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INTRODUCTION
The use of highly active antiretroviral treatment (HAART) has 
reduced progression to AIDS and remarkably increased survival 
in HIV-positive patients. These benefi ts are threatened by emer-
gence of antiviral resistance—due to mutations in HIV genes 
coding for viral proteins targeted by antiretroviral (ARV) drugs—
resulting in partial to total loss of susceptibility to inhibitors, imped-
ing their therapeutic effects.[1]

Mother-to-child transmission (MTCT) of HIV-1 is the main cause 
of pediatric HIV-1 infection and may occur in utero, during deliv-
ery or with breastfeeding.[2] Worldwide, about 1600 children are 
infected daily, 90% of them in Sub-Saharan Africa, where HIV-1 
MTCT is the main contributor to infant mortality.[3]

Earlier, only sporadic reports appeared in the literature describ-
ing MTCT by drug-resistant HIV-1 strains.[4] However, more re-
cent studies have found that 9% to 30% of HIV-1–infected chil-
dren were born to mothers who received prophylactic zidovudine 
(AZT), demonstrating resistance to the drug among these new-
borns.[5–10] Thus, while antiretroviral therapy (ART) has led to 
important advances in the last decade in preventing MTCT HIV-1 
transmission, there remain some situations that are particularly 
risky: unknown maternal HIV status, primary HIV infection dur-
ing pregnancy, and suboptimal maternal ART prophylaxis, among 
others.[10,11]

Since the effi cacy of AZT was fi rst demonstrated in 1994, a grad-
ual decrease of vertical HIV transmission has been observed in 
Europe and the United States, reducing rates from 25% to below 
2%.[10,12,13] Based on such evidence, all newborns of HIV-1 se-
ropositive mothers in Cuba are treated with AZT in the fi rst six 

weeks after birth. If HIV-1 infection is confi rmed, they are started 
on ARV treatment. 

Domestically-manufactured ARVs have been used in Cuba since 
2001. At fi rst, limited supplies meant only some patients could 
be treated; children and pregnant women were among those 
given priority.[14] ARV drugs most frequently used are: nucleo-
side reverse transcriptase inhibitors (NRTI)—lamivudine (3TC), 
stavudine (D4T) and zidovudine (AZT); non-nucleoside reverse 
transcriptase inhibitors (NNRTI)—nevirapine (NVP); and protease 
inhibitors (PI)—indinavir (IDV). The most frequently used regimen 
includes 3TC, AZT and NVP. The most widely used antiretroviral 
in combined treatments is 3TC.[14]

Until 2008, all HIV-positive pregnant women in Cuba were treat-
ed with AZT beginning at 14 weeks of gestation; and depending 
on immune status, additionally with 3TC and NVP. At the end of 
2008, the therapeutic protocol was changed, introducing the triple 
therapy used today (3TC, AZT and NVP). When HIV infection is 
diagnosed late (during third trimester of pregnancy), AZT, 3TC 
and a lopinavir/ritonavir (Kaletra) booster are used.[15]

By the end of 2009, 12,217 persons had been diagnosed with 
HIV-1 infection in Cuba. Of 402 children born to HIV-1–positive 
mothers, 36 were infected by vertical transmission (9%) and fi ve 
(1.2%) through blood. At the time of this study, 25 children were 
alive and 22 were receiving ART (National HIV Registry 2009 An-
nual Report, Ministry of Public Health, Havana). 

Previous molecular epidemiology reports on HIV-1 describing 
most frequent subtypes and ARV resistance have been limited to 
adult populations.[9–15]

Drug-resistant HIV-1 in Cuban Children and their 
Seropositive Mothers 
Lissette Pérez MS PhD, Consuelo Correa MD MS, Yoan Alemán Campos MS, Ida González MD PhD, Jorge Pérez MD MS, 
Pedro A. Martínez MD MS, Alina Álvarez, Yudira Soto MS, Vivian Kourí MD PhD 

ABSTRACT
INTRODUCTION The use of highly active antiretroviral therapy has 
reduced progression to AIDS and increased survival among sero-
positive persons; yet, appearance of resistant viruses may jeopardize 
these benefi ts. In Cuba, HIV mainly affects adults; at the end of 2009 
of the 41 children infected, 25 were still alive; of these, 22 were un-
der antiretroviral treatment. Until now, nothing was known about HIV-1 
antiviral resistance and viral subtypes in the pediatric population in 
Cuba.

OBJECTIVE This study aims to identify presence of antiretroviral-
resistant HIV-1 strains in Cuban children and their mothers, and to 
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sequences in the same. 

METHODS Plasma samples were collected from 22 children and their 
mothers, all HIV-1–infected, from 2004 through 2009. Reverse tran-
scription polymerase chain reaction was used to amplify the pol gene 
fragment coding for HIV protease and reverse transcriptase enzymes; 
this was then sequenced and subjected to phylogenetic analysis of 
HIV subtypes and recombinant forms to compare sequences between 

mothers and children. HIV mutations conferring antiretroviral resis-
tance were determined.

RESULTS Viral amplifi cation was achieved in samples from 11 chil-
dren and 8 mothers. Subtypes detected were: CRF19_cpx in fi ve 
children, subtype B in three, CRF18_cpx in two, and subtype C in 
one child. In all mother–child pairs, samples were grouped within the 
same viral subtype in the phylogenetic tree. One mother was under 
treatment and fi ve children had been treated before the sample was 
collected. In viruses amplifi ed from samples of children under treat-
ment, resistance was most frequently found to lamivudine (3 cases) 
and nevirapine (4 cases). Two untreated children carried resistant vi-
ruses possibly acquired from their mothers.

CONCLUSIONS This is the fi rst study to describe HIV-1 antiviral 
resistance in the pediatric population in Cuba; it also identifi ed viral 
subtypes infecting the mother−child pairs studied. We recommend 
antiretroviral resistance assays before initiating treatment in pregnant 
seropositive women and their newborns.
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The objective of this study is to identify ARV-resistant HIV-1 strains 
in Cuban children and their mothers; and to do a phylogenetic 
characterization and comparison of HIV-1 pol gene sequences in 
the same population. 

METHODS
A descriptive retrospective study was carried out of Cuban HIV-
1–infected children and their mothers. The study universe was 
the 25 HIV-1−infected children alive at the end of 2009, and their 
mothers. 

