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Background: The low-density lipoprotein receptor (LDL-R) has been proposed to function as a receptor for the hepatitis C
virus (HCV) entry. Polymorphism of LDL-R gene may influence the clearance of virus and response to treatment. This study
was conducted to evaluate the association of LDL-R gene polymorphism and the response to antiviral treatment in patients
with chronic HCV infection.

Material and Method: A4 total of 112 nal \ve patients with HCV genotype 3 were enrolled in the study. All patients were treated
with a combination of pegylated interferon and ribavirin for 24 weeks. Polymerase chain reaction combined with restriction
fragment length polymorphism was used to detect the polymorphism at the LDL-R gene intron 11 loci, including intronl,
intron 3.1, intron 3.2, intron 4, intron 6, exon 8, intron 11, intron 13, intron 14 and 3'UTR-2 SNPs in intron 16 region.
Comparisons of genotype and allele frequency between responders and nonresponders were analyzed.

Results: Patients had a mean age of 54 years and 43% were male. Mean HCV RNA viral load and alanine aminotransferase
level were 6.3 log,, 1U/mL and 100 IU/L, respectively. Sustained virological response, relapse and no response were
documented in 68.7%, 17.9% and 13.4%, respectively. Baseline characteristics including age, sex, body weight,
aminotransferase levels and HCV RNA viral load were similar between responders and nonresponders. No statistical
difference was found for either genotype distribution or allele frequency among responders and nonresponders.
Conclusion: This study did not provide the evidence for a role of LDL-R polymorphism the response to antiviral treatment
in patients with HCV genotype 3. This indicates that a genetic component via the LDL-R may not control HCV treatment
outcome in HCV genotype 3
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Hepatitis C virus (HCV) is a major global
health problem with up to 3 % of the world population
or approximately 170 million people infected. Only
approximately 20-30% of infected individuals will
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spontaneously clear the virus (self-limiting infection).
Persistent HCV infection may progress to cirrhosis and
hepatocellular carcinoma. The major goal in the
treatment of hepatitis C virus infection is to arrest
disease progression, prevent the development of
decompensated liver disease and death. At present,
the standard treatment of chronic hepatitis C consists
of the combination of interferon or pegylated interferon
and ribavirin?.

The clinical outcome of hepatitis C infection
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and response to current treatment is variable and
remains poorly understood. Recent study has shown
that sustained virological response was seen in 84% of
patients with genotype 2 or 3 virus who were treated
with 24 weeks combination of pegylated interferon o-
2a and ribavirin and in 52% of patients with genotype 1
virus who were treated with 48 weeks of combination
therapy®. Clearance of the virus depends on both viral
factors and host factors. For the HCV genotype 3a,
which is considered an easy-to-treat genotype, that
means more favorable viral factors for the treatment.
In those who did not response to the treatment, host
factors may have a predominant role in preventing
clearance of the virus.

The mechanism of viral entry into host
hepatocytes is not well understood. Several studies
have shown that HCV presence in infected human sera
was associated with the low-density lipoprotein
receptor (LDL-R), suggesting that the virus might utilize
LDL-R as areceptor®. The role of LDL-R in immune
responses and LDL-R polymorphisms provides an
important candidate for the study of genetic
susceptibility to HCV infection®!D. Since LDL-R is
proposed as receptor for HCV, LDL-R may play some
roles in immune responses and viral clearance by
affecting viral entry. The presence of known
polymorphisms in LDL-R provides an important
candidate for the study of genetic susceptibility to
hepatitis C and disease outcome. Most studies have
demonstrated that LDL-R is a crucial receptor or co-
receptor for cell entry and replication of HCV. There
are studies which show that single nucleotide
polymorphisms (SNPs) in LDL-R gene exon 8, exon 10,
exon 13 and 3’UTR loci are associated with viral
clearance, degree of inflammation*'?. These studies
show that 3’UTR (G—A) may be associated with better
treatment response in HCV genotype 1. However, it
is not known whether LDL-R polymorphism will
affect response to HCV genotype 3. This study was
conducted to determine whether LDL-R polymorphisms
may affect the treatment response in chronic hepatitis
C, genotype 3.

Material and Method

One hundred and twelve chronic hepatitis C
genotype 3 patients who had been treated with
peginterferon/ribavirin for 24 weeks with at least 24
weeks of follow-up were identified from October 2005
to December 2006. Treatment response was assessed
at the end of treatment and 24 weeks posttreatment.
The response was classified into responder when HCV
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RNA was negative at the end of treatment and at 24
weeks follow-up and non-responder, if HCV RNA was
positive at the end of treatment or at 24 weeks of follow-
up (relapser). All patients gave consent and the study
was conducted with approval of Siriraj’s Ethic
Committee.

