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Supplementary Figure S1
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Supplementary Figure S1. Effect of C-terminal GST- or peptide tags on the stability of secreted RBD
fusions with either mCerulean or mVenus. A) Schematic overview and expected mass of the secreted
RBD fusion proteins. Fusion variants 4 and 8 with an N-terminal 3xHA tag instead of the N-terminal
signal peptide served as cytosolic controls. Fusion variant 9 served as a RBD control without mCerulean
or mVenus domain. S8H, Strep-8xHis tag; HA8His, HA-8xHis tag. B) Comparative Western blot analysis
with an antibody against the RBD domain of RBD-mCerulean fusion proteins in the cell-containing
pellet fraction (P) and supernatant fraction (S) following tetracycline induction of the according L.
tarentolae liquid cultures. Recombinant RBD served as positive control (p.c.) and an induced culture
without plasmid as negative control (n.c.). The calculated masses from panel A are indicated.
C) Comparative Western blot analysis with an antibody against the RBD domain of RBD-mVenus
variants. D) Comparative Western blot analysis with antibodies against the RBD domain or the His tag

of C-terminally 8xHis-tagged fusion proteins.
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Supplementary Figure S2
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Supplementary Figure S2. Effect of different C-terminal tags on the stability of unfused secreted RBD.
A) Schematic overview and expected sizes of the secreted RBD variants. Secreted NanoLuc was tested
as an alternative protein. S8H, Strep-8xHis tag; HA8His, HA-8xHis tag. B) Comparative Western blot
analysis with antibodies against the His and HA tags on RBD and NanolLuc in the cell-containing pellet
fraction (P) and supernatant fraction (S) following tetracycline induction of the according L. tarentolae
liquid cultures. Three different clones were analyzed for the NanolLuc construct. Recombinant RBD
served as positive control (p.c.) and a mock-induced culture without plasmid as negative control (n.c.).
The calculated masses from panel A are indicated. C) Comparative Western blot analysis with an
antibody against RBD as in panel B. Induced cultures without plasmid (n.c.) or with domesticated
empty vector (d.v.) served as negative controls and recombinant RBD served as a positive control (p.c.).



Supplementary Figure S3
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Supplementary Figure S3. Fluorescence microscopy confirms nuclear localization of NLS-tagged
sfGFP. Nuclear and kinetoplast DNA of L. tarentolae promastigotes were stained with DAPI. A strain
containing empty vector pLEXSY_l-blecherry3_dom_lacZ that encodes cytosolic mCherry served as a
negative control (upper panels). Strains with two versions of plasmid-encoded NLS-tagged sfGFP are
shown below. The monopartite NLS from construct SV40 served as a positive control (middle panels).
The bipartite NLS from nucleoplasmin was analyzed for the cells that are shown at the bottom.




Supplementary Table 1. Oligonucleotides used for cloning, templates, and amplification products.

Oligonucleotide

Sequence

Target, product size

plex1-for 5’-AAAAGGTCTCTTGTCTCTCATGCTGCCCAATC-3’ pLEXSY_lI-blecherry3,
plex2-rev 5’-AAAAGGTCTCAGGGACCGTGCGAGAGACGTATGC-3’ 1718 nt

plex3-for 5’-AAAAGGTCTCTGCTCTCGCGGTATCATTGCAGC-3’ pLEXSY_I-blecherry3,
plex1-rev 5’-AAAAGGTCTCAGACAAAACGACCAAAGTTCCGAA-3’ 1886 nt

plex2-for 5’-AAAAGGTCTCTTCCCGTTTATTTGATCATGTA-3’ pLEXSY_I-blecherry3,
plex400-rev 5’-AAAAGGTCTCAAATCTCCTTTCCTGCATC-3’ (475 nt)
plex400-for 5’-AAAAGGTCTCAGATTTACTGCAGGACGTCTA-3’ pLEXSY_I-blecherry3,
plexN-rev 5’-AAAAGGTCTCTGAGGTGATGTCCAACTTG-3’ 1622 nt

plexN-for 5’-AAAAGGTCTCTCCTCCCACAACGAGGACT-3’ PLEXSY_I-blecherry3,
plex3-rev 5’-AAAAGGTCTCAGAGCCACGTCACCGGCTCCAGA-3’ 2638 nt
BW-Bglll-for 5’-AAAAAGATCTGCCATTGAGACCGTCACAGCTTGTC-3’ pICH47742,
BW-Notl-rev 5’-AAAAGCGGCCGCAAGCTGAGACCGCAGCTGGCACGA-3’ 623 nt

SAP1-for 5’-AAGAAGACAACCATGGCCTCGAGGCTCGTC-3’ SAP1 in pLEXSY_I-
SAP1-rev 5’-TTGAAGACATCATTGCGCCAGCGTCGACCGACA-3’ blecherry3, 100 nt
3HA-B2-for 5’-AAAAGAAGACGACCATGTACCCCTACGACG-3’ pCMO0-100,
3HA-B2-rev 5’-AAAAGAAGACATCATTGCGGCAGCGTAGTCCG-3’ 131 nt
MiMa-B2-for 5’-CCATGCTTCGTTCCGCAGTCCGCCTCGCTGGTAAGGACGTGCGTTTTGGCGAAGATGCA-3’ mtHSP60,
MiMa-B2-rev 5’-CATTTGCATCTTCGCCAAAACGCACGTCCTTACCAGCGAGGCGGACTGCGGAACGAAGC-3’ 63 nt

