o da ' P ~ -
NI INANANSUIMSITEAT T 38 alvii 2 NOUMAN 2548

oy By ot
UHHBAUDUD

-y W RS s = A ¥ 1 9 e = ol 9/
ms3tetusarhsdadiiiy 1 (SEA-type) athahudnedsniderilaumsly
cell lysate 21MAOANTVTAIY

o 1 1 woa Yool ody Ay a ﬂ &)
gz laudn” Usln mamon' qsAn@ wiudud' gassen wanl’ fmlszm eamananing
[y = a = 5 @ =
warads wihsnse’ dszaes @ns® aunds ougyda’ give Yiieu' gind oBwnsinyad*

gANNS wniudet Jumn Maa’

UNAAYD

m‘sﬁnma%i‘fﬁﬁﬂqﬂizmﬁﬁammmﬁué’aﬂwmé’a&ﬁu 1 wiia SEA-type Faflunnufinundinis
ﬁuqn'swﬁ'wuu1nluﬂs:’mniqﬁmﬂdtmzﬁwlﬁlﬁmiiﬂé’awﬁmﬁa%tﬁuﬁﬁmmsgmm (Elalnafiuwunin
lansanWfivinds Tulasa) deAtRFanifsass laon1sls DNA lu cell lysate fAeRvunaeaTndldiadie
Suastiudsaudiuazasiadantasmasaiinlasis KKU-OF test lae 25 val¥inauinds KKU-OF test uaz 25
swl¥naause KKU-OF test mianwnlszauanudislunsamadudavhmasdifies 1 loansld cell ysate
ndeanudeitiTons %qlunajw 25 TR VHALINTY KKU-OF test ai1awy 4 Muiluwinzdarmasdds
1 @aulungs 25 FEAlAHRRURL KKU-OF test amdaliwuiudasiaabiiis 1 nimeSun  cell lysate
R saTInsntuntslE KKU-OF test munsnlfiilwnadaniialtlunmsamaiiasombudarmasdiils 1

) \ 3 @ = o = ' oo A a &
°Iix‘l'i1$“ﬁ"!ElfL%ﬂ’liﬂ'JUﬂMLLaz‘lJB\‘]ﬂuﬂ'\imﬂiiﬂ‘nﬂNIHGU%U’WY]VLEJWEBVJ‘N‘HQE\H mwumn‘luﬂszmnsmaagumﬂu

o ad X -
T¥lenantstusaaly 1nsmsmasianisunndidoddwl 2548; 38: 116-123.

‘nejuﬁ-mgamwumam%ﬂﬁﬁnua:ﬂsﬁtsﬁwm

nas3runiingiin

*naud19nEaineIndin uaz

“indnwTudld 4 aosmaiiensuwng antindviidoseiawszfod

118




Bull Chiang Mai Ass‘oc Med Sci Vol. 38, No. 2 May 2005

Abstrace : A Simplified Diagnosis of ¢-Thalassemia 1 (SEA-type) Using a2 Direct
PCR on Whole Blood Cell Lysate

Yutthana Pengjaml', Prapai Hemhorm', Surasak Wanram', Suwanna Semsri’, Thipprapa Amarasakulsab',
Saengchai Nateewaranart', Prakong Sakorn’, Somying Ngamurulert’, Suwimon Poopian®, Suwit Atipornpaiboon’,

Yupinporn Nanumchiew, Jintana Kamsod*

In order to provide a rapid method for identifying (i-thalassemia 1 {SEA-type) in a region where this
disorder is common and can lead to severe ¢t-thalassemia (Hb Bart's hydrops fetalis syndrome). In this study,
the detection of ci—thalassemia 1 (SEA-type) were performed by PCR using the DNA prepared from whole blood
cell lysate. The whole blood samples stored in EDTA were collected from 25 Thai adults who were positive for
screening with KKU-OF test and 25 who were negative for this test. A successful identification of the
Ci-thalassemia 1 of SEA deletion using the direct PCR on cell Iyséte was demonstrated. The resuit showed that,
among those positives for KKU-OF test, 4 were (t-thalassemia 1 (SEA-type) heterozygote. In contrast no
a-thalassemia 1 (SEA-type) was detected in the KKU-OF negative group. Combination of a direct PCR analysis
on whole blood cell lysate and KKU-OF test would therefore provide a screening alternative for ot-thalassemia
1 (SEA- type) in the regions where a program of prevention and control of the Hb Bart’s hydrops fetalis