Inclusion criteria Eligible were mother–child pairs with children 
aged <18 years treated in the Pedro Kourí Tropical Medicine In-
stitute (IPK, its Spanish acronym) pediatric clinic in Havana from 
2004 through 2009. This resulted in a study sample of 22 pairs. 
Children’s age ranged from 11 months to 5 years. 

Ethics The study objective was explained to all adults, who 
provided written informed consent for their enrollment. The 
study protocol was approved by the IPK ethics committee, and 
was designed in accordance with the Helsinki Declaration.

Samples for laboratory assay Blood samples were drawn in the 
IPK clinical laboratory. Second samples were collected from 11 
children and a third sample from one boy, for a total of 56 samples 
received and processed. Five milliliters of whole blood were col-
lected in tubes anticoagulated with EDTA. Blood was centrifuged 
at 1000 gravities (g) for 15 minutes to obtain 2 mL of plasma, 
which was stored at −70 oC until processing.

Extraction of virus RNA HIV RNA genome was obtained from 1 
mL of plasma by centrifugation at 14,000 g for 1 hour at 4 oC. The 
supernatant was discarded, leaving a volume of 140 μL, in which 
the virus precipitate was resuspended. Virus RNA was extracted 
from those 140 μL using the QIAamp Viral RNA Mini commercial 
kit (QIAGEN, Germany) following the manufacturer’s method. Vi-
als with extracted RNA were stored at −70 oC until use.

Reverse transcription and amplifi cation with polymerase 
chain reaction (PCR) Reverse transcription (conversion of the 
HIV RNA molecule into a DNA copy) followed by PCR amplifi ca-
tion of 2060 bp of the HIV pol gene was carried out using the com-
mercial kit SuperScript One-Step RT-PCR System with Platinum 
Taq High Fidelity (Invitrogen, USA) under the following conditions: 
15 μL of 2X reaction buffer (0.4 mM of each of the deoxinucleo-
tides, dNTP, and 2.4 mM MgSO4), 0.5 μL of each primer (av159 
and av192) at 10 uM and 8 μL of 40 mM MgSO4, 1 μL of 50 U 
SuperScript III RT with Platinum Taq High Fidelity enzyme supple-
mented with 0.25 μL of 10 U RNAse protector (Roche, Germany) 
and the 40 μL volume was completed with water. Finally, 10 μL 
of extracted RNA were added to this mixture, for a fi nal reaction 
volume of 50 μL.

Reverse transcription took place at 55 oC for 30 minutes, followed 
by an initial denaturation at 94 oC for 2 minutes and 40 cycles of: 
denaturation at 94 oC for 15 seconds, hybridization at 61 oC for 30 
seconds, and elongation at 68 oC for 3 minutes. A last elongation 
step took place at 68 oC for 5 minutes.

A second polymerase chain reaction (nested PCR) was per-
formed to obtain a 1745 bp internal fragment of the pol gene us-
ing the Expand High Fidelity PCR System commercial kit (Roche, 

Germany). Two tubes were prepared for each sample to carry out 
this reaction. The fi rst tube contained a mixture of 0.4 μL of 10mM 
dNTPs, 1.25 μL of each primer (av190 and av191) at 2.5 mM con-
centration, and water to complete a volume of 23 μL. The second 
tube contained a mixture prepared with 5 μL 10X Buffer Expand, 
6 μL of 150 mM MgCl2, 0.75 μL of 2.625 U Expand HF Enzyme 
(Roche, Germany), and water to complete a volume of 25 μL. Two 
milliliters of amplifi ed cDNA (complementary DNA, synthesized by 
reverse transcriptase from a Messenger RNA template) were then 
added to the fi rst tube, for a total volume of 25 μL. The second 
mixture was added to the fi rst for a fi nal reaction volume of 50 μL. 
This reaction was subjected to 94 °C for 2 minutes and then 30 
cycles of: 94 °C for 15 seconds, 59 °C for 30 seconds, and 68 °C 
for 3 minutes. Finally there was an elongation at 72 °C for 10 
minutes.

Purifi cation and sequencing Ten microliters of the nested PCR 
product were used, plus 2 μL of run indicator (Blue/Orange 6 X 
loading Dye, Promega, USA) and applied to a 1% agarose gel 
stained with ethidium bromide (BDH, 0.1 μg/mL) to perform hori-
zontal electrophoresis using a DNA standard of 1 kb molecular 
weight (Step Ladder, Promega, USA). Presence of amplifi ed virus 
DNA was detected by observing the electrophoresis-separated 
samples through a UV transilluminator. A visible band should 
show of the size expected (1745 bp). The electrophoresis-pos-
itive PCR products were subjected to column purifi cation using 
the QIAquickPCR Purifi cation (QIAGEN, Germany) kit following 
manufacturer’s instructions.

To obtain both sense nucleotide sequences of the pol gene 1302 
bp fragment—which codes for the HIV-1 99 protease amino acids 
and 335 reverse transcriptase amino acids—6 sequence reac-
tions were performed with different primers for each purifi ed DNA 
(KVL162, KVL163, KVL164, KVL165, AV5, KVL176). For the se-
quencing reactions, mixtures formed by 1 μL of each sequenc-
ing primer, 8 μL of sequence reaction mixture DTCS Quick Star 
Master Mix (supplied with the Dye Terminator Cycle Sequencing 
(DTCS) Quick Start Kit, from Beckman Coulter, USA), 5 μL of puri-
fi ed DNA (approximately 100 ng) and 6 μL of water to complete 
20 μL of reaction mixture. The sequencing reaction consisted of 
two minutes denaturation at 96 ºC, followed by 50 cycles of: de-
naturing at 96 ºC for 20 seconds, 20 seconds of hybridization at 
50 ºC and 4 minutes of extension at 60 ºC. Once the sequence 
reaction was concluded, it was purifi ed, following the protocol de-
scribed in the DTCS Quick Star Master Mix commercial kit (Beck-
man Coulter, USA). The sequencing reaction run was done in a 
Beckman Coulter model CEQ8800 (USA automatic sequencer), 
using the crude data analysis procedure for PCR products.

