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Abstract: WRKY transcription factors are widely involved in plant growth and development and play important
roles in biotic and abiotic stress responses. In this study we cloned the EnWRKYZ26 gene from Elymus nutans
Griseb ‘Ba Qing’ and conducted bioinformatics analysis, subcellular localization analysis, gene expression profil-
ing, and transcription factor activity validation. The results indicated that En WRKY26 was 996 bp in length,
encoding 331 amino acids, with a molecular weight of 35 501.70 Da. The theoretical isoelectric point of the
EnWRKY26 protein was 9. 49, with an instability index of 53. 78 and an average hydrophobicity of —0. 652, indi~
cating that it was an unstable hydrophilic protein. The entire protein sequence lacks transmembrane domains, and
its secondary structure is predominantly composed of random coils. EnWRKY26 is most closely related to Tra-
seCS7B02G418600 and TraseCS7D02G497700 in terms of phylogenetic relationship. Subcellular localization
analysis revealed that EnWRKY 26 was localized in the nucleus. Transcription factor activity validation confirmed
that it possesses transcriptional activation activity. Under salt stress treatment, the relative expression level of
EnWRKY?Z26 showed an increasing trend. This study provides a theoretical basis for an in-depth understanding of
the molecular mechanism by which En WRKY 26 regulates the response of Elymus nutans to salt stress.
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Table 1 EnWRKY26 Gene amplification and qRT-PCR

primers

5| ) % Primer name
EnWRKYZ26-F
EnWRKY26-R
qEnWRKY26-F
qEnWRKY26-R

51 ¥ 41 Primer sequence
ATGGACGAGCAGTGGATGATCG
TCAAGCAACAGGGATCCGACC
TACCAATGGCGAAAGTACGGGC
ACCAGGTTCTTCCTCTCCGC

EnTubulin-F TGGCAAGGAGGATGCAGCC

EnTubulin-R ACACTGTGAACCCAAGCTTGG
EnActin-F TGACAATGGCACCGGAATGGTC
EnActin-R ACGCAGCTCATTGTAGAAGGTG
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Table 2 Composition of the tobacco transformation solution

214y Component ARFL Volume

0.2 mol-L™"AS 75 pL

0.5mol-L"'MES 2mL

1 mol-L ' MgCl, 1mL
ddH-O A2 % 100 mL
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Fig.1 Cloning of the EnWRKY26 gene from Elymus

nutans Griseb
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Fig 2 Analysis of amino acid sequence (A), hydrophilicity analysis (B), protein secondary structure (C), protein tertiary struc-

ture (D) and transmembrane domain analysis (E) of EnWRKY 26 protein
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