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Method Development of an LC-MS/MS Method to Determine Apolipoprotein E Isoforms in Human Serum
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t b IM;E L Biopredic International (Saint Grégoire, FRANCE). 4 XI)&
iFdblb 7 XX (LWE, BA)  ApoE2 B LU ApoEd U avESF v bRV
/X7 & |$ PEPROTECH (NJ, USA)., WNIZEHBERH DL ERMAERTF KX
Bio-Synthesis (TX, USA). kU 7> > (Product Code T8003)I|% Sigma-
Aldrich GER., BR)DHLDHEHEA L7z, FOMEAEIZETE L VERILED
JL—FDOAEZEALT-, £7-. Milli-QkZ={ER L 7=,

CrpusiE ey

Human serum or dog serum sample (10 pL)

Delnaturation (Urea)

Relduction & alkylation (DTT, IAM)

Di;estion by trypsin (Sigma-Aldrich T8003, 50 ug / sample, 37°C, 1 hour)
Telrmination (10%TFA)

LCl—I\/IS/I\/IS analysis
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Column Xselect CSH C18 Column, 130 A, 2.5 um, 2.1 X 50 mm (Waters, MA, USA)
Column temp. 60°C

Mobile phase A Wat ti id
> st | @oeito gl Linear Gradient

Mobile phase B Acetonitrile / methanol / acetic acid

Run time 12.0 min

lonization mode ESI
Analysis mode PRM
Detection mode  Positive
Resolution 70,000

[(M+2H]°*

LGADMEDVC(CAM)GR, LGADMEDVR, LAVYQAGAR,
C(CAM)LAVYQAGAR, LGPLVEQGR

And corresponding 5 heavy Isotope labeled peptides for IS

Monitoring ions

Product lons LGADMEDVC(CAM)GR: m/z= 735.30901 (y¢*)
for LGADMEDVR: m/z= 892.38291 (ys")
quantification LAVYQAGAR: m/z= 665.33655 (ys*)
C(CAM)LAVYQAGAR: m/z= 835.44208 (ys*)
LGPLVEQGR: m/z= 701.39406 (ys*)
|S: corresponding fragments of heavy isotope labeled peptides

Window =5 ppm
Method Internal standard method
Model Y=aX+b, 1/X? weighting
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Selectivity 6 individual human serum

Matrix Effect 6 individual human serum
Intact and spiked (50 pg/mL each for
ApoE2 and ApoE4)

Carry-Over Surrogate matrix (dog serum) blank
sample injection after calibration curve
Injection
3 days

Calibration Surrogate matrix (dog serum)

Curve 1,2, 5,10, 20, 50, 100, 200 pg/mL
n=1, 3 days

Intra-Batch Surrogate matrix (dog serum)

Accuracy and 1, 3,20, 160 ug/mL

Precision Human serum
0 (intact), 50 pg/mL
n=b, 3 days

Inter-Batch Surrogate matrix (dog serum)

Accuracy and 1,3, 20, 160 ug/mL

Precision Human serum

0 (intact), 50 pg/mL
n=15 (whole results of intra-batch)

Stability in an  Surrogate matrix (dog serum)
Autosampler 3, 160 pg/mL
for 48 Hours Human serum
0 (intact), 50 ug/mL
n=3
48 hours in an autosampler set at 4°C
Batch Size 6 individual human serum
Preparation: n=1
Injection: n=10/sample (total 60)

|S: PA in [S-non-spiked sample <
5.0% of PA in |S-spiked sample

-20.0% < RE < 20.0%

CV < 20.0%

Analyte:

PA in blank sample < 20.0% of
PA in LLOQ sample

1S:

PA in blank sample < 5.0% of
PA in LLOQ sample

-20.0% < RE < 20.0%

(LLOQ: -25.0% < RE < 25.0%)
6 points or higher

(Including LLOQ/ULOQ)

-20.0% = RE < 20.0%
(No criterion for 0 pg/mL sample)
(LLOQ: -25.0% < RE < 25.0%)

CV < 20.0%

(LLOQ: CV < 25.0%)

-20.0% <= RE < 20.0%
(No criterion for 0 pg/mL sample)
(LLOQ: -25.0% < RE < 25.0%)

CV < 20.0%

(LLOQ: CV < 25.0%)
80.0% < RR < 120.0%

Determined values for each serum

CV < 20.0%

Visual inspection on each peak

No interfering
peak

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

No interfering
peak

RE: -10.9 to 13.5%

RE: -18.0 to 7.2%
CV:0.7to 11.5%

RE: -11.7 to 5.3%
CV:2.5109.5%

RR:87.9 t0 110.4%

CV:1.3t0 3.7%
No issues
on each peak

PA: Peak area
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0 Sample-1 £ ApoE4 Specific Peptide TG0
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