Prevalence and Hematological Parameters of
Thalassemia in Tha Kradarn Subdistrict Chachoengsao
Province, Thailand

Kamolthip Nillakupt MSc*,
Oytip Nathalang PhD**, Pasra Arnutti MSc***,
Sumalee Jindadamrongwech PhD ****, Tanit Boonsiri MSc *****,
Suthee Panichkul MD, MSc****** \\irote Areekul MD *****%**

* Department of Biochemistry, Phramongkutklao College of Medicine, Bangkok, Thailand
** Department of Medical Technology, Faculty of Allied Health Sciences, Thammasat University, Bangkok, Thailand
*** Department of Pathology, Phramongkutklao College of Medicine, Bangkok, Thailand
**** Department of Pathology, Ramathibodi Hospital, Bangkok, Thailand
***x* Department of Pediatrics, Phramongkutklao Hospital, Bangkok, Thailand
**xx%* Department of Obstetrics and Gynecology, Phramongkutklao College of
Medicine, Bangkok, Thailand
*xxxsxx Department of Military and Community Medicine, Phramongkutklao College of
Medicine, Bangkok, Thailand

Objective: To determine the prevalence, molecular characteristics and hematological study of thalassemia in Tha Kradarn
Subdistrict Chachoengsao Province.

Material and Method: The present study population consisted of 266 participants from Moo 19 Baan Na-Ngam, Chachoengsao
Province, Thailand. After blood collection, all samples were screened for thalassemia by initial screening with the OF and
DCIP tests and additional testing by CBC, RBC indices, hemoglobin typing and determination of Hb A, and Hb E. All common
o-thalassemia mutations were determined using the PCR with allele specific primers and Gap PCR for common deletions.
Results: The prevalence of o~thal 1, a-thal 2 and p-thal were found as 2.72%, 11.26% and 0.97%, respectively. Regarding
the abnormal hemoglobins, the prevalence of Hb E, Hb Constant Spring and Hb Pakse was 38.45%, 3.69% and 0.78%,
respectively. MCV and MCH were significantly different between S-thalassemia as well as -thal 1 carriers and normal
subjects. In all o~thal 1 traits, it was found that the MCV and MCH were less than 75 fL and 25 pg, therefore, these parameters
can be used for o~thal 1 screening.

Conclusion: In the present study, the prevalence of thalassemia was similar to previous studies. Moreover, using the
combination of OF and DCIP tests compared with MCV, MCH and DCIP tests for the initial thalassemia screening, it was
found that the OF and DCIP tests gave more false positive results, which increased the need for further Hb typing. Hence, the
MCV and MCH combined with DCIP tests provide cost minimization and practical for a large population-based screening
program.
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Thalassemia and hemoglobinopathy are the
most common genetic disorders in Thailand and
Southeast Asian countries®®. Mutations of globin
genes result in reduced or absent production of the
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globin chain. Thalassemia is mainly divided into o-
and B-thalassemias. Most o-thalassemia is caused by
gene deletions and clinical severity depends on the
number of a-genes deleted. The most common single
o-gene deletion is 3.7 kb deletion (-037) and 4.2 kb
deletion (-o*?) is rare. Both a-gene deletions are SEA-
type (-5*) for which approximately a 20 kb gene cluster
is deleted and THAI type (-™4') for which a 34-38 kb o
gene cluster is deleted. On the other hand, B-thal is
usually due to a point mutation. Its clinical severity
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depends on the number of 3-globin chain productions.
In Thailand, HbE, Hb Constant Spring (HbCS) and
HbPakse (HbPS) can be found. The Hb E results from a
base substitution at the codon 26 of B-gene, whereas
HbC S and Hb PS result from alterations at the terminal
codon of a,-gene that changes to CAA and TAT,
respectively®®, In Thailand, the prime targets of
prevention and control of severe thalassemia are
homozygous a-thal 1 (Hb Bart’s hydrop fetalis
syndrome), homozygous B-thalassemia and B-
thalassemia and Hb E disease. Prevalence data is
important for prevention and control strategies and
the prevalence of thalassemia in different parts of
Thailand has been reported®®. Routinely, different
levels of screening tests for thalassemia have been
introduced such as the red cell one-tube osmotic
fragility test (OF) combined with the dichlorophenol-
indolphenol (DCIP) precipitation test; complete blood
count (CBC) and red blood cell (RBC) indices, especially
mean corpuscular volume (MCV) and red cell
distribution width (RDW)®*®, However, additional
confirmatory tests such as hemoglobin typing for the
determination of Hb A, and Hb E and DNA analysis are
needed®.