The primers to amplify and sequence the corresponding HIV-1 pol 
gene region were designed by Leathem and Vandamme at the 
Rega Medical Research Institute in Belgium, using OLIGO 5.0, 
2007 (Personal Communication: Kristel Van Leathem and Anne 
Mieke Vandamme, Rega Institute for Medical Research, Louvain 
Catholic University, Belgium). 

Sequence edition The six sequence reactions for the pol gene 
fragment obtained from each purifi ed HIV-1 DNA, were assembled 
and edited with the Sequencher Version 4.9 (Gene Codes Corpora-
tion, USA) platform, using as a reference the nucleotide sequence 
of HIV-1 strain B.FR.83.HXB2_LAI_IIIB_BRU.K03455, to obtain a 
single HIV-1 consensus sequence for every patient’s virus.
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Phylogenetic analysis To defi ne HIV-1 subtypes or genetic vari-
ants in samples studied and similarity or divergence between 
pairs, phylogenetic analysis constructing trees by neighbor joining 
was performed based on Kimura’s method for distance between 
two parameters[16] using the MEGA program version 4.[17] The 
analysis of recombinant genetic forms was done by bootscanning 
[18], using the Simplot V, version 3.5.1.[19] Tree topology repro-
ducibility was evaluated by bootstrapping using 1000 replicas. A 
phylogenetic group was defi ned as having a bootstrap value of 
≥70%.[20] Evolutionary distances were estimated with the DNA-
Dist program using Kimura’s two parameter method.[16]

Mutation analysis and resistance inference The complete 
99 amino-acid protease (PR) sequence and 335 amino-acid 
sequence of reverse transcriptase (RT) of each previously se-
quenced and edited virus was sent to the Stanford University da-
tabase to determine mutations conferring resistance to transami-
nase and protease inhibitors, as well as resistance levels (high, 
intermediate, low or susceptible) to each specifi c drug.[21]

RESULTS
Of all samples processed, HIV amplifi cation was achieved in only 
15 of the children’s samples (11 children) and in 8 maternal sam-
ples (Table 1). This was probably because the viral load in nega-
tive cases was under 1000 copies/mL—the sensitivity limit for the 
PCR used to amplify the HIV-1 pol gene fragment in patients with 
ARV therapy failure.

Five children and one mother with viral amplifi cation had received 
ARV; the mother had received AZT monotherapy. One child was 
sexually infected and the rest, vertically (transplacentally, perina-
tally or from breastfeeding) according to clinical records. Serial 
HIV specimens from three children were amplifi ed and sequenced; 
three in Patient 4 (sequences NCB4, NCB4a and NCB4b), and 
two samples from the other two, Patient 1 (sequences NCB1 and 
NCB1a) and Patient 2 (sequences NCB2 and NCB2a) (Table 1).

The sample was too small to permit statistical inferences for pro-
portions, subtypes, or mutation development.

Phylogeny Subtype analysis showed recombinant form 
CRF19_cpx present in four children; subtype B in three; 
CRF18_cpx, in two and subtype C in one. All viruses obtained in 
children of mother−child pairs were coincident for one subtype, 
results supported by high bootstrapping values observed in trees 
(≥75%) (Figure 1; Table 2).

Estimated evolutionary divergence between sequences in moth-
er–child dyads MCB1–NCB1, MCB4–NCB4, MCB5–NCB5, and 
MCB9–NCB9 is almost zero, with values of 0.008, 0.002, 0.003, 
and 0.002, respectively. This is because the samples were ob-
tained within two years of diagnosis; moreover, in all four pairs 
the dates of diagnosis were within fi ve weeks of one another. The 
greatest divergence values were found between MCB7–NCB7 
(0.010) and MCB11–NCB11 (0.082). Samples from these patients 
were collected several years after HIV infection diagnosis, which 
could affect the values obtained (Table 1).

Estimated evolutionary divergence between sequences of HIV-1 
serial specimens of the same patient was zero (0.000) for NCB1 
and NCB1a and for NCB2 and NCB2a; that is, serial sequences 
of these two children were almost identical. However, between the 

fi rst NCB4 virus and the third NCB4b, this value was 0.012; while 
between the second (NCB4a) and third (NCB4b) the value was 
0.008, demonstrating that this child’s virus changed over time. Of 
the serial specimens from Patient 4 (NCB4, NCB4a y NCB4b), the 
second one was obtained three months later, when the child was 
already in ARV therapy, and two mutations were detected in the 
virus. The third sample was collected 33 months after the fi rst; by 
that time, a larger number of mutations had accumulated, present-
ing even greater divergence between the fi rst and last samples.

HIV-1 mutations associated with ARV resistance Treated chil-
dren Mutations conferring resistance to ARV were detected in 
viruses of all fi ve children under treatment at time of sample col-
lection (NCB1, NCB2, NCB4, NCB8 and NCB11). In patients with 
serial plasma samples (seven samples), mutations were detected 
in more than one sample (Table 2).

Four children were being treated with 3TC, NVP, D4T and one 
with 3TC, NVP, AZT, corresponding to viral mutations and resis-
tances found (Table 2).

The most frequent mutations were M184V (conferring high resis-
tance to 3TC and FTC medications), found in fi ve samples from 
three patients and K103N (conferring resistance to NNRTIs), de-
tected in six samples from four patients. Mutations K70KN, F116Y, 
A98AG, V108IV, L210F, H221HY, F227FL and G190AG, which 
affect sensitivity to NRTI and NNRTI drugs, were observed less 
frequently. Mutation Q151M, found in amplifi ed virus of the third 
sample of Patient NCB4b is noteworthy, since it is accompanied 
by sequential accumulation of other mutations increasing loss of 
sensitivity to all NNRTI (Table 2).

In repeat samples from three patients (NCB1, NCB2, NCB4), 
viruses were detected that maintained resistance mutations from 
the fi rst sample. This is because treatments were not changed, 
either because patients did not fulfi ll clinical, immunologic or 
virologic criteria for therapeutic failure; or because the country 
lacked genotype assays for assessing how best to manage these 
patients.

