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O Wedescribe 27 cases of mild-to-severe a-thalassemia (a-thal) syndrome caused by interaction of Hb
Adana [a59(E8)Gly— Asp, GGC>GAC (0.2)] with deletional and nondeletional o -thal mutations
in Indonesian patients. Hematological profiles and clinical manifestations of all patients were assessed
by routine procedures. The genotypes were generated by a multiplex-polymerase chain reaction (m-
PCR), PCR-RFLP (restriction fragment length polymorphism)-based method, and DNA sequencing.
The a-thal patients who had Hb Adana in combination with the 3.7 kb deletion mostly have mild-to-
moderate anemia. In contrast, patients who were compound heterozygotes for Hb Adana and nondele-
tional mutations, generally showed a more severe anemia and it mostly presented in childhood. Thus,
accurate diagnosis of oa-thal disorders is not only important for future management of these patients but

also for providing proper genetic counseling to the family.
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Hb Adana is a highly unstable variant hemoglobin (Hb) resulting from a
mutation at codon 59 on the al- or a2-globin gene (HBAI: ¢.179G>A or HBA2:
c.179G>A) (1,2). In Indonesia, we found Hb Adana on the a2-globin gene (3,4).
The most severe phenotype due to homozygous Hb Adana, manifesting as

Received 9 February 2012; Accepted 20 December 2012.

Address correspondence to Dr. Iswari Setianingsih, Eijkman Institute for Molecular Biology, Jalan
Diponegoro 69, Jakarta Pusat, 10430, Indonesia; Tel.: +62-21-3917131; Fax: +62-21-3147982; E-mail:

ning@eijkman.go.id

297



298 I.M. Nainggolan et al.

hydrops fetalis, has been previously reported (3). Study of the frequency of Hb
Adana trait in the Indonesian population has not yet been finished; however, our
preliminary population study showed that this Hb variant was detected at a
relatively low frequency (0.4%) in the Javanese population, although it is quite
common (16.0%) in Indonesian patients (4). It contributes to many kinds of o-
thalassemia (a-thal) syndromes, especially in compound heterozygosity with the
3.7 kb deletion, which is the most common a'-thal deletion in Indonesia (4).
Interestingly, we also found the combination of Hb Adana with other nondele-
tional mutations such as Hb Constant Spring (Hb CS, HBA2: c427T>C (5),
codon 22 (02, HBA2: c.69C>T) (6), a regulatory single nucleotide polymorphism
(rSNP) 149709T<C (GenBank DQ431198) in a non genic region between the ¢
and o-globin genes (7) that creates a new promoter causing o-thal [Online
Mendelian Inheritance in Man (OMIM) 141800.0218] and IVSII-142 (a2,
HBAZ: c.440+-2G>A) (8). In this study, we report the hematological and clinical
features of patients having Hb Adana in combination with either deletional or
nondeletional o -thal mutations.

Selection of Patients and Features

Data used in this study was retrospectively evaluated including patients
who were referred to the GenNeka Clinic (Yayasan GenNeka, Eijkman
Institute for Molecular Biology, Jakarta, Indonesia) and were diagnosed with
a-thal based on hematological parameters and molecular diagnosis. Clinical
features including age of first presentation, clinical course and physical exam-
ination were recorded.

Hematology Analysis and Molecular Studies

Hematological analysis consisted of complete blood counts (CBC), blood
smear and Hb analysis. The CBCs were measured using Cell Dyne 1700
(Abbot Diagnostics, Abbott Park, IL, USA), erythrocyte morphology was
assesed by blood smear examination under light microscope and Hb analysis
was performed using high performance liquid chromatography (HPLC) on a
VARIANT™ Hemoglobin Testing System (B-Thalassemia Short Program; Bio-
Rad Laboratories, Hercules, CA, USA). Genomic DNA was isolated from
leukocytes using modified Gentra Puregene Blood Kit (Qiagen Inc.,
Valencia, CA, USA) and used as a template for the polymerase chain reaction
(PCR)-based mutation detection.

Single « Gene Deletions [-03” (rightward) and -¢*2 (leftward) types]

We performed multiplex-PCR (m-PCR) using primers as previously
described (4). Each 25 pl. reaction mixture contained 5x KAPA2G GC
Buffer (with MgCly), 200 uM dNTPs (Invitrogen, Life Technologies Corp.,
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TABLE 1 List of Primers Used to Detect Single o-Globin Gene Deletions (Ivy Ng, personal
communication)

Primers Sequences (GenBank: J00153.1) (5°>3’)

2/3P TGT TGG CAC ATT CCG GGA CAG

XY1 GCG CCG AGC CTG GCC AAACCATCACTTTTC
3R1 TGC ATC CTC AAA GCA CTC TAG GGT CCAGCG T
SA3P TAA GCT AGA GCA TTG GTG GTC ATG C