A recent study among 266 volunteers, living
in Baan Na-Ngam, Chachoengsao Province, Thailand
showed that the prevalence of B-thal traits was 1.1%,
Hb E trait was 35.3% and homozygous Hb E was 5.3%.
Since DNA analysis was not performed, o.-thal 1 and o.-
thal 2 traits could not be excluded®. Therefore, the
purpose of the present study was to facilitate the
effectiveness of diagnostic screening of thalassemias
and hemoglobinopathies in this remote rural area of
Thailand.

Material and Method
Samples

Altogether, 266 subjects were recruited from
Moo 19, Baan Na-Ngam, Chachoengsao Province,
Thailand. Three milliliter of peripheral EDTA blood
samples was obtained from each subject. The subjects
were 105 males and 161 females, with ages ranging from
7 to 49 with amean age of 35.4 years. Informed consent
was obtained from all subjects. After collection, all
samples were immediately screened for thalassemia
using the modified one-tube OF test. They were
screened for Hb E using the modified DCIP precipitation
test. All blood samples were stored in a cool container
and transferred within six hours to the Department of
Pediatrics, Phramongkutklao Hospital for determination
of CBC and erythrocyte indices using the Coulter ON'Y X
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automated blood cell counter (Coulter Electronics,
Hialeah, FL, USA).

The present research was approved by
medical committee of institution.

Screening test

The OF test was performed as described by
Fucharoen G and Nathalang 0“9, A 0.34% buffer
saline solution was prepared. Then a sample of 20 uL
of whole blood was mixed with 2 mL of the saline
solution ina 13 mm x 100 mm test tube and left at room
temperature for 15 minutes before being interpreted.
The modified DCIP test kit, using a clear reagent, was
used in of the present study®>2V, For the DCIP
precipitation test, 20 uL of whole blood was added to 2
mL of a modified DCIP reagent and then incubated at
37°C for 15 minutes before adding 20 uL of stopping
agent. Both tests were interpreted as negative or
positive by visualization. Negative samples are clear,
and positive samples are cloudy. For of the present
study, suspicious samples with very little cloudiness
were considered to be positive.

Hemoglobin typing

Hemoglobin typing was conducted by
automated low-performance liquid chromatography;
LPLC (Hb GOLD, Drew, UK)@,

DNA analysis

DNA extraction was performed in all 266 blood
samples using JETQUICK blood & cell culture DNA
spin kits (GENOMED GmbH, Lohne, Germany). All
common o.-thalassemia mutations, including a-thal 1
(SEA type), a-thal 2 (3.7- and 4.2-kilobase deletions),
Hb CS and Hb PS were determined using PCR method
with allele specific primers described previously®*29,
Briefly, the reaction mixture for PCR in 20 mL contained
2 mL of DNA (100-300 ng/mL), 0.5 mL of 10 pmol of
each primer, 2.2 mL (200 mmol/mL) of each
dedoxynucleoside triphosphate and 0.12 unit of Taq
Polymerase (Promega, WI, USA). The reaction mixture
was placed ina PTC-200 Thermal Cycler (MJ Research
Inc., MA, USA) and Px2 Thermal Cycler (Thermo
Electron Corporation, MA, USA). The PCR program
for a-thal 1, Hb CS and Hb PS is an initial denaturation
step at 94°C for 3 minutes, followed by 30 cycles of
94°C for 30 seconds, 58°C for 30 seconds, 72°C for 40
seconds with a final extension at 72°C for 5 minutes.
The PCR program for o.-thal2 is an initial denaturation
step at 94°C for 5 minutes, followed by 30 cycles of
94°C for 1 minute, 55°C for 40 seconds, 72°C for 40
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seconds with a final extension at 72°C for 7 minutes.
The PCR products were electrophoresed in 2% agarose
gel in 1X TBE buffer and the bands were visualized
using a UV transilluminator. The PCR products of
positive samples for a-thal 1 showed 314 bp and 195
bp, while negative samples showed only 314 bp. The
PCR products of positive samples for HbCS, produced
578 bp and 190 bp whereas negative samples produced
only 578 bp. The positive PCR products for
heterozygous Hb PS showed 253 bp and 180 bp with
the 391 bp as an internal control, while the positive
PCR products of homozygous PS showed only 253 bp
and 391 bp and the negative samples produced only
391 bp. The PCR products of positive samples for o.-
thal 2 (3.7 del) showed 1,800 bp and 578 bp while
negative samples showed only 578 bp. Regarding o-
thal2 (4.2 del), the PCR products of positive samples
showed 1,761 bp and 227 bp while negative samples
showed only 227 bp.

