CHAPTER V

DISCUSSION AND CONCLUSION

1. Population study

The patients that used to study\_ of HCV genotype in this study were

al hen, the data of this study could
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mdistribution of HCV genotype

the patients from King Chulalongkﬂ.;
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not represent a picture of the ‘WH

in Thailand.
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Ramathibodi Hospital who
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2. RT-PCR ampilificati

The one hundred and twentyssix
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amplification. There wereua&ectable levels of am

These results sugg(?jd the Iitﬁiﬁ %rz]oﬁ PCR ﬂ agﬁl)j/ ﬁ CV RNA in the original
specimen. The spe 1Iellil&le uanti ‘igR t be perférmed the nested PCR
amplification. Although the nested PCR?would add «delays, expenserand the risk of
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the sufficient products for sequencing in the next step.
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3. The reliable results of in-house HCV 5’ NCR direct DNA sequencing assay.

The comparison between the in-house 5’NCR direct DNA sequencing assay and
TRUEGENE HCV 5’NC Genotyping Kit showed the concordance genotype in 80.77% and

the concordance subtype in 65.38 %.

All specimens that TRUEGENE assay identified as genotype 3 could be identified as

genotype 3 by in-house 5° NCR genotyping aséyy For the subtype in the genotype 3, the
specimens that identified as subtype 3a by TR@E HCV 5°'NC Genotyping kit were

identified as subtype 3a in all speeimens by in“house 5'NCR direct DNA sequencing assay.
— 4

The one case of subtype 3b s/hgweffr

subtype 3d was classified into subtype 8a by inthouse 5’'NCR dlrect DNA sequencing assay.

& concordance subtype However, the one case of

The discordance in this case of subtype 3d reference database in the in-house

5'NCR direct DNA sequencin Then Sh@ case must be classified subtype in

genotype 3a that sequence was ost'SImlla't‘_ with existing database. According to the

.l r". ak _g'_.l'.:‘} d"

therapeutic recommendation, ' atment of p.é};ents who infected with subtype 3a and

subtype 3d would not different. owever, the m‘fe;eﬁce database of subtype 3d will be

update. S , v e

-_'4 —— o
-

For the typing of génotype 1, the result is 64.29% (9_6?‘#4) concordance. Of the
discordance genotype, genotype 6 was identified in 3 specnmens and two specimens were
genotype 3 by in-house.5’; NCR genotyping.assay. The identification.of different genotype
between two assays miay be-because of the database that'used to compare the genotype.
The database of the TRUEGENE HCV 5'NC Genotyping kit had a small number of genotype
6 reference. Moreover, thé referencelseguenceiin'5! NCRof genotype 1 énd genotype 6 that
reported from Thailand differ in 5 nt at position as followed. The sequence of sample has
similar nucleotides in all 5 positions of genotype 6. Then, this sample was assigned as

genotype 6 variants by this method.
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Figure 13. The sequence alignment of HCV 5’ NCR between genotype 1b, genotype
6 variants (6f.TH.TH97) and the specimen no. rama26. This specimen was assigned

genotype 1b by TRUGENE while the genotype 6 was identified by this method.

=320 -300 -280
1b.DE.HCV- : . 55
1b.JP.HCV- : 55
1b.CN.HEBE : 55
1b.AU.HCV- : 55
1b.JP.HCV- : 55
6f.TH.TH97 : 54
rama26 54
1b.DE.HCV- : 109
1b.JP.HCV- : : 109
1b.CN.HEBE : 109
1b.AU.HCV- : 109
1b.JP.HCV- : 109
6f.TH.TH97 : 108
rama26 108
1b.DE.HCV- : : 164
1b.JP.HCV- : : 164
1b.CN.HEBE : : 164
1b.AU.HCV- : : 164
1b.JP.HCV- : : 164
6f.TH.TH97 : : 163
rama26 : 163
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Figure13. The sequence alignment of HCV 5" NCR between genotype 1b, genotype
6 variants (6f.TH.TH97) and the specimen no. rama26. This specimen was assigned

genotype 1b by TRUGENE while the genotype 6 was identified by this method (continued).

