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Figure EV1. Characterization of GalNAc-T expression in HepG2WT and KO model cell lines.
A ICC of HepG2WT cells with MAbs to a panel of human GalNAc-Ts. Scale bar, 20 µm.
B Characterization of generated isogenic HepG2 KO cell lines by ICC with MAbs to GalNAc-Ts and Tn (clone 5F4). The intensity of GalNAc-T3 labeling and subcellular

localization was essentially identical to what we have previously demonstrated in a variety of human cancel cell lines expressing T3 [8]. Scale bar, 20 µm.
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Figure EV2. Differential O-glycoproteomes in HepG2SC.
A Column diagram showing the relative distribution of identified glycoproteins between TCL, SEC, and overlap between TCL and SEC in all samples HepG2SCDT1,

HepG2SCDT2, and HepG2SC+T3, illustrating that a comparable number of glycoproteins were identified in the three paired sample sets.
B Subcellular localization ontology of identified O-glycoproteins from HepG2SC showing an overrepresentation of extracellular, membrane bound, Golgi- and ER-

resident proteins. Interestingly, we identified nuclear- and cytoplasmic-resident proteins, albeit at much lower frequencies. GalNAc and GlcNAc are exact isobars,
and in this type of O-glycoproteomics studies, there is potential for including contaminating O-GlcNAc glycopeptides [9,10]. Upon closer examination,
approximately 50% of these proteins had multiple GO annotations, including terms relating to the secretory pathway. However, manual inspection of the
remaining proteins revealed that these had no annotations to the secretory pathway and were predicted not to have signal peptide sequences, suggesting that
these did represent contaminating glycopeptides. These proteins were excluded from the statistical analysis and listed separately (Table EV2).

C, D Venn diagrams showing the distribution of all quantified peptides (C) or all quantified mono-glycosylated peptides (D) between HepG2SCDT1, HepG2SCDT2, and
HepG2SC+T3.
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Figure EV3. Considerations for isoform specificity.
A Schematic depiction of how low and high M/L ratios and singlets may occur in both directions. Mono-glycosylated peptides with isoform-specific sites may be lost or

downregulated (M/L ratio ≤ �1 (Log10)), and glycopeptides with two close adjacent O-glycosites, of which one is isoform-specific, may result in de novo appearance or
upregulated (M/L ratio ≥1 (Log10)) of a mono-glycosylated peptide with the remaining non-isoform-specific site.

B Histogram showing the proportion of mono-glycosylated peptides that have potential glycosylation sites (sites previously identified in 12 human cell lines [2]) within
the peptide sequence (green). Blue, total number of quantitated monoglycosylated peptides. A slightly higher proportion of the upregulated singlet glycopeptides for
GalNAc-T1 (67% vs. 58%), GalNAc-T2 (72% vs. 51%), and the downregulated glycopeptides for GalNAc-T3 KI (60% vs. 41%), had previously been identified as
glycopeptides with two or more O-glycosites, indicating that at least some of these sites may appear as the result of loss of (T1/T2) or gain of (T3) an isoform-specific
glycosite.

C Distribution of isoform-specific sites per glycoprotein.

▸Figure EV4. In vitro GalNAc-T enzyme assay validation of candidate isoform-specific O-glycosites.
A 20-mer peptides designed to cover identified candidate isoform-specific O-glycosites as acceptor substrates for recombinant human GalNAc-T1, GalNAc-T2, and

GalNAc-T3 enzymes (see Table EV3 for a summary of data). Total number of peptides tested for each isoform is shown in parenthesis. Since GalNAc-T3 is not
endogenously expressed in HepG2 cells, we disregarded overlapping activity of this enzyme with a few substrates in qualifying isoform specificities of GalNAc-T1 and
GalNAc-T2 in the HepG2 cellular context. Blue color marks isoform-specific peptides, dark gray marks peptides glycosylated by multiple isoforms, including the specific
isoform (Tx), and light gray color the peptides glycosylated by multiple isoforms excluding the specific isoform (Tx). In testing GalNAc-T1 candidate isoform-specific
sites, only 4/14 peptide designs served as substrates for any of the enzyme isoforms tested, and of these, 3/4 were found to be specific substrates for T1. For GalNAc-
T2, 23/27 peptides were used by the enzymes tested and of these, 19/23 were specific for T2. For GalNAc-T3, 14/18 peptides served as substrates for the tested
enzymes and of these, 9/14 were specifically glycosylated by T3.

B For comparative testing of the glycosites that were not predicted to be isoform-specific in the HepG2SCDT1 analysis, we found that 2/35 peptides were weak
substrates for T1, 14/35 was glycosylated by several isoforms, and 19/35 were not glycosylated by any isoform tested. For the isoform non-specific sites found in the
HepG2SCDT2, 0/38 peptides were specific for T2, 20/38 were glycosylated by several isoforms and 18/38 did not serve as substrates for any isoforms. For HepG2SCDT3,
0/32 peptides were specific for T3, 16/32 were glycosylated by several isoforms and 16/32 were not glycosylated in vitro.

C Substantial efforts have been devoted to searching for consensus motifs for O-GalNAc glycosylation [11]. We therefore aligned the candidate isoform-specific glycosite
sequences and analyzed these by frequency plots showing the relative frequency of amino acids � 10 sites from GalNAc-T1, GalNAc-T2, or GalNAc-T3 isoform-specific
glycosylation sites. For GalNAc-T1-specific sites, we demonstrated a preference for acidic amino acids in position +1 and �3 and for basic His in position +2 and �4.
For GalNAc-T2-specific sites, we found a more clear preference (4- to 12-fold enrichment) for Pro in positions �1 and �3 and Trp in position �2. Interestingly, we also
observed a diminishment of certain charged residues in position �3 to +1, as His and Asp residues are never found in these positions. For GalNAc-T3-specific sites, we
found a subtle enrichment for basic and hydrophobic residues in positions �1, �2, +1, and +3. Interestingly, in general methionine, cysteine and the large bulky
tryptophan residues are under-represented in sequences surrounding isoform-specific sites of all three isoforms. Overall, these results are well in line with previous
in vitro glycosylation studies [11], and support the idea that isoform discriminating amino acid preference exists at least to some extent.
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Figure EV5. RNAseq transcriptome analysis of isogenic HepG2 cells.
A, B Venn diagram showing distribution of up- (A) and downregulated (B) genes between HepG2WTDT1, HepG2WTDT2, and HepG2WT+T3 compared to HepG2WT.

▸Figure EV6. Differential transcriptomics and Gene Ontology Enrichment analysis.
A–C RNAseq expression data plotted for HepG2WT/HepG2WTDT1 (A), HepG2WT/HepG2WTDT2 (B), and HepG2WT/HepG2WT+T3 (C) with expression level as a function of fold

change. Top 10 biological process ontology terms among up- or downregulated transcripts are shown in table format. The biological coefficients of variations
between HepG2WT clones with the same gene KO/KI were 19, 25, and 29% for GalNAc-T1, GalNAc-T2, and GalNAc-T3, respectively (not shown). These variations are
within the boundaries of what is expected when two individual clonal cell lines are compared. In contrast, the biological coefficients of variations between the two
individual datasets for pools of HepG2WT cells were as expected much lower (2–3%).
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