DNA extraction

Five milliliters of fasting venous blood from
each subject was drawn in EDTA tube. According to
the instruction provided by the manufacturer, genomic
DNA was extracted by Phenol Chloroform method and
the DNAs were stored at -20°C until tested.

Target sequences and primers

Eleven polymorphisms of current interest were
chosen: SNP in intronl, intron 3.1, intron 3.2, intron 4,
intron 6, exon 8, intron 11, intron 13, intron 14, 3’°UTR,
and 2 SNPs in intron 16 region. Designed primers by
Oligo 6 program for the amplification of 11 fragments
were grouped into 3 sets and as described in Table 1.
The primers for extension reaction (3 sets) were shown
in Table 2. The multiplexed primer extension reaction
was performed in a single reaction tube and was
essentially the same as the single primer extension
reaction. When the PCR was completely done, the PCR
products were run and analyzed in the electrophoresis
gel, as showed in Fig. 1. Then, the PCR products were
analyzed in DHPLC machine to identify the LDL-R
genotype as shown in Fig. 2.

Statistical Analysis

Patient characteristics were analyzed by
descriptive statistics and reported as mean + SD, range,
and percent. For the results, we compared sustained
virological responders and non-responders with Chi-
square test, Fisher’s exact test, student t-test and
Mann-Whitney tests as appropriate. To determine
cutoff levels of the quantitative factors with significant
differences between the response groups, we also
analyzed odds ratios with 95%-confidence intervals.
Two sided p-values of less than 0.05 were regarded as
significant. All calculations were performed with
SPSS software version 13.0 (SPSS Inc). In addition, the
frequency of each SNPs were assessed by using Hardy-
Weinberg equilibrium (HWE) and haplotypes analysis
was assessed by Hapstat to defined haplotype-disease
association.

Results
There were 112 patients, 48 male and 64 female

J Med Assoc Thai Vol. 94 Suppl. 1 2011



Table 1. The 3 primer sets for PCR for LDL-R polymorphisms

Oligo Name sequence 5'to 3' Oligo Name sequence 5'to 3'
set | set 11
CTC AAA ACA CCC TCT AGG LDLR int 6F ACA TGA ATT CTT TTC CTT
LDLR intlF AAG AGA TG
GGT TAG ATA GAC AAT CCT LDLR int 6R CGA CAG AGC AAG ACT CTG
LDLR intIR GG TT
LDLR GAG AGG GCA GTG GTT CAG LDLR int 4F GAG ATG GAG TCT CAC TCT
int3.1F AG GTG
LDLR GCA CTT CCC ATC GTG GCA LDLR int 4R ACA ACC AGCACCTTC CAA
int3.1R GC
LDLR TCC TGG GGA GTG GTC TGA LDLR int I IF GCC TTC CAA ACT GCT GGG
int3.2F CT
LDLR CCT TCA TGT TAC GTG GGT LDLR int GGA CCT AGC AGA AAA GCA
int3.2R CA 11R CCT
3UTRF AGA CAG ATG GTC AGT CTG
GAG set I1I
3UTRR GGC AAT GCT TTG GTC TTC LDLR exon TAC AAG TGC CAG TGT GAG
TC 8F GAA G
LDLR exon GTG CAA AGT TCA GAG GAT
8R GAA ACT
LDLR int 16F GGC AGA GGA AAT GAG AAG
AAG C
LDLR int CCC TTA GCT GTC TGA TCT
16R TGT CAC

Set 1 (6 SNP) =3’UTR (129bp), int 1 (150bp), exon 13 (185bp), int 3.2 (207bp), exon 10 (284bp), int 3.1 (350bp)

Set 2 (3 SNP) = int 6(80bp), int 4 (133bp), int 11 (168bp)

Set 3 (3 SNP) = int14 (108bp), exon 8 (150 bp), int 16 (246bp)

Table 2. Primers for extension

Oligo Name Sequence 5'to 3'

LDLR -int3.1-ext
LDLR intl-ext
LDLR 3°’UTR-ext
LDLR int3.2-ext
LDLR intl1-ext
LDLR int4-ext
LDLR int6-ext
LDLR intl6-ext
LDLR intl6.1-ext
LDLR exon8-ext
LDLR intl4-ext

