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Abstract ; Puroindoline b-2 is related to wheat grain hardness and yield-related traits. In this study,81 wheat
cultivars or advanced lines from four different countries were used to identify allelic variation of Puroindoline b-2 by
PCR amplification with specific primers and DNA sequencing. The relative expression levels of different Puroindolne
b-B2 alleles were examined in grain,leaf,and root of selected wheat cultivars by real-time quantitative PCR ( RT-
PCR). The results showed that all bread wheat cultivars surveyed contained Pinb-D2vl and Pinb-A2v4 variants in
their genome D and A ,respectively. However, Pinb-B2v3 variant was identified on the B genome of 74 wheat culti-
vars and advanced lines,and Pinb-B2v2 variant was found in the remaining 7 cultivars and advanced lines. There-
fore , Pinb-B2v3 was the most prevalent variant in Pinb-2 locus with percentage of 91. 4% ,while Pinb-B2v2 was only
8.6% . RT-PCR result indicated that the expression level of Pinb-B2v3b was significantly higher than that of Pinb-
B2v2 in wheat grain. Furthermore , the expression level of Pinb-B2v3b variant was significantly higher than those of

Pinb-B2v3a and Pinb-B2v3c¢ variants that had no significant difference even though Pinb-B2v3c was slightly higher
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than that Pinb-B2v3a. In addition, the expression level of Pinb-B2 in leave of wheat was significantly higher than

that in roots. This study could provide a better understanding of molecular and genetics basis of Pinb-2 gene.
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Table 1 Primers for identification of Puroindoline b-2 variants in bread wheat
HER L U AR C) B H B2 (bp)
Genotype Forward primer Reverse primer Annealing temperature Amplified fragments
Pinb-D2v1 GGGTTCTCAAAACTGCCCAT ACTTGCAGTTGGAATCCAG 60 319
Pinb-B212 CTTGTAGTGAGCACAACCTTTGCA GTATGGACGAACTTGCAGCTGGAG 64 401
Pinb-B2v3 GCAGAAAAAGCCATTGCACCTA CATTAGTAGGGACGAACTTGCAGCA 64 528
Pinb-A2v4 CCTTTCTCTTGTAGTGAGCACAACA  GACGAACTTGCAGTTGGAATCCAA 60 403
Pinb-B2v23RT GATGTGAGGCCATTTGGAGG AGTAKGGACGAACTTGCAGC 58 146
Wac(B-actin) GTTCCAATCTATGAGGGATACACGC GAACCTCCACTGAGAACAACATTACC 56 422
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Fig.1 RNA extraction of mature grain in bread wheat
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Fig.2 PCR amplification of B-actin gene in

different cultivars
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Fig.3 Real-time quantitative equation of PCR amplification
of the B-actin gene (A)and Puroindoline b-B2 gene (B)
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5 Puroindoline b-B2 E[RE £ Puroindoline

b-B2 AEEREE (A)AEHL (B) FHENRIZEE
Fig. 5 Relative expression level of Puroindoline
b-B2 gene in different tissues(A)
and different Puroindoline b-B2 alleles (B)
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5 T E AN X3P A 1 A2 Dk &R % 6 19 GSP-1
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AN A, Puroindoline b-B2 JEH Y Fk BT e 5 /N E
P A CHEAR S TE AR DG OC &R, DA AT e Sk R I e
INEF IR —E R
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