Statistical analysis

Statistical analysis was performed by
Statistical Package for Social Science (SPSS) for
Windows release 11.1 (SPSS Inc., Chicago, Illinois,
USA). Means and standard deviations (SD) of various
numerical parameters were calculated. The Mann-
Whitney U test was used to compare the mean Hb,
Hct, MCV, MCH, MCHC and RDW levels among the
groups. A p-value of less than 0.05 was considered as
significant.

Results

The prevalence of a-thalassemias in Baan Na-
Ngam, Chachoengsao Province is shown in Table 1.
All 266 subjects were divided into four groups
depending on the results of the OF and DCIP tests:
-/-, -1+, +/- and +/+. It was found that of 154 subjects
with normal hemoglobin typing results (A,A), 8 had a-
thall trait (SEA type), 19 had o-thal 2 trait (-o®"/cior), 2
had homozygous a-thal 2 13 had Hb CS trait, 3 had Hb
PS trait, 2 had a combination of o-thal 2 and Hb CS trait
and 1 had a combination of o-thal 2 and Hb PS trait.
Importantly, all of 8 a-thal 1 traits (SEA type) were
positive for the OF test. Of three a-thalassemia traits
with +/- pattern, 1 had a combination with o.-thal1l trait
and 1 had a combination of a-thal2 trait. Of 94 Hb E
traits with -/+ and +/+ patterns, 5 had o-thal 1 trait, 10
had o-thal 2 trait, 2 had homozygous a-thal 28 had Hb
CS trait, 3 had Hb PS trait, 1 had a combination of o.-thal
2 and Hb CS trait. Of 14 homozygous Hb E with +/+
pattern, 3 had o-thal 2 trait, 1 had homozygous c.-thal
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2, 1 had Hb CS trait, 1 had homozygous Hb CS and 1
had a combination of a-thal 1 and Hb PS trait.
Additionally, the 4.2 kb deletion (-o:*2) was not found
in of the present study. Furthermore, 1 sample of oo/
oo genotype showed an abnormal Hb pattern, which
could not be determined by automated LPLC. This
sample was further tested by DNA sequencing and
identified as Hb Hope trait.

The hematological laboratory findings among
various groups of subjects are shown in Tables 2 and
3. It was found that the RBC indices, including MCV,
MCH and MCHC of the a-thal 1 and -thal 2 traits, Hb
CS traits, homozygous Hb E, Hb E traits, Hb E traits
with a-thal 1 and Hb E traits with o-thal 2 were signi-
ficantly lower than normal subjects (p < 0.05). In
addition, the MCV, MCH and the percentage of Hb E
for Hb E traits with a-thal 1 traits were also significantly
lower than Hb E traits (p < 0.05). Interestingly, even
though the percentage of Hb E for Hb E traits with o-
thal 2 traits and Hb E traits with Hb CS traits were lower
than Hb E traits (p < 0.05), the MCV and MCH were
slightly higher than Hb E traits (p < 0.05).

