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Ceramide is transported from the endoplasmic reticulum to the Golgi apparatus, where it is
converted to sphingomyelin. The ceramide transport protein CERT mediates non-vesicular
transport of ceramide. Previous studies indicate that CERT is also associated with infectious
diseases and cancer. However, the detailed mechanism of how CERT transports ceramide is
not clear. The START domain of CERT is the ceramide binding site and tends to aggregate.
The detailed mechanism of how ceramide is incorporated into and released from the START
domain is not known. To study how CERT transports ceramide using NMR, here, we have tried
to prevent the aggregation of the START domain of CERT. Non-reducing SDS-PAGE showed
bands at the positions of dimer and trimer. Fluorescence depolarization experiments using DTT-
or TCEP-containing buffer revealed that the anisotropy increased with increasing protein
concentration in DTT-containing buffer, but no change in TCEP-containing buffer. These
results suggest that the aggregation of the START domain of CERT is induced by oxidation
and prevented by TCEP-containing buffer.
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