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The enteric pathogen Cryptosporidium 
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Abstract The parasite Cryptosporidium is responsible for diarrheal disease in young children 
causing death, malnutrition, and growth delay. Cryptosporidium invades enterocytes where it 
develops in a unique intracellular niche. Infected cells exhibit profound changes in morphology, 
physiology, and transcriptional activity. How the parasite effects these changes is poorly understood. 
We explored the localization of highly polymorphic proteins and found members of the Crypto-
sporidium parvum MEDLE protein family to be translocated into the cytosol of infected cells. All 
intracellular life stages engage in this export, which occurs after completion of invasion. Mutational 
studies defined an N- terminal host- targeting motif and demonstrated proteolytic processing at a 
specific leucine residue. Direct expression of MEDLE2 in mammalian cells triggered an ER stress 
response, which was also observed during infection. Taken together, our studies reveal the presence 
of a Cryptosporidium secretion system capable of delivering parasite proteins into the infected 
enterocyte.

Editor's evaluation
Apicomplexa parasites export proteins into their infected cells to modulate/co- opt signaling path-
ways for their intracellular development. This study demonstrates for the first time the export of a 
protein, MEDLE2, from Cryptosporidium parvum, and characterizes its targeting signal as well as its 
effector function in the infected host cell.

Introduction
The Apicomplexan parasite Cryptosporidium is a leading cause of diarrheal disease worldwide. Young 
children are highly susceptible to infection, and cryptosporidiosis is an important contributor to child 
mortality (Khalil et al., 2018; Kotloff et al., 2013). Children in resource- poor settings carry a dispro-
portionate burden of severe disease (Choy and Huston, 2020). Malnutrition enhances the risk of 
severe cryptosporidiosis, and at the same time, the disease impacts the nutritional state of children, 
which can lead to impaired growth (Costa et al., 2011; Mondal et al., 2009). Infection with the para-
site results in protective immunity, but this immunity is not sterile and may require multiple exposures 
to develop (Chappell et al., 1999; Okhuysen et al., 1998). Most human diseases are due to infection 
with Cryptosporidium hominis, which only infects humans, and Cryptosporidium parvum, which can 
be zoonotically transmitted (Feng et al., 2018; Nader et al., 2019). The emergence of Cryptospo-
ridium species is driven by host adaptation resulting in specialization and narrowing host specificity; 
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however, the sexual life cycle of the parasite allows for recombination and can lead to rapid conver-
gent evolution of host specificity (Guo et al., 2015; Nader et al., 2019).

Cryptosporidium infects the epithelium of the small intestine, where it lives in a unique intracellular, 
but extracytoplasmic niche (Elliott and Clark, 2000). The mechanism by which this niche is estab-
lished during invasion is still debated but involves the rearrangement of the host actin cytoskeleton, 
the formation of tight junction- like structures between host and parasite membranes, and a dense 
band of unknown composition at the host- parasite interphase (Bonnin et al., 1999; Elliott and Clark, 
2000). Cryptosporidium has severely reduced metabolic capabilities and relies heavily upon the host 
cell for nutrients and metabolites (Abrahamsen et al., 2004; Xu et al., 2004). A number of special-
ized uptake mechanisms have been proposed to fill this need, many of which are believed to be 
localized to the so- called feeder organelle at the host- parasite interface (Guérin and Striepen, 2020). 
In summary, Cryptosporidium remodels the host cell in significant ways that include its cytoskeleton 
(Bonnin et al., 1999; Elliott and Clark, 2000), cellular physiology and metabolism (Argenzio et al., 
1990; Kumar et  al., 2018), as well as aspects of immune restriction and regulation (Laurent and 
Lacroix- Lamandé, 2017).

Many bacterial, protozoan, and fungal pathogens use translocated effectors to manipulate their 
hosts to secure nutrients and to block host immunity. In Plasmodium falciparum, exported effectors 
form adhesive structures on the surface of red blood cells to alter tissue distribution and mechanical 
properties to prevent clearance (Crabb et  al., 1997; Leech et  al., 1984) and install new nutrient 
and ion uptake mechanisms (Baumeister et al., 2006). In Toxoplasma gondii, translocated effectors 
disarm critical elements of interferon- induced cellular restriction (Gay et al., 2016; Olias et al., 2016), 
establish access to cellular nutrients, and rewire signaling and transcriptional networks to antagonize 
immune responses to promote a favorable environment for parasite growth (Bougdour et al., 2013; 
Braun et al., 2013; Braun et al., 2019; Gold et al., 2015). Cryptosporidium has been hypothesized 
to use exported effector proteins to ensure its survival (Pellé et al., 2015); however, to date, no such 
factors have been identified. Here, we report that the polymorphic protein MEDLE2 is exported to 
the host cell cytoplasm by all stages of the C. parvum life cycle in vitro and in vivo. This protein is not 
injected during invasion, but rather is transported into the host cell following the initial establishment 
of infection. We carefully mapped the requirements for export and found a signal that includes a 
proteolytic cleavage site, and we demonstrate that exported proteins undergo processing. Overall, 
we demonstrate the presence of a robust translocation mechanism established by intracellular para-
sites that delivers parasite proteins to the host cell.

