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A Study on Genetic Diagnosis of Hemophilia A

Li Ru, Han Jin, Li Dong-zhi . Liao Can" .

(Guangzhou Women and Children’s Medical Center , Guangzhou 510623, China)

[Abstract] Objective To establish a simple, rapid and accurate method for direct genetic diagnosis on
hemophilia A (HA). Methods = Seven HA patients and their families were tested for the F8 gene
mutations. Inversion-PCR (I-PCR) and sequence-specific PCR were used to detect intron 22 and 1
inversions respectively. Mutation scanning of the F8 gene was performed by high resolution melting
(HRM) analysis in HA patient negative for inversion mutations. Fragments showing abnormal melting
curves were further confirmed by direct sequencing. Cord blood was collected from a pregnant woman
carrying intron 22 inversion mutation at 27 weeks’ gestation, then prenatal diagnosis was performed.
Results Intron 22 inversion was detected in 4 HA patients, and one of the patients” mother was diagnosed as a
carrier. Prenatal diagnosis for this mother showed that the fetus was a male with intron 22 inversion. A point
mutation ¢, 986G>A (p. Cys329Tyr) was identified in one patient negative for inversion mutations, and his
sisters was diagnosed as a carrier. No intron 1 inversion was found. The overall mutation detection rate of
hemophilia A was 100% in this study, all the subjects obtained direct genetic diagnosis. Conclusion I-PCR is a
simple and rapid method to detect intron 22 inversion, and could be used for genetic and prenatal diagnosis. HRM

is a time-saving and cost-effective approach for mutation screening of the F8 gene. By combining I-PCR,
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sequence-specific PCR, HRM analysis and DNA sequencing, we can improve the mutation identification in the F8

gene and the diagnosis rate of hemophilia A.
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