ﬂ

JAN-DEC - 14

1999
JAN-DEC 14

2000
JAN-DEC 5 44

2001
JAN-JUNE ’ 11

2002

m | il
Total 121 s . = [ = : 86
¢ ;
AREARANENINENNT .
4

AARANTUNNINGAE
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Figure 6: Immunofluorescence staining patterns of HSV-infected cells. Standard HSV-1
(KOS), standard HSV-2 (Baylor 186), and 3 clinical isolates were shown (magnification

40x).
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Table 5: The data of 86 tested clinical specimens typing by indirect IFA using MAb HSV-
type specific antibodies.

Site of collected HSV

Period No. | Sex . HSV type
specimens

JAN-DEC 1998 | 1/1998 M NG HSV-1

(n=3) 2/1998 M NG HSV-1

HSV-1

JAN-DEC 1999 HSV-1

(n=14) HSV-2
HSV-1
HSV-1
HSV-2
HSV-2

HSV-1

HSV-2

HSV-1

ﬂqg?il ' ﬂé}ﬁ; B/]n“j HSV-2

ARG URANYN Y-

13/1999 | F G HSV-1

14/1999 | F G HSV-1




Site of collected HSV
Period No. Sex ) HSV type
specimens
JAN-DEC 2000 | 1/2000 F G HSV-2
(n=14) 2/2000 F G HSV-2
3/2000 | M NG HSV-1
4/2000 | M G HSV-1
5/2000 HSV-1
6/2000w HSV-2
712006 HSV-2
62000 HSV-2
972000 HSV-1
1072004 HSV-1
11/2000. HSV-2
12/2000 HSV-1
o2 HSV-1
1
1412000 G HSV-1&-2
: ol Qs
oM NUNINENT =
YU
(n=44) 2/2001 F G 7 QHSV-1
WA ER NN VINBNAEL
q 1

4/2001

M

NG

HSV-1

39



Site of collected HSV
Period No. Sex ) HSV type
specimens
JAN-DEC 2001 | 5/2001 | F G HSV-2
(n=44) 6/2001 | F G HSV-2
712001 | F G HSV-2
8/2001 HSV-2
9/200 Twsfen HSV-2
10/200 77 | e HSV-2
114800 7PN HSV-1
1772008 £ #4 1 HSV-1
132008 |V 2 NG HSV-1
7 B
1472001 | WM HSV-1
oot | F | | HSV-1
HSV-1
‘ )
1712005 oF, @ S . HSV-2
AWEINBNINYINT
B ]
18/2001 | F G o HSV-1
: . ; [

ARVRINGEUHRLVINYUNALL
3 1
20/2001 | F G HSV-1
21/2001 | F G HSV-1
22/2001 | F G HSV-1




Site of collected HSV

Period No. Sex ) HSV type
specimens
JAN-DEC 2001 | 23/2001 | F G HSV-1
(n=44) 24/2001 | F NG HSV-1
25/2001 | F G HSV-1
26/2001 HSV-2
27/2004 . _ HSV-2
28/200 HSV-1
29900 HSV-2
30/200 HSV-2
HSV-1
HSV-1
HSV-1
HSV-1
ﬂ ‘j HSV-1
Ul 3612001 QHiSV-2
ARG &Y.
382001 | F G HSV-1
39/2001 | M G HSV-1
40/2001 | F NG HSV-1
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Period No. Sex = col!ected e HSV type
specimens

JAN-DEC 2001 | 41/2001 | F NG HSV-1
(n=44) 4212001 | F NG HSV-1
432001 | F NG HSV-1

442001 | F o _ HSV-1

JAN-JUNE 2002 | 1/2002mpf| HSV-2
(n=11) 2/200 NG HSV-2
HSV-1

HSV-2

HSV-1

HSV-2

HSV-1

8/ go - HSV-2
AN NN =

Y 102002 oHSV-2
QRO AMTINEN AL,

F = Female M = Male

NG = Non genital G = Genital

n = Number of Sample
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Table 6: Summarized typing data of clinical specimens in each years (January 1998-

June 2002). The information of gender was indicated.

No. of
Period specimens SEX HSV-1 HSV-2 HSV-1&-2
JAN-DEC F
3
1998 M 3
JAN-DEC 6
1999
JAN-DEC 4 1
2000 2
JAN-DEC 12
2001
JAN-JUNE 6 1
2002
30 2
Total f
(100 I (34.88%) (2.32%)
e ﬂMEI’J ‘YIEWIWI El’]ﬂi

“ %mmnifuum'mmaa




Table 7: The distribution of HSV type due to site of infection and gender.

Sex No. of Non-genital lesion Genital lesion
Specimens (n=22)(100%) (n=64)(100%)
HSV-1 HSV-2 | HSV-1&-2 HSV-1 HSV-2 | HSV-1&-2
F 70 11 0 - 29 28 2
M 16 9 - 5 0 -
/72 34 28 2
Total 86
—— (53.12%) | (43.75%) | (3.12%)
F = Female M = Male
No. = Number

AULINENINEINg

ARIANTAUNNIING 1A Y
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Antiviral susceptibility testing

To determine the sensitivity of HSV isolate to ACV by PRA, various
concentrations of ACV were tested i.e., 5, 2.5, 1.25, 0.62, 0.31, 0.16, 0.08, and 0 pg/ml.
Each experiment was done in quadruplicate well (Figure 7). Plaques were counted and
IC,, was calculated from linear equation. HSV isolates were considered susceptible to
ACV when the IC, was < 3 pg/ml and resistant when the IC,, was > 3 pg/ml (127). The

standard HSV-1 strain KOS and HSV- in Baylor 186 were run parallel in each assay.

