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Abstract: Objective: The antitumor-associated gene of Agrocybe aegerita was cloned to identify the bioactivity.
Method: cDNA library was constructed and the gene calmodulin was obtained by random sequencing. The eukaryotic
expression vector was constructed to detect cell apoptosis and senescence activity. Result: The calmodulin gene was
cloned with 588 bps code for 150 amino acid residues, and the amino acid sequence was very conserved in calmodulin
family. The expression of cloned gene in HelLa cells did not induce the cell apoptosis or senescence. Conclusion: The
sequence of calmodulin contained conserved motif and belonged to calmodulin family.
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Figure 1. The gene of calmodulin from Agrocybe aegerita and the deduced amino acid sequence
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Homo sapiens CaM
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Figure 2. The amino acid sequence comparison of calmodulin. “*”” meant identical residues,

MADQLATEQISEFKEAFSLFDEDGDGTITTRELGTVMRSLGQNFTEAELQDMINEVDADG
MADQLNLEQISEFKEAFSLFDEDGDGTITTRELGTVMRSLGQNFTEAELQDMINEVDADG
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Figure 3. In silico model of calmodulin. (a) The experimentally
determined structure of Agrocybe aegerita calmodulin; (b) Sche-
matic representation of the molecular models of Gallus gallus
calmodulin (PDB code: 205g)
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Figure 4. The construction and the transformation of the plasmid pEGFP-C1-CaM. (a) The PCR result of calmodulin, M: DL2000 Marker, 1:
Amplification of calmodulin’s ORF; (b) M: DL2000 Marker, 1: the result of enzyme digestion of the plasmid pEGFP-C1-calmodulin; (c) The
transformation of the plasmid pEGFP-C1-calmodulin. The plasmid with GFP-tag was transformed into HeL a cells, and after 48h the result
was observed and pictured by fluorescence microscope (pEGFP-C1-C was the control)
Bl 4. pEGFP-C1-CaM EiXRNMERIEE: (2) $5BRERI 18, M: DL2000 Marker, 1 A$5i8% ORF ¥ #4558 ; (b) M: DL2000 Marker,
1 3 pEGFP-C1-calmodulin BRI ELR; (c) pPEGFP-C1-CaM [RAAES, A GFP FRBHFRAAES: Hela 4P, 48 NHEWREHE
WM B+ (DEGFP-C1-C R =g k3t BE)
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Figure 5. The effect of the expression of calmodulin on HeLa cells. (a) The plasmids were transformed into HeLa cells, and after 48 h, the
cells were detected by P1 staining and flow cytometry. pEGFP-C1-C was used as blank control, and the line on the left indicated sub-G1 peak;
(b) The statistical data of three experiments performed in A; (c) The cells was stained for 16 h by the senescence associated g-galactosidase
detection kit, and the percentage of positive cells was statistically collected in the four microscopic fields random selected
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