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Development of Quantitative Method for Apolipoprotein E Isoforms in Human Serum by HRAM-LC-MS/MS
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Human serum or dog serum sample (10 pL)
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Denaturation (Urea)

Recliuction & alkylation (DTT, IAM)

Diglestion by trypsin

(Sigma-Aldrich T8003, 50 pg / sample, 37°C, 1 hour)
Terlmination (10%TFA)
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LC-MS/MS analysis
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Column

Xselect CSH C18 Column, 130A, 2.5 um, 2.1 X 50 mm

Column temp.

60°C

Mobile phase A
Mobile phase B

Water / acetic acid
/ Linear Gradient

Acetonitrile / methanol / acetic acid

Run time 12.0 min
lonization mode  ESI
Analysis mode PRM
Detection mode  Positive
Resolution 70,000
[(M+2H]%*

Monitoring ions

LGADMEDVC(CAM)GR, LGADMEDVR, LAVYQAGAR,
C(CAM)LAVYQAGAR, LGPLVEQGR
And corresponding b heavy Isotope labeled peptides for IS

T2 /NTEDLC-MS/MSIC&K 50T ETHY . RKRICERBIZ
O MEREERBOLC-MS/MSIZ L B 0MmEICx L TXEIE

ECIRE XN TWBEELE BN CTHENY F —

NN NP ]

73;15 RERNBRDEZEMEICOWVWTIEA—7

LM SRAE L=, b Y v 7 RABPOREM

A EA S H RS VT ¢ PRI & B EELN & F U 7 S 13

ICBIL T, B %I?(“B%% Ll fRE
ANY F—> 3 NTIKEEMESRNAE L7,

F7o. BILE L I\Eﬂ,ﬁﬁ/7)l/6OZIK0)/\ﬂ‘ﬁ7§rﬁb\/\ v T AMEZHERD L 7,
ITARTCOBERRITERE LI EEZ mTz L7,

Selectivity for IS
Male and female, n=3 each, total n=6

Matrix Effect
Male and female, n=3 each, total n=06

Carry-Over
n=1, 3 days

Calibration Curve
1-200 pg/mL, n=1, 3 days

Intra-Batch Accuracy and Precision

No interfering peak

RE:-3.4t0 3.1%
CV:6.1to 7.9%

No interfering peak
RE:-10.9to 13.5%

RE: -18.0 to 7.2%

4 (surrogate matrix) and 2 (serum) concentrations, n=b, 3 days CV: 0.7 to 11.5%

Inter-Batch Accuracy and Precision

4 (surrogate matrix) and 2 (serum) concentrations, n=15

Stability in an Autosampler for 48 Hours

2 (surrogate matrix) and 2 (serum) concentrations, n=3

Batch Size

60 serum samples (10 samples / individual serum)

RE: -11.7 t0 5.3%
CV: 2.5 10 9.5%

RR: 87.9 to 110.4%

CV:1.3to0 3.7%
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