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[ Abstract] Objective To observe the imprinting status of maternally expressed gene pleckstrin homology-like
domain, family A, member 2 (PHLDAZ2) in placental tissues from patients with pre-eclampsia. Methods Samples
of placental tissues were collected from women with normal pregnancy (n=21) and pre-eclampsia (n=19). We
the C/T
polymorphism in exon 1 and the G/A polymorphism in exon 2, corresponding to rs13390 (PHLDAZ2-1) and
rs1056819 (PHLDA2-2), respectively. DNA PCR-direct sequencing and ¢cDNA RT-PCR-direct sequencing were

examined two single nucleotide polymorphism (SNPs) which are prone to variation in PHLDAZ2.

applied to detect the special-allelic imprinting status of PHLDAZ2. Results No heterozygote was found in placental
tissues in relation to C/T polymorphism in PHLDA2 exon 1. Differences in heterozygote in relation to G/A
polymorphism in PHLDA2 exon 2 were found betweenpre-eclampsia (4/19) and normal pregnancy (5/21), but
without statistical significance. PHLDA2 c¢DNA from heterozygotes ( PHLDA2-2) were all exclusively
monoallelically expressed. Conclusion Similargene polymorphism of PHLDA2 (PHLDA2-1 and PHLDA2-2) in
placental tissues was found between pre-eclampsiaand normal pregnancies. No loss of imprinting (LOI) of PHLDA2
was found in this study.
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Table 1 The specific primers and reaction conditions for DNA-PCR

Gene Primer sequences

PCR product

Annealing

(bp) temperature/cycle times

PHILDA2-1 F.5-TCGGCACGACATGAAATCC- 3’ 195 61 °C /34 cycles
R:5-TCCACGCAGTCCACCTTG- 3’

PHLDA2-2 F.:5-GGACCGGGGCCTTTGGGAAAAA- 3’ 621 64 °C /30 cycles
R:5-CCTCTGGGGAGGCTGCTTGGAA- 3’

GAPDH F.5-CGCTCTCTGCTCCTCCTGTT- 3’ 81 —
R:5-CCATGGTGTCTGAGCGATGT- 3’
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Fig 1 Analysis of PHLDA2 polymorphism in placental tissues
A: Genomic placental DNA is homozygous for the T allele; B: Genomic placental DNA is homozygous for the G allele; C: Genomic
placental DNA is heterozygous for the G and A alleles; D: Genomic placental DNA is homozygous for the A allele
®2 BA&EAL PHLDA2 BE S
Table 2 Genepolymorphism of PHLDA?2 in placental tissues

Exon 1 Exon 2
Group n
C/T c/C T/T G/A G/G A/A
Pre-eclampsia 19 0 0 19 (100%) 4 (21.1%) 15 (78.9%) 0
Control 21 0 0 21 (100%) 5 (23.8%) 15 (71.4%) 1(4.8%)
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Fig 2 Imprinting analysis of PHLDA2-2 in placental tissues. The FEFRN IR EN I B A ) R A ST S T A
cDNA sequence shows monoallelic expression of G allele %ﬁﬁﬁﬂﬁgﬁﬁﬁﬂ j( E,:J 3‘@@? o PHLDA?2 j"j i E E’(J
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