Untreated children Mutations conferring ARV resistance were de-
tected in two of six viruses sequenced from children who had not 
been treated at the time of sampling (NCB3, NCB10). Mutations 
L90LM and V106IV were found in Patient NCB10’s virus. The for-
mer is associated with reduced PI sensitivity. The exact time this 
child was infected is unknown, but his mother was not infected at 
time of delivery, since she was tested twice during her pregnancy, 
both were diagnosed more than fi ve years later, and he had been 
breastfed for three years. We therefore infer that this patient ac-
quired HIV from breastfeeding and that his mother transmitted the 
resistant strain amplifi ed in his sample, although it was not found 
in hers. The virus population detected in the child could have gone 
undetected in the mother if it was not the majority virus at the time 
of sample collection; minority virus populations (less than 20%) 
may not be detected by the usual techniques used for resistance 
studies.[22] 

Patient NCB3’s virus had multiple mutations (M184V, T215Y, 
A98G, K103S and G190A) conferring resistance to NRTIs and 
NNRTIs (Table 2). This child was born to an HIV-infected mother 
under ARV therapy, so measures had been taken to avoid vertical 
transmission (birth was by caesarean section and the baby was 
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Table 1: Information on patients whose samples achieved viral amplifi cation 
Sample Birth date 

(children)
Date of 

diagnosis (HIV+)
Transmission 

route
Date sample 

drawn
Date ARV 

therapy started
Therapy before 

sampling

Patient 1: Mother (MCB1) 25/03/08 sexual 26/05/09 NT no
Patient 1: Child Sample 1 (NCB1) 4/03/08 22/04/08 vertical (TP) 26/05/09 06/05/08 yes
Patient 1: Child Sample 2 (NCB1a) 27/10/09 06/05/08 yes

Patient 2: Child Sample 1 (NCB2) 5/06/01 18/01/05 vertical (BF) 25/10/05 10/02/05 yes
Patient 2: Child Sample 2 (NCB2a) 03/07/06 yes

Patient 3: Child (NCB3) 13/01/04 29/03/05 vertical (TP) 03/11/05 25/04/06 no

Patient 4: Mother (MCB4) 19/07/05 sexual 10/11/05 NT no
Patient 4: Child Sample 1 (NCB4) 23/12/03 30/08/05 vertical (BF) 10/11/05 NT no
Patient 4: Child Sample 2 (NCB4a) 16/02/06 11/10/05 yes
Patient 4: Child Sample 3 (NCB4b) 26/08/08 yes

Patient 5: Mother (MCB5) 31/12/08 sexual 19/02/09 NT no
Patient 5: Child (NCB5) 12/11/07 31/12/08 vertical (BF) 19/02/09 NT no

Patient 6: Child (NCB6) 19/08/04 27/10/09 sexual 24/11/09 23/11/09 no

Patient 7: Mother (MCB7) 20/04/1995 sexual 31/01/06 NT no
Patient 7: Child (NCB7) 14/01/02 01/04/03 vertical (TP) 31/01/06 NT no

Patient 8: Child (NCB8) 23/12/03 06/11/07 vertical (BF) 29/07/08 13/12/07 yes

Patient 9: Mother (MCB9) 24/03/09 sexual 19/05/09 NT no
Patient 9: Child (NCB9) 7/01/06 28/04/09 vertical (BF) 19/05/09 19/05/09 no

Patient 10: Mother (MCB10) 18/04/06 sexual 23/05/06 28/02/08 no
Patient 10: Child (NCB10) 4/06/01 16/05/06  vertical (BF) 23/05/06 05/12/06 no

Patient 11: Mother (MCB11) 09/10/01 sexual 27/06/06 24/03/06 yes
Patient 11: Child (NCB11) 27/10/05 28/03/06 vertical (TP) 24/07/08 28/03/06 yes

Patient 12: Mother (MCB14) 04/06/02 sexual 29/11/05 16/05/06 no
BF: Breastfeeding; TP: transplacental; NCB: Cuban child; MCB: Cuban mother; NT: not treated at time of sample
Source: Clinical records, IPK 

not breastfed). Even so, the child was infected, probably because 
of the mother’s poor compliance with therapy (data from clinical 
records). There was no virus amplifi cation in the mother’s sample, 
so we could not demonstrate presence of these mutations, but we 
infer that she transmitted this multi-resistant strain to her child, 
since she was treated in 2004 with 3TC, NVP and D4T, and in 
2005 with 3TC, NVP y AZT. 

Child NCB7 did not show the V118I mutation detected in the 
mother (MCB7), possibly because four years had passed be-
tween the child’s birth and the time of sample collection.

Untreated mothers In the analysis of viruses obtained from un-
treated mothers, mutations were detected in two of eight patients 
(MCB7 and MCB12); one had the V118I mutation and the other, 
K219Q/E, both of which affect sensitivity to NRTIs in the presence 
of other mutations, but not on their own.

DISCUSSION
HIV evolutionary studies and detection of virus mutations con-
ferring ARV resistance in the pediatric population require serial 
specimens from children from birth, and from mothers before 
starting treatment, at time of delivery and thereafter. Thus identi-
fying resistant strains transmitted provides a timely and effective 
aid in clinical management.[23] Among the limitations of this study 
are the absence of viral amplifi cation and lack of serial specimens 
from the women in pregnancy and from some of the children. Ob-

taining serial specimens from pregnant women is diffi cult, since 
most HIV-positive women decide to become pregnant when they 
are clinically, immunologically and virologically compensated and 
so have undetectable viral loads.

In the present study, most mothers in whose samples virus am-
plifi cation was achieved were diagnosed at the end of pregnancy 
or after delivery—in some cases, more than a year later—infect-
ing their children during breastfeeding. So in some cases we are 
missing the children’s samples at birth because they were not 
diagnosed until later; in some for whom we did have a sample 
taken at birth, the viral load was undetectable. Note that the PCR 
technique used in ARV resistance studies is not the same that is 
used for diagnosis and has different sensitivity limits.[24−27] The 
technique used in this study can detect viral loads between 500 
and 1000 copies/mL.

