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Protocol status:Working

We use this protocol and it's working
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Disclaimer

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,

or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have

undergone a formal approval of any kind. Information presented in this protocol should not substitute for

independent professional judgement, advice, diagnosis, or treatment. Any action you take or refrain from

taking, using or relying upon the information presented here is strictly at your own risk. You agree that

neither the Company nor any of the authors, contributors, administrators, or anyone else associated with

protocols.io, can be held 

Abstract

A stability intestinal S9 human or mouse assay, or intestinal S9 stability assay, is an in vitro test used to assess the

metabolic stability of a compound in the presence of human or mouse intestinal enzymes. It simulates the

breakdown of a compound by enzymes found in the small intestine, providing insights into how well it might be

absorbed and metabolized in the body. 

Safety warnings

Always wear appropriate PPE for this protocol

Refer to Material Safety Data Sheets for additional safety and handling information.
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Summary

1 The Human S9 intestinal stability assay is run in 96-well plates on a Thermomixer set to

39°C and 700 rpm

This protocol can be used with the following S9 fraction material:

Human

Mouse

Sample Preparation

2 The test Compounds are diluted to 100µM using methanol in a separate plate

3 The quench plate is prepared by adding 400µL of cold methanol with internal standard to

each

required well.

Assay

4 A 500mM MgCl₂ solution is made in phosphate buffer, then combined with alamethicin

and sonicated before adding the S9 fraction to create the S9 incubation mix.

5 The S9 incubation mix (300µL) is added to the incubation plate and pre-incubated for 10

minutes.

6 Separately, 15mM NADPH and 30mM UDPGA are prepared and mixed to form a cofactor

solution, with 46.5µL added to each well.

7 The reaction is initiated by adding 3.5µL of compound to column 1, immediately

quenched by transferring 25µL to the cold quench plate (Time 0), and repeated for

subsequent columns at defined time points (0, 5, 10, 15, 25, 35 min).

8 Throughout, mixing at 700rpm is maintained except during sampling.

9 After incubation, the quench plate is centrifuged at 4000rpm for 30 minutes at 4°C, and

150µL of the supernatant is transferred to a fresh LC-MS plate, avoiding disruption of the

pellet.

10 Each well is then brought to 300µL with 30% methanol, and Method (MS) blanks are

prepared by adding 300µL of 30% methanol to column 7.
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Data Analysis

11 The Half-life (t1/2) and Intrinsic Clearance (CLint) are calculated

Protocol references

https://cdn.prod.website-

files.com/659db4dde7f13f395f49157c/65f05dc5d8c335fad59bedfd_Concept%20Life%20Sciences_LE_MICROSO

ME_AND_S9_STABILITY%20_2_.pdf
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