XYHA GAA GTA GCT CCG ACCAGCTTAGCA A

Carlsbad, CA, USA), 0.2 uM of primers SA3P, XYHA and XYI1, 0.1 pM of
primers 3R1 and 2/3P (Table 1), 4.0% DMSO, 0.5 units of KAPA2G Robust
HotStart DNA polymerase (5 U/pL) (KAPA Biosystems Inc., Woburn, MA,
USA), and 100 ng of genomic DNA as template. The PCR was carried outon a
Veriti™ 96-well thermal cycler (Applied Biosystems, Foster City, CA, USA)
using the following conditions: initial denaturation at 95°C for 3 min.; 35
cycles at 95°C for 30 seconds, 62°C for 45 seconds, 72°C for 2 min.; then final
extension at 72°C for 5 min. Product sizes of PCR were analyzed by electro-
phoresis on 1.0% agarose gel (LE Agarose, Roche Applied Science,
Mannheim, Germany). The gel was photographed using Molecular Imager
Gel Doc™ XR System (Bio-Rad Laboratories). Product sizes of PCR were 1940
bp for the normal band, 2220 bp for the 3.7 kb mutant band, and 1673 bp for
the —4.2 kb mutant band. For nondeletional mutation detection, we first
performed DNA sequencing and then developed and applied direct mutation
detection [PCR-RFLP (restriction fragment length polymorphism)].

We carried out PCR-RFLP to detect the codon 59 mutation as previously
described (3). We developed a PCR-RFLP-based method to detect Hb CS,
codon 22 and the IVS-1I-142 mutations. For the Hb CS mutation detection, 25
pL reaction mixture contained 20 mM Tris-HCI, 10 mM (NH4)oSO,4, 10 mM
KCl, 2 mM MgSOy, 0.1% Triton X-100, pH 8.8, 200 uM dNTPs, 0.4 uM of each
primer (Table 2), 0.625 units of Taq DNA polymerase (New England BioLabs
Inc, Ipswich, MA, USA) and 100 ng of genomic DNA. Polymerase chain
reactions were carried out on a 9700 thermal cycler (Applied Biosystems)
using the following conditions: initial denaturation at 95°C for 5 min.; 35
cycles at 95°C for 30 seconds, 68°C for 30 seconds, 72°C for 1 min.; then a final
extension at 72°C for 5 min.

For the detection of the codon 22 and IVS-II-142 mutations, each 25 pL.
reaction contained 5x Phusion GC Buffer containing 7.5 mM MgCls as 1x
final concentration, 200 uM dNTPs, 0.4 uM of each primer (Table 2), 6.0%
DMSO, 0.5 Units of Phusion DNA Polymerase (New England BioLabs Inc.)
and 100 ng of genomic DNA. The PCR conditions were as follows: initial
denaturation at 95°C for 5 min.; 35 cycles at 95°C for 1 min., 62°C for 30
seconds, 72°C for 1 min.; then a final extension at 72°C for 5 min.
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For the detection of the rSNP 149709T<C mutation, each 25 uL reaction
contained 1x PCR buffer (Qiagen), 1x Q solution (Qiagen), 200 uM dNTPs,
0.2 uM of each primer (Table 2), 1 unit of HotStar Taq Polymerase (Qiagen)
and 100 ng of genomic DNA. The PCR conditions were as follows: initial
denaturation at 95°C for 15 min.; 35 cycles at 95°C for 1 min., 54°C for 1
min., 72°C for 1 min.; then a final extension at 72°C for 5 min.

Polymerase chain reactions to detect the nondeletional mutations were
carried out on a 9700 thermal cycler (Applied Biosystems). Digestion, using
appropriate restriction enzymes, was according to the manufacturer’s instruc-
tions. All digested products were electrophoresed in 2.0% agarose. The gels
were photograped using Gel Doc™ XR (Bio-Rad Laboratories). The PCR
productsizes, restriction enzymes and RFLP productssizes are given in Table 2.

Twenty-seven cases were studied, 25 were of Indonesian ethnic back-
ground and two were Chinese. Eighteen cases (67.0%) were compound
heterozygotes for Hb Adana and either the —a>’ (17 cases) or —a** (one
case) mutations (Table 3), and nine cases (33.0%) were compound hetero-
zygotes for Hb Adana and other nondeletional mutations (Table 4).