All analyzed sequences of the children’s pol gene fragments 
coincided with those of their respective mothers and were 
consistent with subtypes previously seen in Cuba.[28–30] 
Evolutionary divergences between viruses obtained from 
mothers and their children were very small (in some cases 
zero), consistent with the short time elapsed between collection 
of samples from mother and child at the time of diagnosis. This 
was also true for children’s serial specimens. The greatest 
divergences occurred when mothers had been infected more 
than fi ve years previously.[31,32]
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Table 2: Treatment history, mutations and medications associated with resistance and virus subtype for patients whose samples achieved 
viral amplifi cation

Sample
Duration of ARV 

therapy
(Months)

Current 
therapy

HIV pol gene 
mutations 

High ARV 
resistance

HIV pol gene 
subtype 

Patient 1: Mother (MCB1) NT CRF19_cpx

Patient 1: Child Sample 1 
(NCB1) 12 3TC, NVP, D4T M184V, K103N

NRTI: 3TC, FTC, 
NNRTI: NVP, EFV, 
DLV

CRF19_cpx

Patient 1: Child Sample 2 
(NCB1a) 17 3TC, NVP, D4T M184V, K103N

NRTI: 3TC, FTC, 
NNRTI: NVP, EFV, 
DLV

CRF19_cpx

Patient 2: Child Sample 1 
(NCB2) 8 3TC,AZT,

NVP K103N NNRTI:
NVP, EFV, DLV CRF18_cpx

Patient 2: Child Sample 2 
(NCB2a) 13 3TC,AZT,

NVP K103N, G190AG NNRTI:
NVP, EFV, DLV CRF18_cpx

Patient 3: Child (NCB3) 0 NT

M184V, T215Y
A98G,
K103S,
G190A

NRTI: 3TC, FTC, 
NNRTI:
NVP, EFV, DLV

CRF19_cpx

Patient 4: Mother (MCB4) NT  CRF18_cpx
Patient 4: Child Sample 1 
(NCB4) 0 NT  CRF18_cpx

Patient 4: Child Sample 2 
(NCB4a) 4 3TC, NVP, D4T M184V, K103N

NRTI: 3TC, FTC, 
NNRTI: NVP, EFV, 
DLV

CRF18_cpx

Patient 4: Child Sample 3 
(NCB4b) 34 3TC, NVP, D4T

K70KN, F116Y, 
Q151M, M184V, 
A98AG, K103N, 
V108IV, H221HY, 
F227FL

NRTI: 3TC, FTC, 
ABC, D4T, DDI, 
NNRTI:
NVP, EFV, DLV 

CRF18_cpx

Patient 5: Mother (MCB5) NT  C
Patient 5: Child (NCB5) 0 NT  C

Patient 6: Child (NCB6) 0 NT  CRF19_cpx

Patient 7: Mother (MCB7) NT V118IV B

Patient 7: Child (NCB7) 0 NT  B

Patient 8: Child (NCB8) 8 3TC, NVP, D4T L210F B

Patient 9: Mother (MCB9) NT  CRF19_cpx 
Patient 9: Child (NCB9) 0 NT  CRF19_cpx

Patient 10: Mother (MCB10) NT B
Patient 10: Child (NCB10) 0 NT L90LM, V106IV PI: NFV B

Patient 11: Mother (MCB11) AZT monotherapy  CRF19_cpx
Patient 11: Child (NCB11) 3 3TC, NVP, D4T K70R CRF19_cpx

Patient 12: Mother (MCB14) NT K219KQ B 
3TC: Lamivudine; ABC: Abacavir; AZT: Zidovudine; D4T: Stavudine; DDI:Didanosine; DLV: Delavirdine; EFV: Efavirenz; NFV: Nelfi navir; NVP: Nevirapine; NRTI: Nucleo-
side reverse transcriptase inhibitor; NNRTI: Non-nucleoside reverse transcriptase inhibitor; PI: Protease inhibitor; NT: Not treated; T: Treated

Source: Clinical records; Stanford University Database

Most pediatric patients studied were infected by vertical trans-
mission as a result of delayed diagnosis of HIV infection in the 
mother. Cuba has reported reduced rates of vertical transmis-
sion with correct ARV compliance in the infected mother.[33,34] 
However, possibly due to inadequate ARV compliance, we have 
detected ARV resistance mutations which may then be transmit-
ted from mother to child.[35−37] Both timely diagnosis and more 
powerful therapy are increasingly important,[38] which is why 

Cuba changed its treatment protocol for HIV-1–infected pregnant 
women in 2008.[15] 

It is critical that resistance assays be done before starting ARV. 
Therapeutic options for children are already limited because not 
all drugs are available in pediatric formulations.[39–41] Vertically-
transmitted resistances further limit therapeutic options.[39,42] 
Delaugerre and colleagues describe two mechanisms involved in 
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MTCT of resistant strains. The fi rst involves a majority population 
in the mother transmitted to the child during delivery; the second, 
a minority-resistant population that becomes majority in the child.
[10] As is seen in this study, in some cases MTCT of resistant 
viruses can be inferred, if not proven, since some mutations are 
observed in children that for various reasons are not found in their 
mothers. 

Since commencing domestic ARV manufacture, Cuba’s 
health system has given priority to mothers and children.
[14] However, mutations have been found in all children 
treated, sometimes after as little as 4 months’ therapy. This 
underscores the need for resistance assays in pregnant and 
puerperal women and in the infected child to search for trans-
mitted resistant strains. Early appearance of mutations may 
result from the use of low genetic barrier medications, for 
which just one mutation can cause loss of sensitivity, or may 

occur when an undetected minority-
viral population rapidly emerges in the 
presence of an antiviral to which it is 
resistant.[43]

Rapid emergence of resistance to 3TC 
and NVP with the appearance of M184V 
and K103N mutations, respectively, has 
been reported and worldwide.[40,44–47] 
In our pediatric patients under treatment, 
we also found the NRTI-resistant HIV-1 
mutations most commonly found by Adjé-
Touré et al.[41] Gupta et al. also found 
these to be the most frequent mutations, 
due to fi rst-line use of NRTI.[40] 

Our results for untreated patients are con-
sistent with those of Simonetti et al., who 
detected virus mutations conferring resis-
tance more frequently in treated than in 
untreated populations.[48] The mutations 
detected in untreated mothers (V118I and 
K219Q/E) only affect sensitivity to NRTIs 
in the presence of other mutations and 
may be a natural result of the high vari-
ability characteristic of HIV.[49]

Pediatric treatment of HIV infection has 
the same goals regardless of context: 
to limit vertical transmission;[38,39] to 
minimize emergence of resistant viruses 
in mother and child if vertical transmis-
sion does occur; and in such cases, to 
characterize the viral ARV resistance 
profi le in the child beginning treatment.
[23] Without resistance tests, effective 
fi rst-line therapy is essential.