The sensitivity and specificity of a combi-
nation of OF and DCIP tests to screen thalassemia and
hemoglobinopathies in 266 subjects were 82.5% and
92.5%. On the other hand, the sensitivity and specificity
of a combination of MCV and DCIP tests were 83.8%
and 94.3%, as shown in Table 4.

Discussion

The aim of the prevention and control program
for thalassemia in Thailand and other Southeast Asian
countries is to prevent birth of new cases with three
severe thalassemic diseases including homozygous o
thal 1 causing Hb Bart’s hydrops fetalis, homozygous
B-thalassemia and B-thalassemia/Hb E disease®”. The
OF and DCIP tests are routinely used as a screening
protocol for thalassemia and hemoglobinopathies.
However, the use of CBC and RBC indices obtained by
automated blood cell analyzer have been added®728:29,
Individuals with low MCV (<80 fL) and MCH (< 27 pg)
usually have further investigation by electrophoresis
or HPLC or LPLC or DNA analyses in order to identify
o-thalassemias, B-thalassemia and Hb E carriers®®.

A previous study revealed that using the OF
and DCIP tests as initial screening tests combined with
additional tests such as CBC and hemoglobin typing,
the prevalence of B-thal traits was 1.1%, Hb E ftraits,
35.3% and homozygous Hb E, 5.3%?. In the present
study, additional DNA analyses for a-thalassemias, Hb
CS and Hb PS were performed. Concerning 154 subjects

J Med Assoc Thai Vol. 95 Suppl. 5 2012



0 0 0 0 0 0 0 0 0 T T -1
T sdonl/vg) 11eN) 3doH gH

T 0 0 0 T T 0 T € L T (+/4)
0 0 0 0 0 0 0 0 0 0 0 (-1+)
0 0 0 0 0 0 0 0 0 0 0 (+1)
0 0 0 0 0 0 0 0 0 0 0 -1
vT 3¢/ag 3 owoH

0 0 0 1 0 Z S z L 0z L€ (+/4)
0 0 0 0 0 0 0 0 0 0 0 (-1+)
0 0 € 0 0 9 0 0 € Gy 1S (+/-)
0 0 0 0 0 0 0 0 0 0 0 -1
6 ag/vg 1en 3 qH

0 0 0 0 0 0 0 0 0 0 0 (+/+)
0 0 0 0 0 0 T 0 1 T € (-1+)
0 0 0 0 0 0 0 0 0 0 0 (+1)
0 0 0 0 0 0 0 0 0 0 0 1)
g vi/.g wen rey-g

0 0 0 0 0 T T 0 0 0 z (+/+)
0 1 0 T 0 z L Z 14 9 €z (-/+)
0 0 0 0 0 T 0 0 0 Z € (+1)
0 0 € T 0 6 0 0 ST 86 9zT (1)
ST vi/vg [eWIoN

5& 0/- 5& uo\wmvo- 5530&5 585\;5- gy V[0s,00 10°0/04,00 55\<mm- wmvo-\wmvo- uouo\w%o- 100/00 u

adAjouab erwassejeyr-o (d10a/40)2dA1gH

$108[qns 99 Ul SBILIASSE[RY1-0 JO 30Ud[endld T 8|qeL

S127

J Med Assoc Thai Vol. 95 Suppl. 5 2012



G0'0 > anjea d 4 ‘palsal JaquIinN = U

(0oT) ¥T |eloL
Oom%o\-v

vy L'TE 022 7'69 0'9¢ v'TT 6T°S 0'S8 T Sd gH Ynm Jren ey 33
Aamuﬁ\ﬁwuav

€€eT 0Z¢ 9'ee 8'elL g'ge an 8% €06 1 SO qH snobAzowoH 33
2 AN,mxun\N,manv

2'6¢ Z0¢ 9'GT 8’16 182 L8 GG'g 206 1 [ey1-0 snobAzowoH 33

1'ST 8'T¢ L'12 z'89 6'GE v'TT 12°S 7'€8 T (10004,0) 1N SO qH 33

G8'0 + EV'GT €60+ LTCE 9ST +.TTC TEEC+LLG9 OLE+0LG TST+OSTIT TIVO+2rS G0+ €988 € (000/,:¢0-) 1el} *feyr-o 33
(00/00)3

*76'0 ¥ 99°GT x8L°0 ¥ ETCE  ~9ST + ETTC ~ISY + T8G9 €27 + 67'LE G800 + ¥OZT «6E0 * TL'S L.V + ¥9°/8 L snoBAzowoH 33

(001) ¥6 |elol

98’0 ¥ OT'YT 9V'0 + €626 GZT +0292 €€+ .V6L 9vy 060y €9T+ Vel  vS0+STS ceec+egLe (To)¢ (100/05,0) 11es) Sd qH v3
(0550, %-vmo aH

