MRNA Expression

mRNA expression (RNAseq): CERS1
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Figure S1. CCLE dataset was used to analyze CERS1 expression in 28
malignant tumor cells.
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Figure S2. Effect of CERS]1 on NSCLC cell migration and cell cycle. (A)
Migration ability of cells following CERS1 transfection was tested via wound-
healing assay. (B) Cell cycle was tested via flow cytometry after propidium
iodide staining, and the data were analyzed using ModFit LT program.
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Figure S3. Verifying the permeability of the in vitro BBB model. (A) HRP flux
was used to detect the permeability of BBB model. (B) The expression levels of
tight junction-related proteins at the indicated times (24, 48, 72, 96, and 120 h)
was performed to test the BBB permeability.
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Figure S4. Potential interacting proteins of CERS1 were identified via pull-
down and LC-MS/MS analyses. (A) Plot of pull-down. (B) Plot of secondary
mass spectrometry.
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Figure S5. Relevant key genes in apoptosis signaling pathways enriched by

2

CERS1 overexpression in NSCLC. Among them, PI3K and AKT were enriched
in the apoptosis signaling pathway.



Table S1. The primer sequences used in this part of the experiment are as

follows:.
Gene name Primer sequence (5' to 3)
CERS1 Forward: CCTCCAGCCCAGAGAT
Reverse: AGAAGGGGTAGTCGGTG
CERS2 Forward: CCAGGTAGAGCGTTGGTT
Reverse: CCAGGGTTTATCCACAATGAC
CERS3 Forward: CCTGGCTGCTATTAGTCTGAT
Reverse: TCACGAGGGTCCCACT
CERS4 Forward: CTGGTGGTACCTCTTGGAGC
Reverse: CGTCGCACACTTGCTGATAC
CERS5 Forward: CAAGTATCAGCGGCTCTGT
Reverse: ATTATCTCCCAACTCTCAAAGA
CERS6 Forward: AAGCAACTGGACTGGGATGTT
Reverse: AATCTGACTCCGTAGGTAAATACA
GADPH Forward: AATCCCATCACCATCTTCCAG
Reverse: GAGCCCCAGCCTTCTCCAT
Table S2. The specific shRNA sequence construction framework is as follows:.
Name 5 STEMP Loop STEMP 3
Forward CCGG GTGCTCTTA(\Z_l(_Z(':I'GCACGAT CTCGAG GATATCGTgXéGGAAGAG TTTTTTG
CERS1#1
Reverse  AATTCAAAAAA GTGCTCTTX_%’GCACGAT CTCGAG GATATCGT(C:;AC\QGGAAGAG
Forward CCGG GCTGCTG(CI;'I;AC:CCCTTAT CTCGAG TTCATAAGESJGAGCAGC TTTTTTG
CERS1 #2
Reverse  AATTCAAAAAA GCTGCTGCCZ;"I'ACAACCCTTAT CTCGAG TTCATAAGESJGAGCAGC
Forward CCGG GCTTCTAT_lC_;gTCCACTCCA CTCGAG AGATGGAC;'\I’ (SCGCCATAGA TTTTTTG
CERS1 #3
Reverse  AATTCAAAAAA GCTTCTAT_lc_EgTCCACTCCA CTCGAG AGATGGA(iI’ éSCGCCATAGA

Table S3. PCR amplification primers for overexpression CERS1 were showed

in the following table:.
Id Seq (5°—3°)
CERS1-Forward GAGGATCCCCGGGTACCGGTCGCCACCATGCCCGAGAGCG
CTTGGAAG

CERS1-Reverse

TCACCATGGTGGCGGGATCCAGCCCAGCAAAGCCGAGTGA