-160 -140 -120

1b.DE.HCV- : SE e = 216
1b.JP.HCV- : 216
1b.CN.HEBE : 216
1b.AU.HCV- : 216
1b.JP.HCV- : 216
6f.TH.THO97 : 215
rama26 215
1b.DE.HCV- : 271
1b.JP.HCV- : 271
1b.CN.HEBE : 271
1b.AU.HCV- : 271
1b.JP.HCV- : 271
6f.TH.TH97 : 270
rama26 270
1b.DE.HCV- :

1b.JP.HCV- :

1b.CN.HEBE :

1b.AU.HCV- :

1b.JP.HCV- :

6f.TH.TH97 :

rama26

' ! | |
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as Vietnam and Hong Kong. The previous study demonstrated that the prevalence of

genotype 6 variants was found at least 15% in Thai population. The significant contribution of

these variants in this region of the world needed further investigation and the importance of

genotype 6 is not clearly known.
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For the classification of subtype, all specimens of subtype 1a were concordance
subtype. Only four out of nine of genotype 1b are typing as 1b by our method. The
discordance genotypes were assigned as genotype 6 variants in 3 cases and 2 cases were
identified as genotype 3a and 3b. The sequences of these two cases were analyzed in detail
by aligned with the reference sequences of genotype 1b and 3a, 1b and 3b. The result

showed as followed.

|
Figure 14. The sequence alignment of l-{(?(/ 'VNCR between genotype 1b and

genotype 3a. The specimen, rama3, was assigned g_gn/otybe 1b by TRUGENE while the

genotype 3a was identified by this method. b4 —

300 -280

-320 ’
GACACTCC. G

3a.CB : TCCECTGTGAGGAACTICTGTCT-TCACGC : 49
3a.QCc8 R BC CCCCTGTGAGGAACTTCTGTCT-TCACGC : 38
3a.QC10 R CEECTCTGAGGAACTTCTGTCT-TCACGC : 38
3a.NzL1 : GACACT TCCCECTGTGAGGAACTTCTGTCT-TCACGC : 49
3a.FR.HPCS : CTECCETGTGAGGARCTTCTGTCT-TCACGC : 41
rama3 : TTTGGAACTACTETTTCTCACGC : 50
1b.AU.HCV- : %wp;\smc TACTGTCT-TCACGC : 49
1b.CN.HEBE : TGAGGAACTACTGTCT-TCACGC : 49
1b.DE.HCV- : TGAGGAACTACTGTCT-TCACGC : 49
1b.JP.HCV- : JTGIGACGAACTACTGTCT-TCACGC : 49
1b.JP.HCV- : GAGGAACTACTGTCT-TCACGC : 49
aGGAACT CTGTcT TCACGC
*-'— o
e s ‘{’ -240
3a.CB : GGAAAGCGCCTAGCCATGGEGTTAGmTCGTGCAGCCTCCAGGC : 99
3a.Qc8 : GGAAAGCGCCTAGCEATCGCETTAGT FGTCGTGCAGCCTCCAGGA : 88
3a.QCc10 : GGAAA CTAGCCATGGCGTTAGTACGAGTGTCGTGCAGCCTCCAGGA : 88
3a.NZL1 : mﬁcmsccmescmmsrm&mmscﬁ 'GTGCAGECTCCAGGA : 99
3a.FR.HPCS : AARGCT AGTGTCGTGCAGCCTCCAGGA : 91
rama3 : y ' ) ' AGCCTCCAGGA : 100
1b.AU.HCV- : AGAAAGCG TAGCCATGGCGTTAGTMMGTCGTGCAGCCTCCAGGA : 99
1b.CN.HEBE : AGAAAGCGICTAGCCATGGCGTTAGTATGAGTGTCGTGEAGCCTCCAGGA : 99
1b.DE.HCV- : AGAAAGCGTCTAGCCATGGCGTTAGTATGAGTGTCGTGCAGCCTCCAGGA : 99
1b.JP.HCV- : AGAAAGCGTCTAGCCATGGCGTTAGTATGAGTGTCGTGCAGCCTCCAGGA : 99
1b.JP.HCV- : AGAAAGCGICTAGCCATGGCGTTAGTATGAGIGITCTGCAGCCTCCAGGA : 99
GAAAGCG CTAGCCATGGCGTTAGTA GAGTGICGTGCAGCCTECAGGa
-220 -200 -180
3a.CB #9—-CCCECCCECCEGGGAGAGCCATACTGETCTGEGGAACCGGTGAGTACAG, 1 148
3a.Qcs Y —cemmcmcccsmmrmmercrscmccmmﬂcm : 137
3a.QCc10 : ¥ —~CCCECCCTCCCEGEAGAGCCATAGTGGTCTGCEGARCCGETGAGTACAC=: 137
3a.NZL1 : —CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 148
3a.FR.HPCS : -CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 140
rama3 : —CCCCCCCTCCCGGGAGA-CCATAGTGGTCTGCGGAAC-GGTGAGTACAC : 147
1b.AU.HCV- : —-CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 148
1b.CN.HEBE : -CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 148
1b.DE.HCV- : -CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 148
1b.JP.HCV- : -CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 148
1b.JP.HCV- : -CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC : 148