09T zze 6'G¢C 508 G'9¢ L'TT €6y €12 (OTD1 yum e “reyl-o v3

GO+ SVET 8.0 F 8T'EE «IT'C+ 682 ~60'G + 08G8 9T'C +8665 860 +GZET  E€V0+ .9V «€T+9L.2 (588 (100/0450) e SO qH v3
AN,mxun\N,manv

670 + G6'€T 00 ¥ GF'2E 02T +GL¥Z GLE€+GZ9. 8L0+GE.E 8Z0+O0T2T VvIOFO067 «vT0+LT2 (122 °[eyr-0 snofikzowoH v3

LOT FYOVT 6L0 F L8628 «V2C F G612 «VEGF 6978 LLEF LyOr TYT FOSET 680 F 8.7 «6GZ F 2182 (90T) 0T  (00/,¢0-) Hel) °feyr-o v3

860+ VLVT ¥6'0 ¥ Z8CE V90 T V622 ~WP'T +96'69 TOEC + ¥8/E TZT+2vZl LSO+ 2VS «950+ v'T¢ (€9 G (00/--) 1en "eyr-o v3

760 + SOYT 8.0+ 9T'€€ 8ST ++¥T9Z 90V + 188, SOV + 198 cCvT + 182l ¥S0+ 167V 8LT+¥6c (269 S9 (oopo0)en 3 gH v3

(%) mad (1p/6) DHOW (6d) HOW () AON (%) 10H (M) aH  (1/20TX) 09y (%) 3gH  (@u adAouss adAl gH

Sd gH pue SO gH ‘selwasse[eyl-io YiM SUOITeuIquiod SnoLeA Ul Jres) 3qH ‘JqH snobAzowoy ur 3qH pue sedlpul gy '€ ajgeL

GO0 > anjen-d . ‘paisal JaquinN = u

Gouomn_uw\w%o-v ;

G'eT 6'TE 8'ce a7 T'6€ gzT YA 6T (20T SdaH yum nen ‘rey-o vV

670+ €6'CT  TLO+ .92 LOT+.292 02E€+0G08 G6'7 +Ehor 28T +ECET  LS0+20G +vO+.16T (02)¢ (0/05,0) Nen Sd qH vV
(10550/,¢10-)

29CFGTST 20T OSTE THTFOS€C PSS FOvv. OSTF0.8 820F0TCT SYOFTZS 820F0TZ (E€T)2 SO AH yumen feyr-o vy

98T + 8V VT 2.0+ COEE ~89C + LV'/Z 2S5 +80°€8 92F +GL'8E 6FT+28¢T 050+89v Tro+9Tc (#'8) €T  (00/050) Men SO gH vy
C.%o.\w%o-v

G8'0+OV'ST 820+ 0VZE G80+0.2C SZE€+000L L9F+0S6E TFT+082T OF0+%9S TZ0+Sre (ET)¢ ‘leyy-0 snoBAzowoH vy

G8'0 F 29T «TL0 F TZEE «V9T ¥ 86/ «VOV FEIV8 O0LC ¥ 966 62T F.ZET «VOFSLY LE0F6hZ (£21) 6T (00/,¢0-) e ‘Jeys-o vy

96T F YTOT «TL°0 + 02CE ~2L0 * V6T «87'C + 9189 €€ + 8T8 »VOT + ¥2CT «6V0+09G [20+Gcc (298 (00/--) e Freyy-o vy

02T ¥OV'ET 980+ /L€ S8TZFETOE GSS+8I68 06€+920r VT F09ET Pro+2Sy Ge0+vse (889) 90T (00/00) [ewloN vy

