1  Supplementary Information

Amino acid sequences of the constructs used to monitor receptor
internalization and SARS-CoV2 infection

LgBiT-GSSGGGGSGGGGSSGGAQGNS-MQKQPTWVPDSEAPNCMNCQVKFTFTKRRHHCRACGKVFCGVCCNRKCKLQYLEKEARVCVVCYETISK

| |
Flexible linker of amino FYVE domain
acids

GPCR-GNSGSSGGGGSGGGGSSG-VTGYRLFEEIL

| |
Flexible linker of amino SmBIT
acids
HER2-GNSGSSGGGGSGGGGSSG-VTGYRLFEEIL
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Flexible linker of amino SmBIT
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| |
Flexible linker of amino SmBIT
acids

3  Supplementary Figure-1. Amino acid sequences highlighted in green correspond to the
4  flexible linkers between the receptor and LgBiT or SmBiT. Endofin domain is marked in

5  blue (residues from Q739 to K806).
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Amino acid sequences of the constructs used to monitor
antibody mediated internalization of FAM19A5 Isoform |l

MQKQPTWVPDSEAPNCMNCQVKFTFTKRRHHCRACGKVFCGVCCNRKCKLQYLEKEARVCVVCYETISK-GNSGSSGGGGSGGGGSSG-LgBiT

! |
FYVE domain Flexible linker of amino
acids
VTGYRLFEEIL-GSSGGGGSGGGGSSGGAQGNS-FAM19A5 Isoform 2

‘ |
SmBIT Flexible linker of amino
acids

Supplementary Figure-2. Amino acid sequences highlighted in green correspond to the
flexible linkers between the receptor and LgBiT or SmBiT. Highlighted sequences in blue
correspond to the Endofin domain and in purple to the SmBIT linked to the N-termini of

FAM19A5 Isoform Il respectively.
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Names and DNA sequences of the vectors used to covalently attach LgBiT or SmBIT at

the C-termini of the receptors.

pBiT1.1-C [TK/LgBIiT]

Vector
Sqfl

Bglll Nhj! .A_‘ Sacl Eco Xhol
—— —— —R

5’-...AAAGCCACCAGATCTGCTAGCGATCGCCTAAGTGGGAGCTCAGGGGAATTCTGGCTCGAGCGGTGGTGGCGG
LgBiT coding
region
GAGCGGAGGTGGAGGGTCGTCAGGTGTCTTCACA...3’

pBiT2.1-C [TK/LgBIiT]
Vector Sqfl

Bglll Nh Sacl Eco Xhol

—— —t— —R_ —
5’-...AAAGCCACCAGATCTGCTAGCGATCGCCTAAGTGGGAGCTCAGGGGAATTCTGGCTCGAGCGGTGGTGGCGG
SmBIT coding

| region 1
GAGCGGAGGTGGAGGGTCGTCAGGTGTGACCGGCTACCGGCTGTSFCGAGGAGATTCTGTAA3’

Supplementary Figure 3. Multicloning site sequences showing the corresponding

enzyme restriction sites divided by a stop codon (red sequence).
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Names and DNA sequences of the vectors used to covalently attach LgBiT or SmBIT at

the N-termini of the protein

pBiT1.1-N [TK/LgBIiT]
Vector
LgBiT coding region Sacl Xfllol Eco

A r 1 —R—
5’-...CCATCAACAGTGGG AGT!TCCG GTGGTGGCGGGAGCGGAG GTGGAGGlCTCGAG! CGGTGGAGCTCAGGGGAATTC

Nhel Bglll  Xbal Fsel
——r—— —t—
AGTCTAAGCTAGCAGATCTTCTAGAGTCGGGGCGGCCGGCC...3’

pBiT2.1-N [TK/LgBIiT]
Vector
SmBIT coding

[ region 1
5...ATGGTGACCGGCTACCGGCTGTTCGAGGAGATTCTCTCCGGTGGTGGCGGGAGCGGAGGGGGAGTTCCGGTGGTGGCGGGA

Xhol Sacl Eco Nhel  Bglll  Xbal Fsel

—t— —— —Rt— —A— ——
GCGGAGGTGGAGGCTCGAGCGGTGGAGCTCAGGGGAATTCAGTCTAAGCTAGCAGATCTTCTAGAGTCGGGGCGGCCGGCC...3’

Supplementary Figure-4. Multicloning site sequences showing the corresponding

enzyme restriction sites divided by a stop codon (red sequence).
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Z-factor as a quality assessment of the NanoBiT internalization assay in different

membrane receptor trafficking systems
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Supplementary Figure-5. Z’ factor determination as a quality assessment across

different internalization mechanisms.
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74 Histogram taken from bioluminescent imaging at different time points

75

76  Supplementary Figure-6. Decay in bioluminescence from live cell imaging along the
77 time as a consequence of substrate depletion. A total of 25% substrate depletion was
78  observed within 12 minutes after reaching a maximum in bioluminescence.
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Supplementary Table-1. Primer sequences used to clone the corresponding receptor

into the internalization NanoBIiT system.

Name

Sequence

GAL1 Forward

5’-aagccaccAGATCTACCATGGAGCTGGCGGTCGGG-3'

GAL1 Reverse

5’-CACCACCGETCGAGCCCACATGAGTACAATTIGGT-3'

GAL2 Forward

5’-aagccaccAGATCTGCCGCCACCATGAACGTCTCGGGCTGC-3

GAL2 Reverse

5’-CACCACCGETCGAGCCCACATGAGTACAATTIGGT-3'

B2AR Forward

5’-ccagatctGCTAGCGCCGCCACCATGGGGCAACCCGGGAAC-3’

B2AR Reverse

5’-TCGAgccaGAATTCCCCAGCAGTGAGTCATTTGT-3’

Endofin Forward

5’-TCGAgccagaatt(JCAGAAACAGCCTACTTGGGTT-S'

Endofin Reverse

5’-ggtggcttAGATCTTTATTTACTAATAGTTTCATA-3’

FAM19AS5 Isoform Il Forward

5’-TCGAgccagaatthATGCAGCTCCTGAAGGCGCTC-3'

FAM19AS5 Isoform |l reverse

5’-ggtggcttAGATCTTCAGGAGACCGTGGTGGTCTTTAT-3’

ACE2 Forward

5’-ccagatctGCTAGCGCCGCCACCATGTCAAGCTCTTCCTGGCTCCTT-3’

ACE2 Reverse

5’-CACCACCGCTCGAGCTAAAAGGAGGTCTGAACATCATC-3'

Sequencing primer Forward

5-aaggtgacgcgtgtggcctcgaac-3’

Sequencing primer Reverse

5’-gcatttttttcactgcattctagtt-3
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