syndrome is supplemented. Bull Chiang Mai Assoc Med Sci 2005 38: 116-123,

Key words: ¢ — thalassemia 1 (SEA- type), cell lysate, KKU-OF test
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2400 {Perkin Elmer Cetus Co., Norwalk, USA) 445
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wid lusauusn waz 1 wlu 30 soufiuda,
anneating 7 55 °C 1fluaan 1 w1l extension A 72
°C w1t uaz 10 wiv lusaugaiie uazuon
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119

Vol. 38, No. 2 May 2065

sis BTUNALALATIAN UV- transilluminator lapwuin
Afiumme athalassemia (SEA-ype) 2zl PCR
products 2 TwaALANE1ITUAa 314 bp WAz 660 bp
1me primer A7 + A1B 15#533%1 normal DNA 19 PCR
product ¥u® 314 bp LLaz primer A7 + A9 IFav1am
SEA deletion 1% PCR product 2ue B60 bp

WANIIANE
a g H
1. WANISATIVRAUAALINTYY DNA 9
1@3earle97n whole blood cell lysate
o H A o
s DNA fie3uuldann whole blood
a = - -
cell ysate tSaeinsaaniunasi anumanfuusi
! P A '
ATETIARUUFS 260/280 nm WY1 dratiwynTe
o e oW = = A‘ <4 -
ifaute uazlinnuuSantifyana mansasily
o o o on) [N V- R VI
AnTevenfiBaridaldle (lavadodaginuas
o ~ |\ e
ATENINEUUEIN 260/280 nm LYY 1.2)
2. miamaunuanlnaduin
nsasaebuldslaimasuss Sy-globin gene
A & A“lvd a A e e
lumsfnunlunsaftldidandaatnifildana cefl lysate
wungaf liiedasiuneeoidaediuiu s daetne
v A PR = oo @ o
aniEiNau template lunafindwudiiuasess
= al 5 o - ‘I 5 G .
waerfiweariamBuluslueaduas Sy-globin gene
A o L
Fyuan1IiATes W PCR product 2u1a 578 bp
nnapt WA gRane uaasl¥iiuin cell lysate
M e = [ =g » =|
Aldnnmsansluafeilaansourldu template
TunrsasranBulusluiaeiuas Sy-globin gene
feIsRGenT (U0 1)




A

31]'?; 2

= & =t 1
']'Iiﬁ'l‘il.ﬂﬂﬂﬂn'lﬂlﬂﬂﬂWﬂ»ﬂ‘l‘lﬂ

3. mIasabudarmdadiiin 1 (SEA-type)
wamsasTiuadanmaatils 1 (SEA-type)
e35ATeNT 1auld cell lysate 3uu 8 farng
Maananuasbiigadastuniaadas daldnauan

'
o sl

38 aiuh 2 nguma 2548

\dentification of the promoter of G‘y-glt:obin gene by direct PCR on whole blood cell lysates. Lanes 1 — 5 are 5 unrelated
random samples collected in EDTA. The 578 bp indicates the PCR product of the promoter of ®y-globin gene (from —
564 to +14 bp of the ®y-globin gene). M represents the AJHind |l size markers. Samples 1-5 found to be positive with
the ®y-globin gene.
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P R el 4 314 bp
. -
oy .‘-“--'. (Normaf)

Identification of O(-thalassermia 1 by direct PCR on whole blood cell lysates. Lanes 1 — 8 are 8 unrelated samples
positive with KKU-OF lest collected in EDTA. The 660 — and 314 - bp indicate an Ct-thalassemia 1 (SEA). and normal
specific fragments, respectively. P and N show the result with positive and negative control DNA, respectivaly.
M represents the CL/Hind Ill size markers. Sampie 8 is found to be heterozygote for the SEA deletion of

Ol-thalassemia 1.
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