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120 h.p.i.

Suppl. Fig. 1. Characterization of tupanvirus’ cytopathic effect at low
M.O.l. A. castellanii infected at an M.O.l. of 0.01 showed rounding at
approximately 24 h.p.i. At approximately 32 h.p.i., bunches were observed and
become more evident at 48 and 56 h.p.i. At around 72 h.p.i., the disaggregation
of bunches was observed. At late timepoints cell lysis (96 h.p.i.) and a large
number of particles dispersed throughout the medium (120 h.p.i.) was

observed. Scale bar, 200 um.




Suppl. Fig. 2. Characterization of APMV’s cytopathic effect. APMV infected

A. castellanii at an M.O.l. of 10 show rounding and cell lysis. Scale bar, 200 pm.



Megavirus |ba (AGD92708.1)
A g4 | Bandra megavirus (AUV58710.1)
Megavirus courdo11 (AFX92860.1)
Megavirus chiliensis (YP 004894812.1)
|—F’owai lake megavirus (ANB50855.1)
~ Moumouvirus goulette (AGF85054.1)
= Acanthamoeba polyphaga moumouvirus (YP 007354633.1)
61 499|VMcumoumrus Monve (AEX62475.1)
Saudi moumouvirus (AQN68570.1)
Kroon virus (AKI80369.1)
|_Oyster virus (AKI79412.1)
Samba virus (AMK61979.1)
Acanthamoeba polyphaga mimivirus (YP 003987151.1)
@ Tupanvirus soda lake (AUL77480.1)
—36|_— Tupanvirus deep ocean (AUL78757.1)

Gastrodia elata (AAG53455.1)

98

100
86

0.2

B Tupanvirus soda lake

_.| QSDGNLALY H QTDGNLCLY H QTDRNFCIY s

Acanthamoeba polyphaga mimivirus

st QLDGNLCIS i RSDGNMCIQ f QSDGDLCIN o

Suppl. Fig. 3. Phylogenetic reconstruction and domain comparison of the
MBP. (A) MBP phylogenetic tree using the maximum likelihood method and
based on amino acid sequences from tupanvirus and other representative
members of the Mimiviridae family. The accession numbers are shown in the
tree. (B) Schematic representation of tupanvirus and APMV MBP proteins,
showing three repeats that compose the catalytic domain. The domain involved
in mannose recognition contains a three-fold internal repeat, and the consensus
sequence motif is QXDXNXVXY. The analysis of APMV MBP amino acid
sequences revealed polymorphims in all three repeats that compose the
catalytic site of the protein (mannose-binding domain), more specifically in the
QDN subdomains, which were associated with a loss of MBP function.
Polymorphism on the Y amino acids have also been observed in the first repeat
of the APMV MBP catalytic site, which has also been associated with a loss of
MBP function. In contrast, tupanvirus MBP protein has all repeats that would be

expected to belong to a functional MBP catalytic site.
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Suppl. Fig. 4. Analysis of the expression of viral (A) and cellular (B)
mannose binding protein (MBP) mRNA level during APMV infection. A.
castellanii cells were infected with APMV or tupanvirus at an M.O.l. of 10 and
collected at 1, 2, 4, 6, 8 h.p.i. MBP mRNA levels were measured by gPCR. The
data were calculated using the 2®% method and are represented as the
standard deviation of two independent biological assays. Error bars indicate
SDs. The statistical significance was calculated using one-way ANOVA-
Dunnett's multiple comparisons test for analysis of the expression of viral MBP
(A) and two-way ANOVA-Sidak's multiple comparisons test for analysis of the
expression of cellular MBP (B) performed using GraphPad Prism software. *** p
< 0.001; **** p < 0.0001.
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Suppl. Fig. 5. Interactions between bunches and uninfected cells promote
an increase of tupanvirus progeny. A. castellanii cells were infected with
tupanvirus at an M.O.l. of 10 and at 16 h.p.i. bunches were collected and used
to inoculate flasks containing fresh uninfected amoebas, as previously
described (Fig. 8). After incubation, supernatants in flasks containing bunches
attached to uninfected cells were collected and transferred to a new flask.
Infectious viral particles were tittered at 36 h.p.i., revealing an increase of
almost 2 log in viral titers. Graph was constructed using GraphPad Prism.



