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order to give a better reproducible results than the classical methods.
2. Study the mRNA stability in [3-Thalaassemia patients in Thailand using
the technique from 1.
ABSTRACT: B-thalassemia and hemoglobin (Hb) E patients, with seemingly identical
genotype, have a remarkable variability in severity. As most of B-thalassemia mutations
normally exhibit recessive inheritance resulting in a reduced or no B-globin chain synthesis.
Therefore, many groups tried to quantify the amount of B-globin mMRNA whether there is a
correlation with the reduced B-globin chain. Premature termination mRNA is also unstable but
no significant systematic attempts to look at mRNA stability among different genotypes. In this
work, the one-step real time PCR has been performed as it detected the amount of mRNA in
real time during log phase of amplicon accumulation. This circumvents many other problems
associated with quantitation in the plateau stage of a PCR amplification. The results show the
increase In CL/B mMRNA ratio (2.4-9.4) in B-thalassemia/Hb E patients with chain termination
mutation as compare to normal controls (1.0-1.2) and Hb E traits (1.7-2.6). This could be due
to the pathway called nonsense-mediated mRNA decay (NMD) which accelerated the
degradation of unstable mRNA that could be toxic to cells and not be translated along their
full length in B-thalassemiaiHb E patients. The difference in OL/B MRNA in B-thalassemia/Hb
E patients with the same genotype could be due to the difference in NMD activity in each
individual. Interestingly, the O(./B MmRNA ratio in normal control is approximately 1.0, which
correlates to the CL/B globin chain synthesis ratio of 1:1. However, the previous report
showed that the C(./B globin mRNA ratio is about 4.3 in normal control by using the two-step
RT-PCR followed by detection and quantitation of PCR products on a non-denaturating gel,
and densitometric scanning of the autoradiograms. To confirm that the CI./B MRNA ratio
obtained by real-time PCR detection is not an artifact, the Ct’./B globin DNA ratio in normal

control was determined. The result indicates that (I/B globin DNA ratio is approximately 1.9,

which correlates with the CI/B globin gene ratio of 2.0.
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