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Figure S1. Light microscopy micrographs of pHRCEpiCs during passage 3 (P3) and passage 15 (P15) at
approximate 50% confluence. Original magnification x10. Bar: 100 pm.
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Figure S2. MS2 spectrum of Gb3Cer (d18:1, C16:0) (A) and corresponding fragmentation scheme (B)
obtained from the neutral GSL preparation of pHRCEpiCs. The MS2 spectrum was achieved by CID
experiments of the [M+Na]* precursor ions at m/z 1046.66 (see Figure 2) and illustrates, along with the
explanatory fragmentation scheme, the structural proof of the MS1-based postulated Gb3Cer lipoform.
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Figure S3. MS2 spectrum of Gb4Cer (d18:1, C22:0) (A) and corresponding fragmentation scheme (B)
obtained from the neutral GSL preparation of pHRCEpiCs. The MS2 spectrum was achieved by CID
experiments of the [M+Na]* precursor ions at m/z 1333.85 (see Figure 2) and illustrates, along with the
explanatory fragmentation scheme, the structural proof of the MS1-based postulated Gb4Cer lipoform.
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Figure S4. MS2 spectrum of Gb5Cer (d18:1, C16:0) (A) and corresponding fragmentation scheme (B)
obtained from the neutral GSL preparation of pHRCEpiCs. The MS2 spectrum was achieved by CID
experiments of the [M+Na]* precursor ions at m/z 1411.81 (see Figure 2) and illustrates, along with the
explanatory fragmentation scheme, the structural proof of the MS1-based postulated Gb5Cer lipoform.

Toxins 2021, 13, 139. https://doi.org/10.3390/toxins13020139 www.mdpi.com/journal/toxins



Toxins 2021, 13, 139 S5 of S6

A Gb4Cer (d18:1, C24:1/C24:0)

\ [M#Na]*
F2 -
994.71 24:0
B, 096.73 1359.84
388.12 1361.85
-
264.27
B, B. 83\2(167
. X
226.07 712.22 834.67
CJ
B, 73024 Y,
" 550.17 1156.76
1158.78
e
I [ Il
| T T 4 T T T T T T T
300 500 700 900 1100 1300 mz

*internal fragments

C,: 730.24

C23H4s5(CazHar
B,:226.07 B,:388.12 By 550.17 B, 712.22 23748 )

GalNAc—-0O—Gal{+-0—GaH-0O—GlIc

Y5: 1156.76  Y,: 994.71  Y,: 832.67
1158.78 996.73 834.67

Figure S5. MS2 spectrum of Gb4Cer (d18:1, C24:1/C24:0) (A) and corresponding fragmentation scheme
(B) obtained from the F2 gradient fraction of pHRCEpiCs. The MS2 spectrum was achieved by CID
experiments of the [M+Na]* precursor ions at m/z 1359.84/1361.85 (see Figure 4) and illustrates, along
with the explanatory fragmentation scheme, the structural proof of the MS1-based postulated Gb4Cer
lipoforms.
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Figure S6. MS2 spectrum of Gb4Cer (d18:1, C24:2/C24:1/C24:0) (A) and corresponding fragmentation
scheme (B) obtained from the F7 gradient fraction of pHRCEpiCs. The MS2 spectrum was achieved by
CID experiments of the [M+Na]* precursor ions at m/z 1357.84/1359.85/1361.86 (see Figure 4) and
illustrates, along with the explanatory fragmentation scheme, the structural proof of the MS1-based
postulated Gb4Cer lipoforms.
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