CONCLUSIONS
All sequences of the HIV-1 pol gene ob-
tained from children in this study were the 
same as those of their respective mothers 
and are among the subtypes previously 
seen in Cuba. We detected mutations con-
ferring resistance to NRTI in all amplifi ed 

viruses from treated children, consistent with the drugs used in 
that population. In samples taken from mothers and children at 
the time of diagnosis, we detected possible resistant-strain trans-
mission. The results of this study highlight the importance of re-
sistance assays in pediatric HIV patients at the time of diagnosis 
prior to starting therapy, and, if treatment failure is suspected, dur-
ing therapy. Strict adherence to ARV protocols is critical in both 
pregnant women and children, since early infection with resistant 
strains can have dire long-term consequences for both mother 
and child, undermining treatment effectiveness.

This study is the fi rst in Cuba to determine levels of ARV-resistant 
viruses in HIV-1–infected mothers and children, describe related 
mutations, and correlate them with therapy used. The results of 
this study make an important contribution to patient management 
and selection of appropriate therapy and follow-up, helping im-
prove their prognosis and quality of life.
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Figure 1: Phylogenetic trees (by neighbor-joining) of 23 hiv-1 pol gene sequences from 
mothers and children 

Analyses are presented in a single tree, corresponding to sequences clustering with HIV-1 subtypes and re-
combinant forms Subtype B, CRF19_cpx, Subtype C and CRF18_cpx. Trees were constructed using Kimura’s 
two-parameter method; shown for bootstrapping values ≥70%. Viruses corresponding to subtypes and refer-
ence CRF are underlined and denoted by subtype or corresponding CRF followed by isolate name. Viruses 
designated as NCB (children) or MCB (mothers) belong to this study and are preceded by a triangle ▲ (NCB) 
or circle ● (MCB).



MEDICC Review, April 2011, Vol 13, No 230

Original Research

REFERENCES

1. Clotet B, Menéndez-Arias L, Schapiro JM, Kuritz-
kes D, Burger D, Tural C, et al. Guide to man-
agement of HIV drug resistance, antiretrovirals 
pharmacokinetics and viral hepatitis infected 
subjects. Barcelona: Fundació de Lluita contra la 
SIDA; 2008. 430 p.

2. Becquet R, Ekouevi DK, Arrive E, Stringer JS, 
Meda N, Chaix ML, et al. Universal Antiretrovi-
ral Therapy for Pregnant and Breast-Feeding 
HIV-1–Infected Women: Towards the Elimina-
tion of Mother-to-Child Transmission of HIV-1 in 
Resource-Limited Settings. Clin Infect Dis. 2009 
Dec 15;49(12):1936–45.

3. UNAIDS. AIDS epidemic update 2009 [Internet]. 
2009 Nov [cited 2011 Mar 21]. Available from: 
http://data.unaids.org/pub/Report/2009/jc1700_
epi_update_2009_en.pdf 

4. Siegrist CA, Yerly S, Kaiser L, Wyler CA, Perrin L. 
Mother to child transmission of zidovudine-resis-
tant HIV-1. Lancet. 1994 Dec 24–31;344(8939–
40):1771–2.

5. Masquelier B, Chaix ML, Burgard M, Lechenadec 
J, Doussin A, Simon F, et al. Zidovudine Geno-
typic Resistance in HIV-1-Infected Newborns in 
the French Perinatal Cohort. J Acquir Immune 
Defi c Syndr. 2001 Jun 1;27(2):99–104.

6. Johnson VA, Petropoulos CJ, Woods CR, Ha-
zelwood JD, Parkin NT, Hamilton CD, et al. 
Vertical Transmission of Multidrug-Resistant 
Human Immunodefi ciency Virus Type 1 (HIV-1) 
and Continued Evolution of Drug Resistance in 
an HIV-1-Infected Infant. J Infect Dis. 2001 Jun 
1;183(11):1688–93.

7. Luzuriaga K, McManus M, Mofenson L, Britto P, 
Graham B, Sullivan JL, et al. A Trial of Three An-
tiretroviral Regimens in HIV-1–Infected Children. 
N Engl J Med. 2004 Jun 10;350(24):2471–80.

8. Nolan M, Fowler MG, Mofenson LM. Antiretrovi-
ral Prophylaxis of Perinatal HIV-1 Transmission 
and the Potential Impact of Antiretroviral Resis-
tance. J Acquir Immune Defi c Syndr. 2002 Jun 
1;30(2):216–29.

9. Palumbo P, Holland B, Dobbs T, Pau CP, Luo 
CC, Abrams EJ, et al. Antiretroviral Resistance 
Mutations Among Pregnant Human Immuno-
defi ciency Virus Type 1-Infected Women and 
Their Newborns in the United States: Vertical 
Transmission and Clades. J Infect Dis. 2001 Nov 
1;184(9):1120–6.

10. Delaugerre C, Chaix ML, Blanche S, Warszawski J, 
Cornet D, Dollfus C, et al. Perinatal acquisition of drug-
resistant HIV-1 infection: mechanisms and long-term 
outcome. Retrovirology. 2009 Sep 19;6:85.

11. De Luca A, Prosperi M, Bracciale L. Resistance 
considerations in sequencing of antiretroviral 
therapy in low-middle income countries with cur-
rently available options. Curr Opin HIV AIDS. 
2010 Jan;5(1):27–37.

12. Cooper ER, Charurat M, Mofenson L, Hanson 
IC, Pitt J, Diaz C, et al. Combination antiretroviral 
strategies for the treatment of pregnant HIV-in-
fected women and prevention of perinatal HIV-
1 transmission. J Acquir Immune Defi c Syndr. 
2002; 29:484–94.

13. Warszawski J, Tubiana R, Le Chenadec J, 
Blanche S, Teglas JP, Dolfus C, et al. Mother-
to-child HIV transmission despite antirretroviral 
therapy in the ANRS French perinatal cohort. 
AIDS. 2008; 22:289–99.

14. Pérez J, Pérez D, González I, Díaz Jidy M, Orta 
M, Aragonés C, et al. Approaches to the manage-
ment of HIV/AIDS in Cuba [Internet]. Geneva: 
World Health Organization; 2004 [cited 2011 Mar 
19]. 19 p. Available from: http://www.who.int/hiv/
pub/prev_care/en/cuba.pdf. 