CCCCCCCTCCCGGGAGAgCCATAGTGGTCTGCGGAACCGGTGAGTACAC



3a.CB
3a.QC8
3a.QC10
3a.NZL1
3a.FR.HPCS
rama3
1b.AU.HCV-
1b.CN.HEBE
1b.DE.HCV-
1b.JP.HCV-
1b.JP.HCV-

3a.CB
3a.QCc8
3a.QC10
3a.NZL1
3a.FR.HPCS
rama3
1b.AU.HCV-
1b.CN.HEBE
1b.DE.HCV-
1b.JP.HCV-
1b.JP.HCV-

3a.CB
3a.QcC8
3a.QC10
3a.NZL1
3a.FR.HPCS
rama3
1b.AU.HCV-
1b.CN.HEBE
1b.DE.HCV-
1b.JP.HCV-
1b.JP.HCV-

3a.CB
3a.QcC8
3a.QC10
3a.NZL1
3a.FR.
rama3
1b.AU.HCV-
1b.CN.HEBE
1b.DE.HCV-
1b.JP.HCV-
1b.JP.HCV-

e se s se ee se e

-160 -140
CGGAATCGCTGGGGTGACCGGGTCCTTTC--TTGGAACA-ACCCGCTCAA

CGGAATCGCTGGGGTGACCGGGTCCTTTC-~-TTGGAACA-ACCCGCTCAA :
CGGAATCGCTGGGGTGACCGGGTCCTTTC--TTGGAACA-ACCCGCTCAA :

CGGAATCGCTGGGGETGACCGGGTCCTTTC--TTGGAGCA-ACCCGCTCAA
CGGAATCGCTGGGGTGACCGGGTCCTTTC--TTGGAGCA~ACCCGCTCAA
CGGAATCGCTGGGGTGACCGGGTCCTTTC--TTGGAGTA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCTTTC--TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCTTTC--TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCTTTC--TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCTTTC--TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCTTTC--TTGGATCA-ACCCGCTCAA
CGGAAT GC GG GACCGGGTCCTTTC TTGGA cA ACCCGCTCAA

)

TACCCAGAAATTTGGGCGTGCCCCL
TACCCAGAAATTTGGGECGTGCCCCC
TACCCGGAAAT TTEGEEEGTGCCCACGC
TACC clele Gccc‘,c QG%CCGAGTAGTGTT
TACCCAGAAAPTTECGCETECCCCCGCGAGAT & CGAGTAGTGTT
TACCCAGAAATTE cef. n : TAGCCGAGTANTGTT
TGCCT # GCGAGACTGCTAGECGAGTAGTGTT
TGCCT cc . GOGAGACTGCTAGCCGAGTAGTGTT
TGCCT T é’! CCCCGCGAGACTGETA
TGCCT el ccchQGAGACTGc'rAGCCGAGTAGTGTT
CTGCTAGCCGAGTAGTGTT

TGCCT!
T CC CTAGCCGAGTAGTGTT

-120

-80

TGCTTGCGAGTGCC
"GAT TGCTTGCGAGTGCC
ATAGGGTGCTTGCGAGTGCC

GGGTCGCGAAAGGCCHGT(&GTA@T
CTTGTGGTACTGCCTGMAM ;

AAASLL LTI GGTACTEUC]

CTTGTGGTACT'GCCT_; A

AGGGTGC

TTGCGAGTGCC
TTGCGAGTGCC

ﬁtﬁ%ﬂ?ﬁ?}mﬁm‘%’ WHNS

CEBGGAGGTCTCGTAGACCGTGCAAC : 310
CCGGGAGGTCTCGTAGACCGTIGCAAC : 321 .