GTC ACG CAC A GT CAG

TAA CAA CTT GGG TAA CTG ACT

TTT TTT TGT CTT TGA ATA AAA CAA GGC

TTT TTT TTT TTT TTT TTA CCG TGT GAA GTC TCC CA
GGG GAG TTG CAG GTC A

TTT TTA ACC AGC ACC TTC CAAACA G

TTT TTT TTT TTT TTC CTT AGA TGC CTG CTT CT
AGG GAA CAGCCCCACT

TTT TTT TCC CAG GTC ACA GCC TCC

TTT TTT TTT TTT TCT GGA CCC CCA CAC GAA G

TTT TTT TTT TTT TTT TCC AAG GTC ATT TGA GAC TTT C

with mean age of 54 years old. Seventy seven patients
(68.7%) were sustained responders and 35 patients
(31.2%) were either relapsers (17.9%) or non-responders
(13.4%) as shown in Table 3. Baseline characteristics
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of all patients were summarized in table 3. Most of
patients (66.9%) had no risk factors. There was no
statistically significant of demographic characteristic
in both responders and those who did not respond.
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Fig.1  PCR product Set I, IT and IIT when analyzed by
electrophoresis
it | L
Fig. 2 Sample of SBE Set IL, IIT when analyze in DHPLC

machine to identify LDL-R genotype

Table 3. Baseline characteristics of the patients

Characteristic Number of Patients
(n=112)
Age, years 54+10
Gender (Male) 48 (42.9)
Body weight (kg) 643+ 12.1
Risk factors identified
Blood transfusion 30 (26.8)
IVDU 5(4.5)
Tattooing 2(1.8)
Unknown 75 (66.9)
Mean AST (U/L) 91+74
Mean ALT (U/L) 101 + 78
Mean HCV RNA (log,, IU/mL) 6.3+6.6
Response to treatment
Sustained virological response 77 (68.7)
Relapse 20 (17.9)
No response 15(13.4)

Results  expressed as number (%) or meanSD unless speci-
fied otherwise. [IVDU, intravenous drug users; AST,
aspartate aminotransferase; ALT, alanine ami-

notransferase; HCV, hepatitis C virus

Genotyping analysis in LDL-R

All available genotype data was analyzed by
the comparison between sustained virological response
group versus relapser and non-responder group. Table
4 showed summary of overall P-values for all SNPs
tested. However, p-value of exon § was not able to be
calculated due to the presence of only one allele in this
locus. The intron 3.2 polymorphism was found to have
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borderline association with poorer treatment responses
from Armitage’s trend test. However, the SNPsin 3’UTR
(G—A) that previously was associated with better
response to treatment were found to be insignificant in
this study.

LDL-R haplotype analysis

A total 30 haplotypes were observed but only
one haplotype is relatively common, with the frequency
0f'30% (Table 5). Log-likelihood estimation was done
using different genetic models. The difference of
haplotype frequencies between responders and non-
response groups did not reach a statistically significant
level in any model assumption.

Discussion

LDL-R gene polymorphisms have been
studied extensively during past several years in many
diseases. Recent studies have shown that LDL-R may
play an important role in pathogenesis and disease
progression of chronic hepatitis C. The virus uptake
can be mediated directly by the LDL-R and lipoprotein
bound to HCV may function as a ligand. It seems
that the LDL-R or its homologues are involved in
endocytosis of HCV. Therefore, polymorphisms in the
LDL-R could influence the activity of the receptor and
thus may affect the level of cellular entry for HCV. This,
in turn, may influence the ability of the virus to establish
persistent infection, to induce fibrosis and influence
treatment response to HCV treatment. Previous studies
have shown that some SNP in LDL-R gene, such as
exon 8, exon 10, exon 13 and 3’UTR loci, were associated
with more viral clearance, degree of inflammation
and response to treatment'>'?. Within the LDL-R gene,
there are abundant of polymorphisms, which have been
well characterized and studied extensively (details found
at http://www.ucl.ac.uk/fh). For the present study,
eleven SNPs, as mentioned before, have been selected,
base on data from previous studies and their haplotype
block from Asian population analysis.

