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Figure 1 — Chromatogram of cortisol and DHEAS in a wool sheep sample at i50]-13C;, cortisone-'*Cs, DHEA-3C;,
13 and 8 pg mg", respectively. DHEAS-'3C3) have been used to circum-
vent the issue, thanks to their similar physico-chemical properties. After the optimization of LC-HRMS/MS conditions
and preliminary experiments using the previously published sample preparation protocol, the method was validated on
sheep wool and horse mane hair sample according to ICH guideline [3 - 5]. During the validation study, 40 experiments
(five replicates for each spiking level repeated on two different days) were carried out at four different concentrations (i.
e. 5,10, 20 and 100 pg mg™"). The estimated performance characteristics (selectivity, linearity, accuracy, lower limit of
detection) were satisfactory. By way of example, apparent recoveries obtained by isotopic dilution, ranged between 85 %
and 109 % and the coefficients of variation were lower than 15 % (within-run precision and between-run precision) for
both of the investigated matrices.

Afterthat, the method has been applied to several samples of animals living in marginal areas and Figure 1 shows

the chromatogram of cortisol and DHEAS in a wool sheep sample.

Tims (min)

[1] M. Probo, T. Peric, J. Fusi, J, A. Prandi, M. Faustini and M.C. Veronesi, Theriogenology, vol. 175, pp. 89-94, 2021.

[2] 1. Sadok, K. Ozga, D. Klich, W. Olech, D. Krauze-Gryz, A. Beliniak and R. Lopucki, Sci. Rep. vol. 13 (1):23089, 2023.

[3] F. Cerasoli, M. Podaliri, G. Saluti, A. Conte, M. Ricci, G. Savini and N. D’Alterio, Animals, vol. 12 (1739), pp. 1-11, 2022.

[4] G. Saluti, M. Ricci, F. Castellani, M.N. Colagrande, G. Di Bari, M. Podaliri, F. Cerasoli, G. Savini, G. Scortichini and N. D’Alterio, Anal. Bioanal.
Chem. vol. 414 (28), pp. 8093-8105, 2022.

[5] ICH, Guideline M 10 on bioanalytical method validation and study sample analysis, 2023.