15. Cancio I, Rocha N, Reymond V, Bermúdez R. 
Pautas para la atención integral al paciente 

con infección por VIH/sida en Cuba. Havana: 
Ministry of Public Health (CU); 2009. 62 p. 
Spanish.

16. Kimura M. A simple method for estimating evo-
lutionary rate of base substitution through com-
parative studies of nucleotide sequences. J Mol 
Evol. 1980 Dec;16(2):111–20.

17. Kumar S, Tamura K, Nei M. MEGA3: Integrated 
software for Molecular Evolutionary Genetics 
Analysis and sequence alignment. Brief Bioin-
form. 2004 Jun;5(2):150–63.

18. Salminen MO, Carr JK, Burke DS, McCutchan 
FE. Identifi cation of breakpoints in intergeno-
typic recombinants of HIV type 1 by bootscan-
ning. AIDS Res Hum Retroviruses. 1995 
Nov;11(11):1423–5.

19. Lole KS, Bollinger RC, Paranjape RS, Gadkari D, 
Kulkarni SS, Novak NG, et al. Full-Length Human 
Immunodefi ciency Virus Type 1 Genomes from 
Subtype C-Infected Seroconverters in India, with 
Evidence of Intersubtype Recombination. J Virol. 
1999 Jan;73(1):152–60.

20. Hillis DM, Allard MW, Miyamoto MM. Analysis 
of DNA sequence data: phylogenetic inference. 
Methods Enzymol. 1993;224:456–87.

21. HIV Drug Resistance Database [Internet]. Stan-
ford: Stanford University. c1998-2011 [cited 2011 
Mar 10]. Available from: http://hivdb.stanford.
edu/.

22. Geelen SP. [HIV infection in children and the 
prevention of mother-to-child transmission]. Ned 
Tijdschr Geneeskd. 2002 Jul 6;146(27):1261–4. 
Dutch.

23. Ferreira FG, Pinto JA, Kakehasi FM, Cleto S, 
Tupinambás U, Aleixo AW, et al. Prevalence of 
Primary Drug Resistance-Associated Mutations 
Among HIV Type 1 Vertically Infected Children in 
Belo Horizonte, Brazil. AIDS Res Hum Retrovi-
ruses. 2010 Feb 15;26(2):229–32.

24. Villahermosa ML, Thomson M, Vázquez de Par-
ga E, Cuevas MT, Contreras G, Pérez-Alvarez 
L, et al. Improved Conditions for Extraction and 
Amplifi cation of Human Immunodefi ciency Virus 
Type 1 RNA From Plasma Samples With Low Vi-
ral Load. J Hum Virol. 2000 Jan–Feb;3(1):27–34.

25. Fontaine E, Riva C, Peeters M, Schmit JC, Dela-
porte E, Van Laethem K, et al. Evaluation of two 
commercial kits for the detection of genotypic 
drug resistance on a panel of HIV type 1 sub-
types A through J. J Acquir Immune Defi c Syndr. 
2001 Nov 1;28(3):254–8.

26. Muñoz Fernández MA. [Virological diagnosis of 
HIV infection in children]. Allergol Immunopathol 
(Madr). 1998 May–Jun;26(3):122–9. Spanish.

27. Sire JM, Vray M, Merzouk M, Plantier JC, Pavie 
J, Maylin S, et al. Comparative RNA Quantifi ca-
tion of HIV-1 Group M and Non-M With the Roche 
Cobas AmpliPrep/Cobas TaqMan HIV-1 v2.0 and 
Abbott Real Time HIV-1 PCR assays. J Acquir 
Immune Defi c Syndr. 2011 Mar 1;56(3):239–43.

28. Blanco M, Rolo F, Martínez N, Gessa A, Díaz 
H, Lubián AL. Aplicación del ensayo de movili-
dad del heterodúplex en los estudios de epide-
miología molecular del VIH-1 en Cuba. Biotec-
nología Aplicada. 2001;18(3):149–53. Spanish.

29. Cuevas MT, Ruibal I, Villahermosa ML, Díaz 
H, Delgado E, Parga EV, et al. High HIV-1 
genetic diversity in Cuba. AIDS. 2002 Aug 
16;16(12):1643–53.

30. Pérez L, Thomson MM, Bleda MJ, Aragonés C, 
González Z, Pérez J, et al. HIV Type 1 Molecular 
Epidemiology in Cuba: High Genetic Diversity, 
Frequent Mosaicism, and Recent Expansion of 
BG Intersubtype Recombinant Forms. AIDS Res 
Hum Retroviruses. 2006 Aug;22(8):724–33.

31. Hasegawa N, Sugiura W, Shibata J, Matsuda M, 
Ren F, Tanaka H. Inferring within-patient HIV-1 

evolutionary dynamics under anti-HIV therapy 
using serial virus samples with vSPA. BMC Bioin-
formatics. 2009 Oct 29;10:360.

32. Buendia P, Narasimhan G. Sliding MinPD: build-
ing evolutionary networks of serial samples via 
an automated recombination detection approach. 
Bioinformatics. 2007 Nov 15;23(22):2993–3000.

33. González Núñez I, Díaz Jidy M, Pérez Avila J. 
[Mother to child transmission of infantile HIV/
AIDS in Cuba]. Rev Cubana Med Trop. 2000 
Sep–Dec;52(3):220–4. Spanish.

34. González Núñez I, Díaz Jidy M, Pérez Ávila J, 
Mengana Gutiérrez HL. [Antiretroviral therapy 
in HIV/AIDS seropositive pregnant women 
in Cuba]. Rev Cubana Med Trop. 2004 Jan-
Apr;56(1):70–2. Spanish.

35. Glikman D, Walsh L, Valkenburg J, Mangat PD, 
Marcinak JF. Hospital-based directly observed 
therapy for HIV-infected children and adoles-
cents to assess adherence to antiretroviral medi-
cations. Pediatrics. 2007 May;119(5):e1142–8.

36. Mullen J, Leech S, O’Shea S, Chrystie IL, Du 
Mont G, Ball C, et al. Antiretroviral drug resis-
tance among HIV-1 infected children failing treat-
ment. J Med Virol. 2002 Nov;68(3):299–304.