3

CcCi TCTCGT. 82 :

CCGGGAGGTCTCGTAGACCGTGCACC : 321
CCGGGAGGTCTCGTAGACCGTGCACC : 321
CCGGGAGGTCTCGTAGACCGTGCACC : 321
CCGGGAGGTCTCGTAGACCGTGCATC : 321

CCGGGAGGTCTCGTAGACCGTGCA C

TAGCCGAGTAGTGTT :
CTAGCCGAGTAGTGTT :
TAGCCGAGTAGTGTT :

CGAGTAGTGTT :

195
184
184
195
187
194
195
195
195
195
195

245
234
234
245
237
244
245
245
245
245
245

295
284
284
295
287
294
295
295

: 295

: w "E’J‘WH']@H

295
295
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The variation sequences of specimen rama3 was similar to genotype 3a in 16 nt
while similar to genotype 1 only 2 nt. The sample assigned as 1b by TRUGENE while only 2

positions similar to genotype 1b might be because of the incorrectly labeling of samples.

The other discordance genotype was the convergent between genotype 1b by
TRUGENE and genotype 3b by in-house 5 NCR genotyping assay. The specimen was

aligned with the reference sequences of genotype 1b and 3b. The result showed as

followed. , ///

HL
ﬁﬁCV@eMeen genotype 1b and

Figure 15. The sequenwsﬂ—nt 0

genotype 3b. This specimen was

3b was identified by this method.

-
. ; \ 40 =
1b.DE.HCV- : GACACTCCAC ITAGATCACT CCCCTGTGAGGAACTACTGTCTTC-ACGC : 49

1b.JP.HCV- : GACACTC
1b.CN.HEBE : GACACTC

TACIGTCTTC-ACGC : 49
TACTGTCTTC-ACGC : 49

1b.AU.HCV- : GACACTCCACCATAGATCA }’ GTG? C’fﬁTGTCTTC—ACGC : 49
1b.JP.HCV- : GACACTCCACCATAGA CCCCTGIGAGGA TGTCTTC-ACGC : 49
3b.JP.HCV- : GACACTCCACCATEAATCACTCCCCT AACTTCTGTCTTC-ACGC : 49

3b.TH.TH52 : GACACTCCACCZ ]
3b.TH.TH57 : GACACTCCACCATGAATG&TCCCC

TCTGTCTTC-ACGC : 49
AACTTCTGTCTTC-ACGC : 49

ramal9 - mm@wmm : 50
GACACTCCACCAT ~ aTCACTCCECTGTga CTgTCTtC ACGC
Yo —

\7 m.J
¢ * ' 100
1b.DE.HCV- : AGAAAGCGTCTAGCCATGGCG TGTCGTGQAGCCTCCAGGA : 99

1b.JP.HCV- : AGAAAGCGTCTAGCCATGGCGTTAGTATGAGTGTCGTGCAGCCTCCAGGA : 99
1b.CN.HEBE : AGAAAGCGT@IﬂCATGGCGTTAGTWGTGTCGTGCAGCCTCCAGGA ¢ 99

1b.AU.HCV- ( STGC. : 99

1b.JP.HCV- C T, sTGC. CT GGA : 99

3b.JP.HCV- TAC TG T CTCCAGGC : 99
GC

3b.TH.TH52 GTCTAGCCATGGCGTTAGTACGAGTGTCGTGCAGCCTCCAGGC : 99
3b.TH.TH57 : GGAAAGCGTCTAGCCATGGC TTAGTACGAGTGICGTGCAGCCTCCAGGL :

’“‘“’QW AALIAKEL] 10




1b.DE.HCV-
1b.JP.HCV-
1b.CN.HEBE
1b.AU.HCV-
1b.JP.HCV-
3b.JP.HCV-
3b.TH.TH52
3b.TH.THS7
ramal9

1b.DE.HCV-
1b.JP.HCV-

1b.CN.HEBE :

1b.AU.HCV-
1b.JP.HCV-
3b.JP.HCV-
3b.TH.THS52
3b.TH.TH57
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1b.DE.HCV-
1b.JP.HCV-
1b.CN.HEBE
1b.AU.HCV-
1b.JP.HCV-
3b.JP.HCV-
3b.TH.TH52
3b.TH.TH57
ramal9

