How to scale up a method from low throughput to high throughput for the

quantification of 16 nucleosides”? Lesson from experience.
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Context : Agriculture, pesticides and cancer

ﬁ N N EPIBIO97 Biobank \
Link between occupational Pesticides exposure effects? | Biobank made with B
SXPOSUTES an cancers. — Other determinants? % 795 individuals at initial sample time | ‘
- / in Calvados department area with

d Molecular epidemiology approach blood and urine samples
o | Agricultural cohort with | ** 300 follow up after 10 years
A Investigation on biobanks samples ‘ exposure description and | Working in B
d Important statistical power needed tasks listing % Field Crop - Ex%osurel de.SCIl”Ip’[IOnt.by |
\ % Bovine breeding epidemiological ques |onna|y

Plausible mechanism of cancerogenicity
2 cancerogenicity possible mechanisms studied through analysis of epigenetic and genotoxic alteration

Oxidative stress | |
markers _ Epigenetic /Development of a HPLC-HRMS/MS
Higher oxidative stress 12 Oxydation 8- * Augmentation of method for the simultaneous analysis of
in farmers exposed to adducts 7 T Methylation within 16 nucleosides in human blood
pesticides .., investigated o farmers exposed to - -
% . pesticides ‘
SO SRR M R S O - 2 L adduct | Molecule Numerous sample preparation
" AcrodG O HNEAG 1- 2 steps
I 7 N ’ Unexlnsed Ex lI}SEd SMeC Hscmo %
Cd:otodGH . AAAG <ﬁ:“fj ‘ >ORMeC kd\l § :
iy . 4 Epigenetic alterations — S High throughput for the
L MDadG investigated ofdC fl S | preparation of a high number of
FAJG IS
C ds dosed in th - thod Internal standards available for 5MeC e = SampleS
Available with infernal standards G *Nlabellec New compounds dosed | (13C1%N labelled) and 50HMeC T J\@ 3
Alamil H et al. Journal of Pharmaceutical and Biomedical Analysis, 2020 [2] ( D | d bel | ed )
Analytical method
All solution additions are made with an Integra Assist+ pipetting robot \
For each 96 well plate, 8 calibration points, 2 blanks, and 10 quality check are prepared, according to ICH M10 recommendation
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LC-MS/MS analysis
Shimadzu UHPLC-MS/MS 8040
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pipetting robot samples of the remaining ethanol compounds on proteins
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