Although the clinical manifestations in patients with Hb Adana in combi-
nation with single gene deletions were mostly mild, the onset varied widely
from infant to late adult (1 month to 49 years old) with the steady state Hb
levels ranging from 6.1 to 11.9 g/dL (9.4 &= 1.2) (Table 3). Only two patients
required regular blood transfusions, one of whom started at 3 months of age
and one at 3 years old. Two patients first presented at quite a late age (42 and
49 years). Several patients had a slight increase in Hb F levels (patients 3, 4, 6
and 7 in Table 3) as previously described (1,9). This phenomenon might be
related with the increase of y-globin gene expression, which should be further
elucidated.

The nondeletional mutations in frans to Hb Adana were Hb CS (four
cases), codon 22 (three cases), rSNP 149709T>C mutation (one case) and
IVS-1I-142 (one case) (Table 4). The first presentation varies from 7 days to 28
years old, with the steady state Hb level ranging from 4.9 to 11.1 g/dL. Most
patients (five out of nine) required regular blood transfusions, two patients
required irregular blood transfusions, and only one patient did not require
any blood transfusions. One patient, a compound heterozygote for Hb Adana
and rSNP 149709T>C required regular blood transfusions since 2 months of
age, but did not require them after a splenectomy at age 9 years. Two related
patients (case 6 and 7) with the same genotype (Hb Adana and codon 22)
showed very different clinical severity as thalassemia major and mild thalasse-
mia intermedia. This situation was also found in patients with a compound
heterozygosity for Hb Adana and Hb CS (Table 4).

Although Indonesian o-thal patients who had Hb Adana in combination
with the 3.7 kb deletion generally have mild-to-moderate anemia, a few of
them could manifest as severe anemia. This phenotype variation has been



‘pedrsut odky @ ., 0~ 9 sey oym g yuaned 1dooxs uonap odh gy 4P~ 2U) [IIM UONPUIqUIOD UT UONTINW BUCPY qH oY) Arred syuaned [V :gN
*(souroreroqe pey-oiq ‘i INVIIVA) Wasis ) TJH 2} UO UOP 10U dIoM sask[eue qH YL, ,

“UOISTYSURI) POO[Q ISIL SIY PIAIIAT PRY 9 910§ INO PILLIED SEM IT IIYM
T 1uoned ur 1dooxa (91ers Apeals qH) PaAledal U93q ey SUOISIYsuLn Poo[q ([EIaAds 10) JUO ISE INO PILLIED sem sisdeue Aojorewsy ‘siuaned pastysuen uf
“(01) (souoreroqe] pey-oiq Sy INVIMVA) Walsss ) TdH 24} UO Ud9s Sep ,

‘pro-rea4-1 ueyp
a1ow syuaned J0J PAIBMO[ED 219M SUONEBIAID pIepue)s pue uedw Juapuadap-uoisnjsuen ore § pue [ ssuaned appm uonnquusip [[99 Pax MY ‘PRULap 1ou [N

§'0F9e S0F¢E 99FLEE G 1FLG6e &9F06L & T1FF6

pIo sxeaf g} Te 90uo pasnysuen - 90 €6 €91 6'Ge G9L L1 ¢eW 81

AreSowouadsoredoy
{(uonodajur) plo sreak gp—T¥ 18 201 ¢ (lourudaid) gg o8 e 2011 pasnysuen - ST Far 303 ¥'¢6 9°GL 78 rat S
,$9Wn XIS JO [e303 © 10§ ‘(§y¥q) Loueudoud L1949 Suump pasyysuen  (@'N g1 ¥ fegord 0'¢a GLL 06 ¥ed 91
SUOISIYSuED OU S )req 81 1's v61 G'Ge 8'¢8 q6 P& Gl
s[oad] unLLIdY Y31y AreSowouoyds - L1 9 LLT 03 96/, 611 SN ¥1
(IP/8 0°9 qH) 6 95e 18 201M) pasnysueny s Jaeq LT 9 1'gh ¥¥6 L1, g, g4 €1

AreSowouords
{(uonodyut) plo g'gg o8e Je ureSe pue (LHueudoad) ¢z oSe ye pasnysuen s aeg 91 g'g 613 1'¥3 769 L6 G954 3l
Lsuolsnysuen ou - 61 81 ‘AN 0G5 0°¢8 L6 YeW 11
wﬂ QMN Jje 3duo @meMmCNb wﬁNMOEOE@#Qw mmhhmm m~ Am hNN m~N won ww quz O~
SUOISTYSURI) OU {S[9AJ] UNLUIDY Y31y - 81 ¥'e I'1g 166 L0L g6 L1 6
pauodarou - g1 ¥ 6'L1 456 699 G0l FI-N 8
pawodoriou s areq 8¥ 61 6€5 Farad ¢aL 8L gld L
(19495) plo s1eak g 18 0uO pasnysuen S Jreq 99 I's WA 865 £°69 g0l L4 9
PIO s1BaA § 9ouIs DIwRUE s Jreq ¥l 0 913 063 0°1L &6 Gd g
.m:O mhﬁ@% m Je wuﬂmm @om.ﬁwwgﬁb Ewwn— m.mﬂ mmhhmm O¢ @W @ﬂm OMN wmb mw wu,m ﬁ
suolsnysuen ou AfeSowouadrds s req ¥/ (o4 1'$% 1'€3 0'59 6 N o
,PIO IUOW T JE UOISTYSUEI) JUO - g8 I'1 961 ¥18 &'99 q6 G0N &
qPIO STRUOW ¢ 2OUls pasnysuen uaaq sey H :S3ed  (°3a ¥l 003 061 0°1L 19 GO 1
UONE)SOJIULIN [eIIUI[) X 9H (%) (%) (%) (8d) () (Tp/8) o8y=xog u