Met-B2-for 5’-AAGAAGACGTCCATGGCAATGCAGTCTTCTT-3’ None,

Met-B2-rev 5’-AAGAAGACTGCATTGCCATGGACGTCTTCTT-3’ 31nt

NLS-B2-for 5’-CCATGAAAAGGCCGGCGGCCACGAAAAAGGCCGGCCAGGCAAAAAAGAAAAAGGG-3’ NLS nucleoplasmin,
NLS-B2-rev 5’-CATTCCCTTTTTCTTTTTTGCCTGGCCGGCCTTTTTCGTGGCCGCCGGCCTTTTC-3 59 nt
Spacer-B3-for 5’-AATGAGCGGCGGCGGCGG-3’ None,
Spacer-B3-rev 5’-ACCTCCGCCGCCGCCGCT-3’ 22 nt

RBD-B3-for 5’-AAAAGAAGACCAAATGCGCGTGCAGCCGA-3’ pMBS857,
RBD-B3-rev 5’-AAAAGAAGACCAACCTGCGAAGTTCACGCAC-3’ 703 nt

RBD-B4-for 5’-AAAAGAAGACCAAGGTCGCGTGCAGCCGA-3’ pMBS857,
RBD-B4-rev 5’-TTTTGAAGACCACGAACCGAAGTTCACGC-3’ 703 nt

mCe-for 5’-AAAAGAAGACCAAATGATCGAGGGCAGGGTGA-3’ pCMO0-046,
mCeln-up 5'-TTTTGAAGACCATTACCGTCGTCCTTGAAGAA-3’ 354 nt
mCeln-down 5’-AAAAGAAGACAGGTAACTACAAGACCCG-3’ pCMO0-046,
mCe-rev 5’-TTTTGAAGACAACGAACCCTTCTCGAACTGC-3’ 470 nt

mCe-B4-for 5’-AAGAAGACGGAGGTGTGAGCAAGGGCGAGGA-3’ pMBS859,
mCe-B4-rev 5’-AAGAAGACCTCGAACCCTTGTACAGCTCGTC-3’ 744 nt

mCe-B5-for 5’-AAGAAGACGGTTCGGTGAGCAAGGGCGAGGA-3’ pMBS859,
mCe-B5-rev 5-AAAGAAGACTGAAGCTTACTTGTACAGCTCGTC-3’ 746 nt

mVe-for 5’-AAAAGAAGACGTAATGGTGAGCAAGGGCGAG-3’ pCMO0-066,
mVeln-up 5’-AAAAGAAGACGCCGTCGTCCTTGAAGAAGA-3’ 338 nt
mVeln-down 5’-AAAAGAAGACAGGACGGTAACTACAAGACCC-3’ pCMO0-066,
mVe-rev 5-AAAAGAAGACTACGAACCCTTGTACAGCTCGTC-3' 438 nt

mVe-B4-for 5’-AAAAGAAGACGTAGGTGTGAGCAAGGGCGAG-3' pMBS858,
mVe-B4-rev 5’-AAGAAGACCTCGAACCCTTGTACAGCTCGT-3’ 746 nt

mVe-B5-for 5’-AAAAGAAGACGTTTCGGTGAGCAAGGGCGAG-3’ pMBS858,
mVe-B5-rev 5-AAAAGAAGACCGAAGCTTACTTGTACAGCTCGTC-3’ 749 nt
8HisHA-B5-for 5’-TTCGCACCACCACCACCACCACCACCACCGCGGCAGCTACCCCTACGACGTGCCCGACTACGCTTAA-3 None,
8HisHA-B5-rev 5’-AAGCTTAAGCGTAGTCGGGCACGTCGTAGGGGTAGCTGCCGCGGTGGTGGTGGTGGTGGTGGTGGTG-3" 71 nt

8HisSPHA-for 5’-AAGAAGACAATTCGCACCACCACCACCACCACCACCACTCGCCCTCGCCCAGCCC pMBS659,
8HisSPHA-rev 5’- TTGAAGACAAAAGCTTAAGCGTAGTCGGGCACGT 208 nt
DGDL-B5-for 5’-TTCGGACGGCGACCTGTAG-3’ None,
DGDL-B5-rev 5’-AAGCCTACAGGTCGCCGTC-3’ 23 nt

MDDL-B5-for 5’-TTCGATGGACGACCTGTAG-3’ None,
MDDL-B5-rev 5’-AAGCCTACAGGTCGTCCAT-3’ 23 nt

Bbsl (GAAGAC) and Bsal (GGTCTC) recognition sites are shown in bold, overhangs are underlined.



