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Supplementary Figure 4. Replicative Toxoplasma gondii inside a zebrafish macrophage. (A) CLEM of parasite replication
inside a macrophage in the HBV of mpegl:G/U:mCherry (red) larvae infected with type I Toxoplasma-GFP (high dose, green)
at 6hpi. Orthoslices of 44 confocal z-stacks of a full vibratome section (FM, left top panel) and of 1662 consecutive 50 nm
SBF SEM slices of a segment of it (left bottom panel). Color boxes show localization of the confocal (right top, green) and
high-resolution SBF SEM images (right bottom, yellow). The replicating Toxoplasma (green and light green) and plasma
membrane of the macrophage (red) were manually segmented. Blue arrowhead in the light green Toxoplasma indicate 2 nuclei.
Host mitochondrial recruitment to the parasitophorous vacuole indicated by yellow arrowheads. Scale bars, 20 um (left) and
5 um (right). (B) Orthoslices (top panel) and 3D view (bottom panel) of the 3D model of the 2 segmented type I Toxoplasma
shown in (A) overlaid on 373 consecutive S0 nm SBF SEM slices. Area where the 2 Toxoplasma are still joined indicated by
the red arrowhead, nucleus of the macrophage by the blue arrow, host mitochondrial recruitment to the parasitophorous vacuole
by yellow arrowheads. Scale bars, 5 um. See also Movie 4. (C) Representative image extracted from a z-stack from confocal
imaging of live mpeg G/U:mCherry larvae infected in the HBV with type I Toxoplasma-GFP and stained with MitoTracker at
6hpi and the fluorescent intensity profile of a parasite exhibiting host mitochondrial association within a macrophage. Scale
bar, 10 pm.

Yoshida etal. | Toxoplasma-macrophage interactions in vivo bioRxiv | 11



bioRxiv preprint doi: https://doi.org/10.1101/828624; this version posted November 2, 2019. The copyright holder for this preprint (which was
not certified by peer review) is the author/funder, who has granted bioRxiv a license to display the preprint in perpetuity. It is made available
under aCC-BY 4.0 International license.

Movie 1. In vivo replication of Toxoplasma gondii. In vivo fluorescent widefield imaging of larvae injected with type I
Toxoplasma-GFP (green). First frame at 3h 50 minutes post-infection (mpi) followed by frames taken at 10-minute intervals
until 8h 30mpi. Showing a single z plane from 60 taken at 2 um optical sections. Scale bar, 20 um.

Movie 2. 3D CLEM of Toxoplasma gondii replication in the zebrafish hindbrain. SBF SEM of tachyzoites in the HBV
of larvae injected with type I Toxoplasma-GFP at 6hpi. Representative examples of single (left), replicating (middle) and
replicated doublet (right) Toxoplasma from a total of 36 found in zebrafish cells (see Fig. 1D and Sup. Fig. 1C) imaged in their
whole volume to accurately determine their stage. 112 consecutive 50 nm SBF SEM slices of a different segment of a section
for each example. Scale bar, 1 um.

Movie 3. Phagocytosis of Toxoplasma gondii by a macrophage. In vivo confocal imaging of mpegl:G/U:mCherry larvae
injected with type I Toxoplasma-GFP (green). First frame at 1h 48mpi followed by frames taken at 8-minute intervals until 3h
48mpi. Showing a maximum projection of 24 z frames from 60 taken at 2 um optical sections. Scale bar, 10 um.

Movie 4. 3D CLEM of replicative Toxoplasma gondii inside a zebrafish macrophage. CLEM of intraphagocytic parasite
replication in the HBV of mpegl:G/U:mCherry larvae infected with type I Toxoplasma-GFP at 6hpi. 373 consecutive 50 nm
SBF SEM slices on which the replicating Toxoplasma (green and light green) and plasma membrane of the macrophage (red)
were manually segmented. A surface was generated to build a 3D model of the 2 segmented Toxoplasma in Amira Software.
Scale bar, as indicated.

Movie 5. 3D visualization of GFP-positive vacuole in the zebrafish hindbrain by confocal microscopy for volume pixel
analysis. Showing representative 3D confocal images of GFP-positive vacuoles (green) in fixed larvae infected with type
I Toxoplasma-GFP from 6 to 24hpi. Volumes were categorized into 1 tachyzoite/vacuole (<50 pix?), 2 tachyzoites/vacuole
(50<100 pix3) or >4 tachyzoites/vacuole (>100 pix3). Vacuole volume measured is indicated by the yellow outline. Scale bar,
20 pm.
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