() may  (Ip/B) DHOW (6d) HOW () AOIN (%) 10H (B AH (1/z01X) 294 (%) *waH (%) u adAouss 8dA gH

SUOITRUIGLIOD SNOLIBA Ul Sd GH PUB SO GH ‘SEILasSe[eyl-0 ‘[ewwiou ul °y gqH pue saipul gy 'z 8|qel

J Med Assoc Thai Vol. 95 Suppl. 5 2012

S128



Table 4. Comparison of screening tests with Hb typing and PCR for a-thalassemias

Screening tests Hb typing & PCR for o-thalassemias Total
Positive Negative

A) OF & DCIP
Positive 132 8 140
Negative 28 98 126
Total 160 106 266

B) MCV & DCIP
Positive 134 6 140
Negative 26 100 126
Total 160 106 266

A) Sensitivity = 82.5%, specificity = 92.5%, positive predictive value = 94.3% and negative predictive value = 77.8%
B) Sensitivity = 83.8%, specificity = 94.3%, positive predictive value = 95.7% and negative predictive value = 79.4%

with normal hemoglobin typing results, 48 (31.2%) were
positive for o-thalassemias, Hb CS and Hb PS. The
most commonly found were o.-thal2 traits (12.3%), Hb
CS traits (8.4%), o-thal 1 traits (5.2%) and Hb PS traits
(2.0%). Only a-thal 2 (-o*”) was found in this population,
similar to previous findings in the Thai population®©®,
Regarding the OF test, 0.34% buffer saline solution
was used instead of 0.36% OF in order to minimize
false positive results as recommended in previous
studies®=9, Additionally, in of the present study, the
MCV and MCH were significantly reduced in almost
all thalassemia genotypes. Therefore, they are recom-
mended as primary screening indicators for further
diagnosis by specific DNA analysis of a-thall,
especially when MCV and MCH are less than 75 fL and
25 pg, respectively. Moreover, in some o-thal2, Hb CS,
Hb E traits, MCV and MCH are greater than 80 fL and
27 pg, respectively, which is similar to previous
studies®!”. Hence, the use of MCV at less than 80 fL
as the screening value for thalassemia did not cover all
carriers and did not prevent Hb H and B-thal/Hb E
disease resulting from those carriers. Both OF and MCV
are effective in combination with the DCIP in hemo-
globin typing and ai-thalassemia analyses. Further more,
the MCV-DCIP combination is slightly more sensitive.

In addition, of 94 Hb E traits, 29 (31.8%) were
also positive for a-thalassemias, Hb CS and Hb PS.
The most commonly found were a-thal 2 traits (10.6%),
Hb CS traits (8.5%), a.-thal 1 traits (5.3%) and Hb PS
traits (3.2%). The combinations of Hb E traits with a-
thal 1 may result in a decreased percentage of Hb E
determined by automated LPLC. Previous studies
suggest that the low level of Hb E in adult
heterozygotes with o.-thall trait results primarily from
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the greatly decreased assembly rate of alpha beta chain
dimmers.%2),

Regarding routine hemoglobin typing by
HPLC or LPLC, the detection of Hb CS and Hb PS often
fails because Hb CS and Hb PS are unstable variants
with typical cathodic mobility. In of the present study,
using DNA analyses, the prevalence of Hb CS traits
and Hb PS traits is approximately 8% and 2%,
respectively, similar to previous studies in Thai
populations®®, Though these carrier states show no
clinical signs, the complex between a carrier state of a
variety of thalassemic alleles results in a wide spectrum
of clinical syndromes, exemplified by EA Bart’s
syndrome and Hb H-CS disease®334, In conclusion,
using only the OF and DCIP tests will cover all o-
thalassemia, traits and o-thal traits; however, a
combination of MCV and DCIP would yield more reliable
results. Moreover, this observation suggests DNA
analysis for a-thalassemias should be included in the
program for the prevention and control of thalassemia
in Thailand and possibly other countries in Southeast
Asia, where o-thalassemias are highly prevalent.
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