M D I Poster

MANFRED DONIKE WORKSHOP

Soldevilla Navarro AB, Vargas Garcia-Tenorio S, Fernandez Alvarez M, Mufioz-Guerra ],
Aguilera R

An automated derivatization method for anabolic steroids prior to
GC-MS/MS analysis

Steroid Analysis , Doping Control Laboratory of Madrid, AEPSAD, Madrid, Spain

Abstract

The purpose of this work was to develop an automated method with increased sensitivity and selectivity, with lower
detection limits for the analysis of multiple conjugated 3-ketosteroids, using an automated derivatization process and
detection by GC/MS. The use of an automation module in the sample preparation instead of the traditional manual sample
derivatization procedure for the anabolic steroids screening has been implemented. This technology is used for batches
containing more than 30 samples. A triple quadrupole mass spectrometer (GC-MS/MS) instrument, used in MRM mode,
coupled to a sample preparation module, which automates sample preparation steps such as addition, extraction, mixing
and heating. This automation presents an alternative sample preparation. This procedure has improved the derivatization
yield for some anabolic steroid compounds which are part of the regular screening.

Introduction

The detection of anabolic steroids in doping control is carried out using screening procedures which involve manual
preparation together with LC/MS or GC/MS techniques, that must achieve the required detection limits for doping control.
The detection of 4,9,11-triene and similar structures in urine is a long-standing problem in doping control, which has been
solved by applying LC/MS instead of GC/MS. GC/MS analysis requires derivatization to provide volatile compounds. In most of
the cases the derivatization yields an improvement in selectivity and sensitivity, however the behaviour of multiple
conjugated 3 -ketosteroids makes their detection difficult. This work shows an alternative new automated derivatization
process to overcome these problems.

Experimental

Reference materials were obtained from Sigma-Aldrich (St. Louis, MO, USA), NMI (Pymple, Australia), USP (Rockville, MD,
USA), Atlantic Pharma (Nantes, France), TRC (Toronto, Canada) , Alltech (State College, PA, USA), Steraloids (Newport, R,
USA), European Pharmacopoeia (Strasbourg, France), AK Scientific (Union City, CA, USA) and Cerilliant (Round Rock , TX,
USA). The rest of the reagents and solvents were analytical grade. Three batches of urines were prepared. The first, negative
control urines were spiked with standard stock methanolic solution containing all the compounds listed in Table 2, at the
detection limits required in the doping control analysis, MRPL. The second and third groups, negative control urines samples
were spiked with methyltrienolone, gestrinone, tetrahydrogestrinone and androstantriendione at high concentration levels
and at the MRPL concentration levels. The sample preparation procedure includes three steps: enzymatic hydrolysis,
liquid-liquid extraction and preparation of TMS derivatives using MSTFA:NH,I:Dithioerythritol (1:2:4, v:w:w) during 30 minutes
at 65°C. All the urine samples were hydrolysed and extracted into an automated liquid-liquid extraction system (Zinsser
Lissy GXL System) acquired from Zinsser Analytics (Frankfurt, Germany) specifically designed for the needs of our laboratory.
The derivatization step was performed by carrying out two parallel procedures, manual and automated processes.
Automated derivatization process was performed in a sample preparation module, 7693A ALS, coupled to an Agilent 7890A
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gas-chromatograph and an Agilent 7000A triple quadruple mass spectrometer. Optimization of the 7693A ALS module prior
to its use was required. The optimized parameters are showen in Table 1.

Program step set-points (3-way factorial design)
Mixing Mede {Uni-directional/ Bi-directional) Bi-directional
Drvell Time between cycles (sg) 5
MNumber of cycles 7
Mixing speed { 200- 4000 rpm) 4000
Mix eyele time [ 1-60 sg) 40

Table 1: Optimized sample preparation module parameters.

