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Preparation and detection of phosphorylated PRAS40 (Serl183)
polyclonal antibody

Hao Wei, Bei Huang, Changzhi Xu, Zhuxia Zheng, and Yu Bai
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Abstract: PRAS40 (proline-rich Akt substrate 40 kD) associates with mammalian target of rapamycin complex 1(mTORC1), serine
183 site (Ser183) of PRAS40 can be phosphorylated by mTORCI1. To prepare the phosphorylated PRAS40 (Ser183) antibody, We
chosen 10-amino acid including Ser183 as antigen peptide through antigenicity and hydrophobicity analysis, hinged on keyhole
limpet hemocyanin (KLH), and used the KLH-peptide to immunize rabbits. After antibody serum titer detection by enzyme linked
immunosorbent assay (ELISA), the antibody was purified with rProtein A sepharose fast flow and dephosphorylated antigen
membrane. The antibody titrate reached 1:10 000 after purification and its special property was enhanced with absorption treatment
of dephosphorylated antigen membrane. In addition, we used rabbit anti-PRAS40 antibody and the phosphorylated PRAS40 (Ser183)
antibody to detect PRAS40 expression in several cell lines, including the normal cells HL7702, HEK293, tumor cells HepG2, A549
and S180. There were no quite difference among these cells; otherwise, we observed the decreased phosphorylation level of Ser183
after amino acid withdrawal treatment. Therefore, the polyclonal phosphorylated PRAS40 (Ser183) antibody was specific to PRAS40
(Ser183) site and could be used for the function study of PRAS40.
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Fig. 1  Antigenicity and hydrophobicity analysis of PRAS40 protein.
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Table 1 Titrate and ODyso value analysis of S183 antibody serum
Serum titrate ODysp (repeat 4 times) Average value Identification
1:1000000 0.179 0.183 0.192 0.198 0.188+0.008 -
1:100000 0.226 0.218 0.231 0.228 0.226+0.006 -
1:10000 0.420 0.452 0.438 0.443 0.438+0.01 +
1:1000 0.548 0.562 0.552 0.553 0.554+0.006 +
1:100 0.697 0.689 0.702 0.688 0.694+0.007 +
1:10 0.858 0.810 0.793 0.825 0.822+0.03 +
Control 0.135 0.132 0.128 0.134 0.132+0.003
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Fig. 5 Phosphorylation state detection of PRAS40-S183 site in
the supernant of different cell lines by Western blotting.
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