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Target: Drug Metabolite 0
Pathway: Metabolic Enzyme/Protease °
Storage: Please store the product under the recommended conditions in the Certificate of 3
Analysis. %
=

wn

BIOLOGICAL ACTIVITY

Description Seco Rapamycin (Secorapamycin A) is the ring-opened product of Rapamycin. Seco-rapamycin is reported not to affect the
mTOR function],

In Vitro Disposition of Seco Rapamycin in Human Tissue Homogenates and Caco-2 Cell Monolayers. To determine whether Seco
Rapamycin (D2) can be metabolized to dihydro Sirolimus (M2), 20uM Seco Rapamycin is incubated with human liver, jejunal
mucosal, and Caco-2 homogenates. All of these homogenates produced M2 in an NADPH-dependent manner. Ketoconazole,
at a high concentration (100uM), has no effect on the formation of M2 in any of the homogenates examined. To determine
whether Seco Rapamycin can be metabolized to M2 in intact cells, 20uM Seco Rapamycin is added to Caco-2 cell
monolayers. When applied to the apical compartment, little Seco Rapamycin is detected in the basolateral compartment
and in the cellular fraction after 4 h. In addition, little M2 is detected. LY335979 has little effect on the distribution of Seco
Rapamycin after an apical dose, although M2 became detectable in the apical compartment. In contrast, when Seco
Rapamycin is applied to the basolateral compartment, both Seco Rapamycin and M2 are readily detected in the apical
compartment; LY335679 decreases the flux of Seco Rapamycin to the apical compartment and increases the amount of M2
in both apical and basolateral compartments(t],

MCE has not independently confirmed the accuracy of these methods. They are for reference only.

PROTOCOL

Cell Assay [1] To determine whether the Sirolimus metabolite M2 is formed from the degradation product Seco Rapamycin, duplicate
Caco-2 cell cultures are dosed apically or basolaterally with 20 uM Seco Rapamycin and incubated for 4 h. To determine
whether Seco Rapamycin is a substrate for P-gp, duplicate cultures are incubated with 0.5 uM LY335979 in the same manner
for Sirolimus. For comparison, a parallel set of cultures is incubated similarly with 20 pM Sirolimus, but dosed apically only.
M2 formation is also examined in human jejunal mucosal and liver homogenates and Caco-2 homogenates by incubating
each preparation, in duplicate, with 20 uM Seco Rapamycin in the same manner for Sirolimus. For comparison, a parallel set
of incubations containing 20 puM Sirolimus is also performed. To determine whether a high dose of Ketoconazole (100 uM)
inhibits the formation of M2, parallel experiments with Caco-2 cells and the various homogenates are performed in a similar
manner, only Ketoconazole (dissolved as a 100-fold concentration solution in ethanol) is included in the incubation
medium/mixtures!1],

MCE has not independently confirmed the accuracy of these methods. They are for reference only.
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Caution: Product has not been fully validated for medical applications. For research use only.
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