Results
The C. parvum protein MEDLE2 is exported into the host cell
The genome of C. parvum encodes multiple families of paralogous proteins that carry N- terminal 
signal peptides and share conserved amino acid repeat motifs among family members (Abrahamsen 
et al., 2004). These genes are often found within clusters (homologous and heterologous), many of 
which are located proximal to the telomeres of multiple chromosomes (Figure 1A). Comparing strains 
and species, these genes are highly polymorphic and vary in copy number, which has been interpreted 
as a sign of rapid evolution driven by their roles in invasion, pathogenesis, and host cell specificity 
(Guo et  al., 2015; Nader et  al., 2019; Xu et  al., 2019) We hypothesized that such roles might 
be reflected in the targeting of presumptive effectors to the host cell and selected representatives 
from each polymorphic gene family for initial localization studies (Table 1). Selected loci were modi-
fied in the C. parvum IOWAII isolate using CRISPR/Cas9- driven homologous recombination (Vinayak 
et al., 2015) to append three hemagglutinin epitopes (3XHA) in translational fusion to the C- terminus 
(Figure 1A). Drug- resistant parasites were recovered for four of six initial candidates, and successful 
genomic insertion was mapped by PCR (Figure 1B and C, Figure 1—figure supplement 1). We next 
infected human ileocecal colorectal adenocarcinoma cell cultures (HCT- 8) with transgenic parasites 
and assessed the localization of the tagged proteins by immunofluorescence assay (IFA, Figure 1D 
and E). For most candidates, the tagged protein (red) appeared to coincide with the parasite and/or 
the parasitophorous vacuole (cgd8_3560, Figure 1D, Figure 1—figure supplement 1). In contrast, 
upon infection with parasites tagged in the MEDLE2 locus (cgd5_4590), HCT- 8 cells showed HA 
staining in the cytosol (Figure 1E). We note that the cells that stain for HA (red) were those that were 

https://doi.org/10.7554/eLife.70451
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Figure 1. MEDLE2 is exported to the host cell cytoplasm. (A) Schematic overview of the chromosomal location for polymorphic gene families in the C. 
parvum genome. (B) Map of the MEDLE2 locus targeted in C. parvum for insertion of a 3× hemagglutinin (HA) epitope tag, a nanoluciferase reporter 
gene (Nluc), and neomycin phosphotransferase selection marker (Neo). (C) PCR mapping of the MEDLE2 locus using genomic DNA from wild type 
(WT) and transgenic (MEDLE2- HA) sporozoites, corresponding primer pairs are shown in (B), and thymidine kinase (TK) gene used as a control. Note 

Figure 1 continued on next page
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infected with parasites, labeled with Vicia villosa lectin (VVL, green), and conclude that MEDLE2- HA is 
exported by the parasite into the host cell during or following invasion.

We investigated whether other members of the MEDLE gene family are similarly exported and 
selected MEDLE1 (cgd5_4580) and MEDLE6 (cgd6_5490) for epitope tagging. In IFAs, both tagged 
MEDLE1 and MEDLE6 localized around the parasite, as well as to the host cell cytoplasm, but expres-
sion and export was less than what was observed for MEDLE2 (Figure 1—figure supplement 3). 
To explore this difference, we engineered a chimeric mutant carrying an extra copy of MEDLE1- HA 
driven by the MEDLE2 promoter. Upon infection with these parasites, we observed increased MEDLE1 
expression making export into the host cell easier to appreciate (Figure 1—figure supplement 3). We 
conclude that multiple members of the MEDLE family are host- targeted proteins. Of these, MEDLE2 
was expressed and exported most robustly and was selected for further study.