1b.DE.HCV-
1b.JP.HCV-
1b.CN.HEBE
1b.AU.HCV-
1b.JP.HCV-
3b.JP.HCV-
3b.TH.TH52
3b.TH.TH57
ramal9

1b.DE.HCV-
1b.JP.HCV-
1b.CN.HEBE"
1b.AU.HEV-
1b.JP.HCV-"
3b.JP.HCV-
3b.TH.TH52
3b.TH.TH57
ramal9

¥ 120 = 140 ®
~CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
-CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
~CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
-CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
~CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
~CCCCCCCTTCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
~CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
~CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
-CCCCCCCTCCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC
CCCCCCCTcCCGGGAGAGCCATAGTGGTCTGCGGAACCGGTGAGTACAC

160 * 180 * 200
CGGAATTGCCAGGACGACCGGGTCCTTTC--TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCTTTC-~TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGEGTCAT ITC- - TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCC -=TTGGATCA-ACCCGCTCAA
CGGAATTGCCAGGACGACCGGGTCCT GGATCA-ACCCGCTCAA
CGGAATCGCCGGGALGACCGEGTCCTTIC AACA-ACCCGCTCAA
CGGAATCGCCGEEATGACCEGGTGCTT TE~=TTGGAACA-ACCCGCTCAA

CGGAATCGCCGEEATCACCGGGTCCTTTC--TTGEARCA-ACCCGCTCAA
CGGAATC CCTETC- - TTEGGAACA-ACCCGCTCAA
CGGAAT GCC CCTTTC . TTGGA CA ACCCGCTCAA

] 240 *
. GCGAGACTGCTAGCCGAGTAGTGTT
CCCCCGEGAGACTGCTAGCCGAGTAGTGTT

TGCCTGGAGA GCC'CCEGCGAGACTGCTAGCCGAGTAGTGTT
TGCCTGGAGA GCCC GAGACTGCTAGCCGAGTAGTGTT
TGCCTGGAGATT TGCCCC GAGACTGCTAGCCGAGTAGTGTT
TGCCCGGA"ATT GTGEEC GAGAT CACTAGCCGAGTAGTGTT
TGCCC : ‘ TCACTAGCCGAGTAGTGTT
TGCCTGGAAAT]

GAT A CTAGCCGAGTAGTGTT

TGC ¢ CGAGTAGTGTT

TGCCtGGA ATT CGAG? CTAGCCGAGTAGTGTT
"L": = :!"-:‘:f

260 —= * 300

GGGTCGCGAAAGGCCTT TACT TGCTTGCGAGTGCC

GGGTCGCGAAAGGCCTT GGTA;:TGG&! AGGGTGCTTGCGAGTGCC

GGGT! _TGATAGGGTGC GAGTGCC
GGGTCGCEAAAGGCCTTGTGGTACTGCCTGATAGGGTGCTTECGAGTGCC
GGGTCGCGAAAGGCCTTGTGGTACTGCCTGATAGGGT GETTGCGAGTGCC
GGGTCGC GGCCTTETGETACTGCCTGATAGGGTGCTTGCGAGTGCC
GGGTCGC GGCCTTGTGGTACTGCCTGATAGGGTGCTTGCGAGTGCC

GGGTCGEI;AAAGGCCTTGTGGTACTGCCTGATAGGGTGC EGAGTGCC

! GGGTCGCGAAAGGCCTTGTGGTACTGCCTGATAGGGTGCTTGCGAGTGCC

1]

e se se we

GGGTCGCGAAAGGCCTTG’I;GGTACTGCCT&ATAQGG'BGCTIEGCGAGTGCC

|.-e? ¥ O

320. l
CCQGGAGGTCTCGTAGACCGTGCACC : 321
CCGGGAGGTCTCGTAGACCGEGCACC : 3218, J
IG thggﬁzcce RANQANeIN D P
Icc TCGTAGAC f4 31 | ; EY |
ce TCTCGTAGACCGTGEATC : 321 '
CCGGGAGGTCTCGTAGACCGTGCAAC : 321
CCGGGAGGTCTCGTAGACCGTGCAAC : 321
CCGGGAGGTCTCGTAGACCGTGCATC : 321
CCGGGAGGTCTCGTAGACCGTGCATC : 322