4 9H %V qH Mad HONW ADIN qH

SISOUSEI(] 1€ UONI[I(] UL 2UQ YA UONBUIGUIOT) UI SYUINEJ BULPY (H JO ¥IR( [EITUI[) Puk [edIS0[01eWR] ¢ TIIV.L



e § | PILLIED I0U0p Poo[q Y3 agdew 9ren) i i ALred jou op syuaaed oy By ] Se dwn Je[rurs e e sanp  qH ‘) IdH 1O q
“(01) (souoreroqe] pey-oiq S INVIMVA) Waisks )TdH 2 UO ud9s Sep ,
‘Sundg yurisuon) qH ) ‘euepy qH :6G UOPOI ‘paumap Jou ('N ‘YIPIM uonngLisip [[29 pal M

PIO sypuoW G'g 9ouIs pastysuen Aemsdr  gHI-II-SAI /6G UOPOd Sred 76 96 066 966 L'1L 67 ot | 6
paziwoyoudds D<I60L6VT

Suraq 191ye 6 28 20UIs J0U INQ P[O-SYIUOW-Z DUIS PIsnjsuer) Arengox ANSI /66 Uopod Sareq 10 13 ‘aN 1'Lé T'18 L8 gl-d 8
jueugoad o[Iym pasnysuen U0 gz UOpOd /GG UOPOD Sareq 0'g 61 L91 Sv6 G'6L 7’6 ved L

$1 28 20uts pasnysuen
U929 10U SeY ¢ (1eak/Z[—(01) PO s1eak G T 2ouls pasnysuen A[1emSal  gg uopod /G uopod - 00 62 108 165 g'gl, 'l GIN 9

A9H

q
JO 9DUBILIOYUIOD 03 0P J0U S1 &y qH YSIY ‘(4) pastysuesy AUemSou1r gz uopod /{G uopod - Gl 06 8’16 §'ve §'L9 '8 SN ¢
Jmpe Sunof e se paruasaxd Is1y G qH /6G UOPOd D SR 9] e 1%6 G966 g'a8 18 8¢d ¥
(1224 /5—¢) PO sxeak £ 9ous pastysuen AlremSor D) qH /6G UOPod SIEd I'g 8% 1'63 663 ¥'9L 06 I ¢
pPlo Jeak [> douls pasnysuen SO qH /6G uopod - L1 L'e 991 96 608 86 YN &
skep
pauodarjou gD qH /6g uopod H ‘sareq L'1L 00 L'18 6°0% §'66 6'8 LN 1
910N adfouan X 9H (%) (%) (%) (8d) () (/%) 28y wu
A 9H 'VqH — MAQY HOIW ADIN qH RCN

SISOUS®I( 18 BIWSSL[RY ] -, 0 [EUONS[OPUON P UOHRUIqUIO)) Ul BURPY qH SUIKLIE) SIUSNEJ JO BIR( [BIIUND) PUR IR[NIS[O] ‘[ediSo[0jewd  § ATIV.L



304 I.M. Nainggolan et al.

reported previously (2,9). Patients who had Hb Adana in combination with
nondeletional mutations mostly showed more severe symptoms than those
who had it with single gene deletion as we can see from their blood transfusion
status, and who presented at an earlier age. The clinical severities varied
widely between patients, even for those with the same genotype. The diversity
of the hematology profiles and clinical manifestations might be due to genetic
or non genetic factors, further research is required to explain this phenotype
variation. Moreover, traits of the Hb Adana (3) and the other nondeletional a-
thal mutations in this study exhibit a normal range of Hb level with mild
reduction of red cell indices, such as codon 22 (MCV >70.0 fL., MCH >25.0
pg), rSNP 149709T>C (MCV >70.0 fL, MCH >22.0 pg) and IVS-I-142
(MCV >79.0 fL, MCH >26.0 pg). Therefore, routine DNA analysis, regardless
of the hematology feature, is strongly suggested for diagnosis of o-thal in
Indonesia, especially during antenatal screening.
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