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Separation of Low-level Estrogen Analytes
from Plasma by LC-MS/MS Analysis in

Conjunction with Novum™ PRO MAX MS/MS Conditions
Simplified Liquid Extraction (SLE) lon Source: Positive
CUR: 20
Brittany LeBlanc and Dr. Bryan Tackett . .
Phenomenex, Inc., 411 Madrid Ave., Torrance, CA 90501 USA CAD: H Igh
GS1: 30
Overview GS2: 10
In this study estrogen analytes estrone, beta-estradiol, IS: 4000
and estriol were derivatized from plasma using Novum Source Temp: 450°C
PRO MAX 96-Well Plates SLE sample preparation. These
samples were then injected onto LC-MS/MS for analysis.
Analytes were successfully separated giving excellent a1 Q3 Time D DP EP CE CXP
recovery and lowest level of quantitation. Novum PRO 5042 1561 50 (E1)Estrone-1 50 10 80 14
utilized an optimized manufacturing process to provide 5042 1711 50 (E1)Estrone-2 40 10 50 18
less background noise which leads to cleaner samples post 5222 1711 50 (E3)Estriol-1 100 10 50 8
sample preparation. 5222 1561 50 (E3)Estriol-2 120 10 60 8
s le P i 5242 1561 50 (E3)Estriol-D2-1 100 10 50 8
ample Preparation
5242 1711 50 E3)Estriol-D2-2 120 10 60 8
Pretreatment: 200 pL spiked plasma + 200 pL 50 mM Sodium —
phosphate buffer, pH unadjusted 5112 1561 50  (E2)Estradiol-D5-1 40 10 60 8
Load: Novum PRO MAX 96-Well Plate, wait 5 minutes 5112 1711 50  (E2)Estradiol-D5-2 30 10 50 8
Part No.: 8E-S539-5GA 506.201 156.1 50 (E2)Estradiol-1 40 10 60 8
Elution: 1:3 Hexane:Ethyl Acetate 506.201 1711 50 (E2)Estradiol-2 30 10 50 8
Dry: Under Nitrogen 506.211 1561 50  (E1)Estrone-D2-1 60 10 60 8
Add:(Sé)OHSLO')DanSyl Bz e/ SoE M (STt semeis 506211 1711 50  (El)Estrone-D2-2 100 10 50 8
Incubate: 60 °C for 10 minutes
Inject:Inject 10 pL onto LC-MS/MS
Representative Chromatogram of Estrogens
LC-MS/MS Conditions
Column: Kinetex® 1.7 um Biphenyl 100 A poud
Dimension: 50 x 2.1 mm -
Part No.: 00B-4628-AN 3
Mobile Phase: A: 0.1 % Formic acid in Water 2:;
B: 0.1 % Formic acid in Methanol :z
Gradient: Time (min) %B 2607
0 80 22
1 80 207 w
2 90 ol
1.4e7
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Flow Rate: 0.4 mL/mm ool 315 13 641 ,661687,7.15 ,751 a
[ 05 10 15 20 25 30 35 40 45 50 55 60 6.5 70 75 <
Temperature: Amblent 1 72 44 215 287 3% 429 Eul Tmi-&min 643 715 786 8% 929 1000 1072
Detection: SCIEX® 6500 MS/MS
u Have questions or want more details on implementing this method? We would love to help! page 1 of 3
“w-] Visit www.phenomenex.com/LiveChat to get in touch with one of our Technical Specialists. &
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Have questions or want more details on implementing this method? We would love to help!
H,—] Visit www.phenomenex.com/LiveChat to get in touch with one of our Technical Specialists.
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Need a different column size or sample preparation format?
No problem! We have a majority of our available dimensions up on www.phenomenex.com, but if you can't find what you need right away,
our super helpful Technical Specialists can guide you to the solution via our online chat portal www.phenomenex.com/LiveChat.
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Phenomenex products are available worldwide. For the distributor in your country/region, contact Phenomenex USA, International Department at international@phenomenex.com

I Your happiness is our mission. Take

BE—' HAP PY 45 days to try our products. If you
are not happy, we’'ll make it right.
g Uarantee www.phenomenex.com/behappy

Terms and Conditions

Subject to Phenomenex Standard Terms and Conditions, which may be viewed at www.phenomenex.com/TermsAndConditions.

Trademarks

Kinetex is a registered trademark, and Novum and BE-HAPPY are trademarks of Phenomenex. SCIEX is a registered trademark of AB SCIEX Pte. Ltd.
Novum is patent pending.

FOR RESEARCH USE ONLY. Not for use in clinical diagnostic procedures.
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