CCGGGAGGTCTCGTAGACCGTGCA C

$e 89 se e se we se we ae

148
148
148
148
148
148
148
148
149

195
195
195
195
195
195
195
195
196

245
245
245
245
245
245
245
245
246

295
295
295
295
295
295
295
295
296
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The sample assigned genotype 3b by in-house 5’ NCR genotyping assay presented
2 positions similar to genotype 1b but similar to genotype 3b in 11 nt. These two
discordance sequences were blasted and the most similarity sequence were HCV genotype

3a [gi:7288533] and HCV genotype 3a [gi:7288531], respectively.

The failure of these two cases may be because of the length of sequence that used

to determine the genotype. The sequences of 183 bp fragment at nucleotides 96 to 278

7‘?’ v assay. This assay was not able to
s a s such as 1a, 1b and some case
.‘ "

were used to determine the genotyp

completely resolve all existing HCV

of 1b and 3a. (80).

The distribution patte ifferent from those found in
other studies of Thai samples. €pa " to the choice of the subjects
and genotyping method. The san ' “ ] bjected from Bangkok, which is
in central Thailand. The prevalence ;E]??gf [ different regions of Thailand may

prevalent. These data suggested that the genotyping of HCV @'notype was necessary and

importance in management of ﬁ

uan%awswawna
amaqnmumqwmaa
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5. Increasing the efficiency of genotyping of 5° NCR by sequencing longer template.

Although the high degree of sequence conservation was found within the 5’ NCR of
the HCV genome but the sequences variation between genotypes were demonstrated. The
various genotyping methods were used the previous variable regions within position —240 to
position — 80 to identify the genotype. Most of them could not differentiate between subtype

in genotype1 and genotype 6 variants. The other 3 variable regions were present within the

. . !
primer range of this study. ;’//

At the position —-317 to —30& an AG or'GA at position =312 t0-311 could ascribed the

—
subtype in genotype 1 as SUW

312 could be found in genotypg®a variants w lle genotype 2a were a G and a C at position

1a respectively. AG and a T at position -317 and —

-317 and -309. Moreover, gen j présé;r\ted a specific pattern at position -309 as
a C and a G at position -307. Geno ,was ttﬁ anly genotype that presented a Tand a G
s HOWevei' t*hel variation at position -5 to —1 may not
present the pattern that specifi€ fo each: ;_),enotyf)jg as same as other two variable region.
These variable data suggested that Ionge[ of sequextafp can increase the effi iciency of HCV
genotyping of 5 NCR. The dlscordance results mfgsnc,typmg of HCV genotype 6 variants

may be because of ellmm,at!pn of database in TRUGENE HCSLﬁ ‘{N,C Genotyping kit and the

length of sequence that uéad to identify the HCV genotype _w?’as only 183 bp fragment.
Moreover, the position of the# primers could not correctly duffe'r'e‘ntlate between subtypes of

genotype 1 and 2 in_ some specimen,

Because differences in geographical distribution; disease outcome;‘and response to
therapy among HCV genotype havelbeen sdggested, rreliable ‘methods for determining the
HCV genotype may become an important clinical test. This genotyping method is reliable
compare to commercial kit. This method is a modification of commercial kit with the improve
efficiency for genotyping. All specimens can be genotyped and the genotype 6 variants can

be identified. The genotype 6 variants and genotype 1b have similar sequence at the 183 bp



61

region of 5 NCR. The longer sequences of 5 NCR can be useful in the differentiation this
two genotypes. Moreover, this assay is less expensive because the in-house PCR product
from diagnostic assay can be used for genotyping. The Free ware was used to analyze the
results with the large number of references database that can be update. The prevalence
study reported the concordance data with the previous study. The genotype data will be
useful in the clinical management and treatment. This study will help clinician addressed the
role of genotype in liver disease progression or response to interferon therapy. Also the

clinical significance of HCV genotype that are n mon in United States, Europe, Japan

cientific investigation are being

conducted in these countries. THESE genotype wgenotype 6 has been found

mostly in Southeast Asia and gii 5iQ ' notypes in severity of liver
disease or response to interfe therapy | ported due to the lack of

scientific investigation.

AU INENINYINS
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