Only 80 HSV isolat : V susceptibilities. Two isolates with

mixed infection were e lost during propagation to get

high titer of viruses. The r and 9 as IC,, of each HSV type.

\

Scattering graph of IC |sper3|on of the data [Figure 8

(HSV-1) and Figure 9 |
*
The range of IC . m_’ ar V-2 isolates were presented in Table 10

and Figure 10. The ran 164" 58V, igbiates was 0.07-0.97 pg/ml and
28 HSV-2 isolates were 0.17-1. -f— m thesmean IC,, of ACV for HSV-1 and HSV-2

isolates were 0.36 ug/ml (SD 0.23 | (SD: 0.36) while that of HSV-1 (KOS)

v- ‘,."' _ﬁ.r" :: ;
and HSV-2 (Baylor _; ' < 0l B : 0.04), respectively. There

was statistically sigrif u"-‘ SV-1 and HSV-2 isolates

(p =0.02). m | lﬂ
In tmﬂmg g!?w ﬂﬁow:ﬂ «Frlsﬂﬁates which means the

prevalence o was zero Therefore, charactenzatlon of TK-mutation in

ACV“SYWWTT‘JWW*‘? NYNa Y
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Figure 7: Assay of sensitivity to ACV of HSV isolates by PRA in 96 well-plate. Various

concentrations of ACV were tested i.e., 5, 2.5, 1.25, 0.62, 0.31, 0.16, 0.08, and 0 pg/ml

and done in quadruplicated wells for each concentration.
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Table 8: The IC,, values of HSV-1 isolates and standard HSV-1 (strain KOS).

Period No. of HSV-1 | IC,, of HSV-1 isolates
isolates (ng/ml)
JAN-DEC 1/1998 0.20
1998 2/1998 0.23
(n=3) 3/1998
JAN-DEC
1999
(n=8)
JAN-DEC
2000 7] W El’] ﬂ] ‘j’
(n=7) 5/2000 ¢ 0.10, v
ARAIRIPURLING A
9 ' 0. , ,
10/2000 0.15
12/2000 0.24
13/2000 0.25




No. of HSV-1 | IC,, of HSV-1 isolates
Period
isolates (ng/mi)
JAN-DEC 1/2001 0.23
2001 2/2001 0.36
(n=30) 3/2001 0.36
4/2001

11720014

1'0'#"""-'"r

uﬁ"’i 9}

22/2001

q wﬂ S5 3 ]

24/2001

25/2001

31/2001

w'ﬁjfflmm
AmINgAE
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No. of HSV-1 | IC,, of HSV-1 isolates
Period
isolates (png/ml)
JAN-DEC 32/2001 0.63
2001 33/2001 0.27
(n=30) 34/2001 0.56
35/2001 1o Q.71
37/2000
i ——
JAN-JUNE

AM|asaTaiumaIng

P

5/2002

9/2002

057

0.61

8 Y
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No. of HSV-1 | IC,, of HSV-1 isolates
Period
isolates (ng/ml)
Standard 0.48
HSV-1 0.31
(strain KOS) 0.42
0.56

No. = Number of HSV-1

g

IC,, = 50 % of inhibitory concentra;ion

AULINYNINYINT
PRIAATUAMINYAE



Figure 8: Scatter plot of IC,, value of HSV-1 isolates and standard HSV-1 strain KOS.
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Table 9: The IC,, values of HSV-2 isolates and standard HSV-2 (strain Baylor186).

No. of HSV-2 | IC,, of HSV-2 isolates
Period
isolates (ng/ml)
JAN-DEC 2/1999 1.38
1999 5/1999 0.17
(n=6) 6/1999 0.94
8/1999. "
JAN-DEC
2000
(n=6)
= audanensiens
2001 6/2001 0.38
¢ P v
20N 1N IEUNRIINE QY
q
8/2001 0.41
9/2001 0.22
10/2001 0.52
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st No. of HSV-2 | IC,, of HSV-2 isolates
isolates (ng/ml)
JAN-DEC 26/2001 0.36
2001 27/2001 0.29
(n=11) 29/2001 0.24
30/2001
362001 |
JAN-JUNE
2002
(n=5)

(B2 . 186) i

AUYINBNTHYINT
WIANTHIRIING A

No. = Number of HSV-2

IC, = 50 % of inhibitory concentration
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Figure 9: Scatter plot of IC,, value of HSV-2 isolates and standard HSV-2 strain Baylor
186.
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Table 10: The susceptibility results of either HSV-1 or HSV-2 isolates to ACV.

55

Type Range of IC,, Mean %SD of IC,,
(ng/mi)
HSV-1 isolates 0.07-0.97 0.3610.23

(n=52)

031068" 0.48+0.11

HSV-2 0.5410.36

0.581+0.04

Baylor186(n#6)"

n = Number of sample A

7

.,i m
¥ i¥

IC,, = 50 % of inhibitory concentration

AULINENTNEINS
ARIAIATUAMINYAE

SD = Standard deviation



Figure 10: Mean£SD of IC, of HSV-1 and HSV-2 viruses.
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