Relative abundance Relative abundance
Compodade Manual | Awomated Compoimadn Manual | Automatod
19-MNorandrostenona 0,006 0,006 bl gt arolona PO 0,004 0,007
19-Noratios olancd on e 203 o012 Matandamnans M5 0.004 0,00
4.0H-TesiosteroneP'C 0,052 0,051 Matandienone M4 (17-Epmatandencna) 0,005 0, 005
E-000 M {Ba-OH-Androstend ona) 0,118 o118 Matandienons M2 (5-CH-Dianabol) 0.006 0, i
03D M2 (Ea-OH-Testostarona) 0,122 0,123 Metandeonona M3 (18-MHor) 0,006 0,006
G- P 0,035 0,038 Mitandienons M1 (E pirnetandial) 0,002 0,002
Androstantnendicne (ATDH 0.001 0,004 Matasterone M1 (20H-Matastarona) 0.005 0,005
Boldenone M1 0007 oooF Matencione M1 0.013 fz2
Eoldenons PC 0014 0,014 Motencione PPC 0.010 0,0
Aminogiutathmide PC-TrsTMS 0,004 0005 Mathyl-1-Testosterons FC 0.001 0,001
Batasterone M1 0002 000z Sablathyltastosleeona 0,001 0,001
Bolastarons P 0.004 0,004 g athy hesionerana 0.002 0,003
&-OH-Bromantana o212 2211 Mibalerone PC @010 o0
Buprenoephing M1 (Norbuprenomphena) 0002 0,002 Mouphena 0.025 0,024
Buprenoiphsne 0003 0,003 Horboletons M2 0,005 0,005
Calusierona PC 2011 0010 Hometandrolome M1 0,062 0,080
A5-Tetrahydrocannabnol 0,041 0042 Homtandrolones M2 0.007 0007
Canrenone PC | Sprondactona 0566 0,166 Cheandrolone M1 (Epiocandrofonaj 0001 001
Carphadon 0.044 0,048 Crarsclrilone PG 0.001 0,001
Cy clofend M2 0,111 0912 Oy codons 3010 0,540
Clanbutenal 0, 0004 0,04 Chy mvorphane 0,021 0,021
Costabol M1 0,004 0,004 Coymesterone PT a.021 0,021
Codeine 0,058 0,081 Pemtazocns 0,039 0.4
Danazol PC 0,001 0,001 O H-anfatamins 0,240 0173
Danazol M2 0,001 0,001 Tamodan W1 0017 Q_HE
Cranazod M1 (Elisterons) 0003 0,003% Tibolone M3 0,016 0.5
Qiral turinabed W1 0,000 0,0003 Tibcdone W2 0.003 0,003
Droatanolone M1 0,011 0011 Tibolone M1 0.005 0,005
Stanazralokl M3 0,001 0,001 Trenbolong M'I[E!:-'lrmbqup 0,002 0, 003
Stanozololol M2 0,001 oo Jaranal 0,007 0007
Stanar clalal M 00004 0, g Zarancl M1 (Taloranol ) 3,011 0,011
Estradarmdions M1 5(10) Dby dronandsolons) 0,032 0,038 ipaterol 0,020 0,020
Estradenodione PC 0013 a01E Eddiol Q130 130
Fluosy mestercns M2 o2 912 Sfadiol 0,140 0,140
Flugsy mestercne PC o012 0,012 Andost erane 5,300 5,240
Furazabal M1 0,003 0,003 DHEM 0,050 0, 05400
Furazabol PC 0,001 0,008 DHT 0.010 0010
B-hAK 0.058 000 Eput it et cen it 0.100 0, 1040
Hydrocodana 0084 0087 Etiocolanolong 1,630 1. 800
Hy droenarphane PC 0,026 0,026 Tastaaleana 0.200 0, 2040
Letrozols M1 2113 0,115
Muestercions M1 0017 0016

Table 2: Efficiency for over 80 compounds.
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Results and Discussion

Analytical results for both methods of derivatization were obtained from three simple experiments. Each batch of samples
was divided in two groups which were manually and automatically derivatized prior to GC/MS analysis. Several charts were
studied in order to evaluate the sensitivity and stability for multiple conjugated 3-ketosteroids over time. The main
observations are shown below:

* In most of the substances the derivatization efficiency remained the same or improved using the automated derivatization.
However, the response of Androstantriendione increased 1- to 4-fold. Table 2 shows these results for about 80 compounds.

* A comparison between the traditionally used derivatization process and the automated method for multiple conjugated
3-ketosteroids is shown in Figure 1. These results indicate an instability in the behaviour of TMS products by GC/MS. The best
signals were obtained from the automated derivatization since the first analysis on day 1.

e Tautomeric forms of the TM5-enol-TM5-ether derivate of Methyltrienolone, Gestrinone y THG
)

:):( 7 Methyitrienolone

ATD, mono-TMS derivate (1)

Figure 1: Behaviour of TMS derivatized multiple conjugated 3-ketosteroids over time.

* Figure 2 shows the ability to detect these TMS compounds by GC-MS over time using automated derivatization at their
respective MRPLs over time. In the samples manually derivatized, 36 hours later, the detection decreases substantially.
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Methyltrienclone Gestrinone Tetrahydrogestrinone ATD,, Mono-TMS[1)

Figure 2: Normalized results at MRPL levels.

Conclusions

Because of the workload of the laboratories, large batches of samples are prepared for analysis daily. Taking into account
that the run time analysis is over 25-30 minutes, this means that the preparation process does not affect the samples the
same, and some compounds are strongly affected like 4,9,11-trienes and compounds of similar structure. GC-MS/MS with a
triple quadruple instrument, is highly selective and sensitive in the MRM mode, coupled to a sample preparation module,
which derivatizes and injects sequentially, this avoids downtimes, helps to handle batches containing more than 30 samples,
ensures that the treatment of the samples in each batch is exactly the same and achieves the detection limits for doping
control requirements for multiple conjugated 3-ketosteroids and improving or holding the derivatization yield for the other
anabolic steroids.
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