The result of this study showed that there
was no correlation between all selected SNPs and
treatment response in chronic hepatitis C genotype 3.
Only a SNP in intron 3.2 has shown a borderline
significant association with poor response to treatment,
but the result could not reach a statistically significant
level. Moreover, no SNPs in this study led to an amino
acid change. The negative correlation between LDL-R
polymorphisms and treatment response in this study
may be explained by several mechanisms. LDL-R
polymorphisms do not play an important role in
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Table 4. SNP frequencies and Fisher’s exact test for deviation from HWE

Genotype Fisher’s exact test for HWE
Sustained virological response Relapse and non-responder p-value

Intronl: AA 29 14 0.81
(A—T) TA 38 10

TT 10 8
Intron3.1: GG 66 25 >(0.99
(G—>A) GA 12 7

AA 0 1
Intron3.2: GG 68 29 >0.99
(G—>A) GA 10 2

AA 0 2
Intron4: TT 50 20 0.72
(T-G) GT 26 13

GG 2 0
Intron6: GG 46 20 0.75
(G—>A) GA 29 10

AA 3 3
Intronl11: GG 52 20 0.45
(G—=0) CG 25 13

CC 1 0
Intron13: GG 68 27 >0.99
(G—=0) GA 10 6
Intron16: CcC 34 12 0.33
(C->T) CT 32 16

TT 12 5
Intron16: GG 38 18 0.58
(G—>A) GA 35 11

AA 5 4
3’UTR: CcC 35 12 0.32
(C->T) CT 31 16

TT 12 5

Table 5. Distribution of LDL-R haplotype (showed only
haplotype that provided frequency more than

0.05)

LDL-R Estimate  Z-stat p-value
haplotype ®

AGGTGGGCGC 0.1562 5.5606 <0.001
AGGTGGGTGT 0.3115 7.429 <0.001
AGGTAGGCAC 0.018 1.7453 0.0809
AGGGGCGCGC 0.1498 5.4161 <0.001
TGGTGGGCAC 0.0984 4.2982 <0.001

interferon treated viral clearance, or this role is minor
and is overshadowed by other factors in this easy-to-
treat HCV genotype, including dosage of both
peginterferon and ribavirin, severity of liver disease,
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and other host genetic factors and most importantly,
the very high response rate of HCV genotype 3 may
mask the effect of LDL-R polymorphisms. However,
that some SNP such as intron 3.2 had a trend towards
statistical significance may due to small in sample size.

Conclusion

There was no association of LDL-R
polymorphisms and treatment response in chronic
hepatitis C, genotype 3. This result may indicate that
the genetic component mediated via the LDL-R may
not influence treatment outcome in HCV genotype 3.
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IwanasWanwugnssuras aasulalnlisiiuaanuuuiuuue (low-density lipoprotein recep-
tor) ludinamnanissnwlugilaglasasuaniay 7 3Tulnil3

V3ANA UnuduR, Nuw WINENINg, UNITTAY 3N1ANA, WATE asALaTAYINEN, Aazws lTEYdR, gway
flnausn, 9518 Ustryna, gwav wemrlszaude, an1ws uiaaieg, auT1g AANARIA, VUNA LEEIAR,
aaN ATUNS, TIUNT ANIIA, GNENA BANWUGSN

DANAS: 31 I8 T TLs A UA N UULA (UDAALEA-817) AR TR UN 2 TAa Y8 95A
susniay 3 Inauesiiasecdu ueailien-e15 e1aduanenimmeses yilaglafasusniay § vaimeied
3Bz MeAnE iR ezt s TuR AN VB IWANEITANTEY UBARLEA-BI7AULINITNY
veegraelasasusay 4 Bo5

Saauarisms: guaglasasusniay 7 3luln 3 Fluiaelasunisineaneunilsresduassmey ynae
Insumsinmmasenindumesimesausauioe s lauiunan 24 dila nansaalnanesian 1893y
usaRuea-0177 e 3aTe s sanuB e ueail 11 sumiatlsznauaae intron 1, intron 3.1, intron 3.2,
intron 4, intron 6, exon 8, intron 11, intron 13, intron 14, 3'UTR Wag 2 SNP 144 intron 16 AINAIAL AL Fer e
Sy NNquiAaLAUBNTLNgUT luAD AU

wanmsAnw: yuasiengiads 54 1 senas 43 wAT1e seAulasa 4 uazeariduedlunsiuaieiss
neumesns iy 2.1 a1 legme wa. uaz 100 legmexa. AINEIAL SATINITMIEIANIINELTY uas
luneuAuBUNTUTEEAY 68.7, 17.9 WAz 13.4 m’)m"m‘“uZmE/'ﬁliwlwum’)mmnm'wﬂ/@oﬂ@@”ﬂﬁyugvun'@u
msdneraniieey wA wming seatiewlaisy Uunadada uenansulumuaaiuuanarsses 3iuin

UASHARAYEN UOAAUBA-B157eINYLIETInaLAUaNLAS [NAD LAWY
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