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Cadenza CW-C18 Cadenza CD-C18
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S¥HhS5L  Cadenza CW-C18 (250%x2mm, 3pm, 124 9HK)
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#—FA5.L Cadenza CW-C18 (5%2mm, 3um)

Prominence AT L (SZEERT)

0.15 mL/min

48°C

A: water/HCOOH(100:0.2v/v), 7TmM ammonium formate

B: methanol/HCOOH(100:0.2v/v), 5SmM ammonium formate
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ESI(+)

1.5 L/min

+4.5 kV

200°C

200°C

1.62V

m/z 480-660

LC solution (B:E&{ERT)
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Columns Ceramides N H
Wide pore C,s-Cer 14.5 2.33 1.10 1.98 8645 2.89 1.56
CW-C18
C,,-Cer 15.4 2.55 1.11 3.21 27654 0.90 1.53
C,g-Cer 16.7 2.85 1.55 13.99 25579 0.98 1.53
C,,-Cer 23.4 4.40 — — 29321 0.85 1.16
Conventional C,.-Cer 20.3 3.47 1.11 4.03 36558 0.68 1.57
co-C18 C,,-Cer 22.0 3.85 1.17 592 42975 0.58 1.19
C,g-Cer 25.0 4.51 1.91 25.60 28332 0.88 1.19
C,,-Cer 43.7 8.64 — — 40393 0.62 1.05

tx  :retention time (min)

k :retention factor [k = (tg-t,)/t,]

o :separation factor [a = K ,,/k,]

Rs :resolution [Rs = 1.18(tgo-tr1)/(Wo.5n2tWo 511), RS(n+1/n)].

N : number of theoretical plates [N = 5.55(tz/W, 5,)?]-

H : height equivalent of a theoretical plate [H = length of column/N].
Tf : tailing factor [Tf = W o5,./2a, 5]
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m/z . . : :
Ceramides Calibration range Regression line

C,4-Cer
C,s-Cer
C,,-Cer
C,s-Cer
C,,-Cer

C24.1-Cer

" IMsH] [M+H-H20] (Hg/mL)
510.4886 492.4781 01 - 5.0
538.5199 520.5094 0.05- 5.0
552.5356 534.5250 0.5 -10.0
566.5512 548.5407 0.5 - 5.0
650.6451 632.6346 0.5 -10.0
648.6295 630.6189 0.2 - 7.8

0.992

0.992

0.886

R2 : linear correlation coefficients for the calibration



0.5 pg/mL 1 ug/mL 5 pg/mL

Ceramides ———————————————————
Mean % S.D. Mean % S.D. Mean £S.D.
(%) (%) (%)
C.s-Cer 95.5 % 9.5 9.9 974 = 9.8 10.0 917 % 15.2 16.6
C.s-Cer 103.2 = 101 9.8 95.6 = 5.7 5.9 910 * 127 13.9
C,,-Cer 96.8 * 5.6 5.8 1034 = 10.6 10.3 931 £ 6.1 6.5

C.V. : Coefficient of variation
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0.5 pg/mL 1 ug/mL 5 pg/mL
Ceramides T ————— . ————————
Mean * S.D. C.V. Accuracy Mean * S.D. C.V. Accuracy Mean * S.D. C.V. Accuracy
(ng/ml) (%) (%) (pg/ml) (%) (%) (ng/ml) (%) (%)
C.s-Cer 065 * 017 26.1 30.0 091 £ 0.09 9.9 -9.0 509 * 0.76 15.0 1.8
C,s-Cer 0.76 * 023 30.3 50.2 117 % 0.25 214 171 450 * 0.79 191 -11.1
C,,-Cer 060 * 012 20.0 20.0 114 * 0.13 11.4 14.0 487 * 0.72 145 -2.6

C.V. : Coefficient of variation
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