37. Tsertsvadze T, Bolokadze N, Sharvadze L, Gabu-
nia P, Dvali N. Antiretroviral treatment in Georgia. 
Georgian Med News. 2008 Dec;(165):10–6.

38. Tornatore M, Gonçalves CV, Mendoza-Sassi RA, 
Silveira JM, D’Ávila NE, Maas CG, et al. HIV-1 
vertical transmission in Rio Grande, Southern 
Brazil. Int J STD AIDS. 2010 May;21(5):351–5.

39. Shafer RW. The challenge of antiretroviral drug 
resistance in HIV-1-infected children. J Pediatr 
(Rio J). 2009 Mar–Apr;85(2):91–4. English, Por-
tuguese.

40. Gupta RK, Gibb DM, Pillay D. Management of 
paediatric HIV-1 resistance. Curr Opin Infect Dis. 
2009 Jun;22(3):256–63.

41. Adjé-Touré C, Hanson DL, Talla-Nzussouo N, 
Borget MY, Kouadio LY, Tossou O, et al. Viro-
logic and immunologic response to antiretroviral 
therapy and predictors of HIV type 1 drug resis-
tance in children receiving treatment in Abidjan, 
Cote d’Ivoire. AIDS Res Hum Retroviruses. 2008 
Jul;24(7):911–7.

42. Zhang F, Haberer J, Wei H, Wang N, Chu A, Zhao 
Y, et al. Drug resistance in the Chinese National 
Pediatric Highly Active Antiretroviral Therapy 
Cohort: implications for paediatric treatment in 
the developing world. Int J STD AIDS. 2009 
Jun;20(6):406–9.

43. Vignoles M, Barboni G, Agosti MR, Quarleri J, 
Garcia MK, Ayala SG, et al. Evaluation of minority 
populations of HIV type-1 with K103N and M184V 
drug resistance mutations among children in Ar-
gentina. Antivir Ther. 2009;14(8):1175–81.

44. Liu ZY, Wei HS, Zhao HX, Liu YN, Zhao Y, Han 
N, et al. [HIV-1 genotypic resistance profi les 
in children failing highly active antiretroviral 
therapy]. Zhonghua Yi Xue Za Zhi. 2007 Dec 
11;87(46):3292–4. Chinese.

45. Kamya MR, Mayanja-Kizza H, Kambugu A, Ba-
keera-Kitaka S, Semitala F, Mwebaze-Songa P, 
et al. Predictors of long-term viral failure among 
ugandan children and adults treated with anti-
retroviral therapy. J Acquir Immune Defi c Syndr. 
2007 Oct 1;46(2):187–93.

46. Machado DM, Fernandes SC, Succi RC, Freire 
WS, Pannuti CS, Gouveia AB, et al. Analysis of 
HIV-type 1 protease and reverse transcriptase 
in Brazilian children failing highly active antiret-
roviral therapy (HAART). Rev Inst Med Trop Sao 
Paulo. 2005 Jan–Feb;47(1):1–5.

47. Sungkanuparph S, Apiwattanakul N, Thitithan-
yanont A, Chantratita W, Sirinavin S. HIV-1 drug 
resistance mutations in children who failed non-

Peer Reviewed



31MEDICC Review, April 2011, Vol 13, No 2

Original Research

nucleoside reverse transcriptase inhibitor-based 
antiretroviral therapy. Southeast Asian J Trop 
Med Public Health. 2009 Jan;40(1):83–8.

48. Simonetti SR, Schatzmayr HG, Simonetti JP. Hu-
man immunodefi ciency virus type 1: drug resis-
tance in treated and untreated Brazilian children. 
Mem Inst Oswaldo Cruz. 2003 Sep;98(6):831–7.

49. Mihailidis C, Dunn D, Pillay D, Pozniak A. Effect 
of isolated V118I mutation in reverse transcrip-
tase on response to fi rst-line antiretroviral thera-
py. AIDS. 2008 Jan 30;22(3):427–30.

THE AUTHORS 

Lissette Pérez Santos, virologist with doc-
torate in medical sciences. Sexually Trans-
mitted Disease Laboratory, Pedro Kourí 
Tropical Medicine Institute, Havana, Cuba. 

Consuelo Correa, physician with a mas-
ter’s degree in virology. Sexually Trans-
mitted Disease Laboratory, Pedro Kourí 
Tropical Medicine Institute, Havana, Cuba.

Yoan Alemán Campos, microbiologist with a 
master’s degree in virology. Sexually Trans-
mitted Disease Laboratory, Pedro Kourí Tro-
pical Medicine Institute, Havana, Cuba.

Ida González, pediatrician with a doctor-
ate in medical sciences. Patient Care De-
partment, Pedro Kourí Tropical Medicine 
Institute, Havana, Cuba.

Jorge Pérez Ávila, physician specializing 
in pharmacology with a master’s degree 
in clinical pharmacology. Director and as-
sociate researcher, Pedro Kourí Tropical 
Medicine Institute, Havana, Cuba.

Pedro A. Martínez, physician with a mas-
ter’s degree in virology. Sexually Trans-
mitted Disease Laboratory, Pedro Kourí 
Tropical Medicine Institute, Havana, 
Cuba.

Alina Álvarez, laboratory technician. 

Sexually Transmitted Disease Laboratory, 
Pedro Kourí Tropical Medicine Institute, 
Havana, Cuba.
 
Yudira Soto, microbiologist with a mas-
ter’s degree in virology. Sexually Trans-
mitted Disease Laboratory, Pedro Kourí 
Tropical Medicine Institute, Havana, Cuba.

Vivian Kourí Cardellá (Corresponding 
author: vkouri@ipk.sld), physician special-
izing in microbiology with a doctorate in 
medical sciences. Sexually Transmitted 
Disease Laboratory, Pedro Kourí Tropical 
Medicine Institute, Havana, Cuba.

Submitted: September 7, 2010
Approved for publication: March 28, 2011
Disclosures: None

Peer Reviewed

Errata

Page 24: Byline, ”Joan Alemán” has been changed to “Yoan Alemán.”Page 31, The Authors: ”Joan Alemán” has been changed to “Yoan 
Alemán Campos.”



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


