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Quantitation of endogenous steroids is important in the diagnosis
Steroid hormones
androstenedione,
hydroxyprogesterone etc. are synthesized from cholesterol. These
hormones shows different physiological effects even at very low
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determination at Pico mole level can be a challenge for clinical
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The objective of the study to develop a simple LC-MS/MS method
to estimate five steroids simultaneously in picogram level with
simple sample extraction procedure from plasma and serum and to
overcome the challenges of sensitivity, selectivity, specificity and
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METHOD SUMMARY

Sample preparation:
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ANALYTE INTERFERENCES
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Dwell Cone |
Compound MRM Voltage
(secs) (eV)
(V)

Testosterone 289.23>96.94 0.02 38 25
13C; -Testosterone 292.23>99.93 0.02 38 25
Androstenedione 287.17>96.94 0.02 38 25
13c;-Androstenedione 290.21>99.93 0.02 38 25
11-DeoxyCortisol 347.3>97.1 0.02 32 25
11-DeoxyCortisol IS 352.3>100.1 0.02 32 25
17-HydroxyProgesterone 331.3>97.1 0.02 30 30
17-HydroxyProgesterone | ;.4 5., 4 0.02 30 25
(IS)
Dehydroepiandrosterone
(DHEA) 367.2>80 0.02 45 70
DHEA (IS) 277.2>257.3 0.02 45 30
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ANDROSTENEDIONE

Chromatographic Separation
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MS Conditions:
MS System

Mode

Cone gas
Desolvation Temp

Source Temp

: Xevo TQD
: ESI +Ve

: 50 L/Hr

: 600 °C

: 150 °C

Desolvation gas flow :1000 L/hr

Data processed through TargetLynx application manager.

LINEARITY RANGES

Compound Linearity range
Testosterone 50.0 pg/ml to 10.0 ng/ml|
Androstenedione 50.0 pg/ml to 10.0 ng/ml
11-DeoxyCortisol 50.0 pg/ml to 10.0 ng/ml

17-HydroxyProgesterone

50.0 pg/ml to 10.0 ng/ml|

DHEA

250.0 pg/ml to 50.0 ng/ml|

Woaters

THE SCIENCE OF WHAT'S POSSIBLE.”

RESULTS AND DISCUSSION
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Figure 2: Linearity & Representative
chromatogram of 11 Deoxycortisol.

Figure 1: Linearity & Representative
chrmatogram of Androstenedione.
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Figure 4: Linearity & Representative
chromatogram of 17 OH Progesterone.

Figure 3: Linearity & Representative
chromatogram of DHEA.

Compound name: Testosterone

Correlation coefficient: r=0.997313, r2 = 0.994532 AQS 5T

Calibration curve: 0.000143133 % x +-0.00014973 3 R3
Response type: Internal Std ( Ref 7 ), Area * (1S Conc. /1S Area ) ]
Curve type: Linear, Crigin: Exclude, Weighting: 152, Axis trans: Mone
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Figure 5: Linearity & Representative chromatogram of Testosterone.

CONCLUSION

1) The method demonstrates simple and effective sample
processing approaches with less matrix effect for all five
steroids in plasma and serum.

2) The method demonstrates high recovery & reproducibility for all
tested steroids in plasma and serum.

3) Phospholipids interference effectively removed using simple
extraction procedure.

4) All steroid isomers were separated chromatographically with
good reproducibility.
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