MEDLE2 is exported across the C. parvum life cycle in culture and 
infected animals
To better understand export of MEDLE2 to the host cell, we next engineered a reporter parasite in 
which the endogenous locus of MEDLE2 was 3XHA epitope tagged, and these parasites expressed a 
tandem mNeon green fluorescent protein in their cytoplasm to allow for identification and quantifica-
tion of parasites (MEDLE2- HA- tdNeon, Figure 2—figure supplement 1). These parasites were then 
used in time- course experiments across the 72 hr of infection afforded by the HCT- 8 culture model. 
Following inoculation with sporozoites, cultures were fixed in 12 hr increments and processed for 
IFA. MEDLE2 was observed at all time points (Figure 2A) and quantification showed that the number 
of HA positive host cells (Figure 2B, red) increased over time, closely matching the increase in the 
number of parasites (blue). 94 ± 1.83% (mean ± SD, n = 3695) of the cells showing HA staining also 
showed parasite infection. Importantly, this high level of correlation between host cell HA expression 
and infection (r2 = 0.9) remained constant over 72 hr. Previous work has shown synchronous life cycle 
progression over this time span. Initially, all parasites represent asexual stages replicating by mero-
gony followed by a dramatic development switch at 40 hr, and later cultures are dominated by male 

and female gametes (Tandel et  al., 2019). We 
staged parasites at 48  hr and identified female 
gametes and male gamonts using antibodies for 
the markers COWP1 and tubulin, respectively. We 
found the host cells infected with all these stages 
to be positive for MEDLE2- HA (Figure 2D).

We also tested whether MEDLE2 export occurs 
in vivo. Susceptible Ifng-/- mice were infected with 
10,000 oocysts of the reporter strain, and after 
12  days, mice were euthanized, the ileum was 
resected, fixed, and processed for histology. As 
shown by immunohistochemistry of sections of 
infected intestines in Figure  2E, MEDLE2 was 
exported to infected cells in vivo and exhibited 
cytoplasmic localization.

the presence of two bands in the 5′–3′ amplification, indicating the presence of a transgene (3081 bp) and persistence of an unmodified copy (1174 bp), 
suggesting multiple copies of MEDLE2 in the C. parvum genome; also see Figure 1—figure supplement 2. (D, E) HCT- 8 cultures were infected with 
WYLE4- HA (D) or MEDLE2- HA (E) transgenic parasites and fixed after 24 hr for immunofluorescence assay (IFA). Red, antibody to HA; green, Vicia villosa 
lectin stain, VVL (Gut and Nelson, 1999); blue, Hoechst DNA dye. Additional genes targeted and the localizations of their products are summarized in 
Table 1 and Figure 1—figure supplements 1 and 3.

The online version of this article includes the following figure supplement(s) for figure 1:

Figure supplement 1. Additional secretory proteins tested in this study.

Figure supplement 2. Knockout of MEDLE2 reveals multiple copies of the gene in the genome.

Figure supplement 3. Other members of the MEDLE gene family are exported to the host cell.

Figure 1 continued

Table 1. Members of multigene families for 
which localization of protein product was initially 
attempted in this study.

Gene family Gene ID Result

MEDLE cgd5_4590 Exported to host cell

FLGN cgd4_4470
Transgenic 
unsuccessful

GGC cgd5_3570
Transgenic 
unsuccessful

SKSR cgd8_30 Not in host cell

SKSR cgd8_40 Not in host cell

WYLE cgd8_3560 Not in host cell

      

https://doi.org/10.7554/eLife.70451
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Figure 2. Infected cells express MEDLE2- HA across the parasite life cycle. (A) 200,000 MEDLE2- HA- tdNeon transgenic parasites were used to 
infect HCT- 8 cells and fixed at intervals across a 72 hr time period. Data shown are representative images from triplicate coverslips processed for 
immunofluorescence assay (IFA). Red, hemagglutinin (HA)- tagged protein; green, parasites (mNeon); blue, Hoechst. (B, C) Quantification of MEDLE2- 
expressing cells (red) versus intracellular parasites (blue) for 3695 host cells evaluated across a 72 hr time course. 20 fields of view quantified using 

Figure 2 continued on next page
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MEDLE2 is expressed and exported by trophozoites once infection has 
been established
Two broadly conserved temporal patterns have been described for host- targeted proteins of Apicom-
plexa (Figure 3A). Those involved in early aspects of the infection are packaged into the rhoptry 
organelle and injected during invasion (Rastogi et al., 2019). A second wave of proteins is translated 
and exported after the parasite has established its intracellular niche, and they are delivered to the 
host cell by a translocon- based mechanism (de Koning- Ward et al., 2009; Franco et al., 2016). For 
this reason, we next determined the timing of MEDLE2 expression using IFA of wild type (WT) and 
transgenic sporozoites mounted to cover glass with poly- lysine. We readily observed labeling for the 
sporozoite antigen Cp23 but did not detect any HA staining in transgenic sporozoites, indicating 
that MEDLE2 is not prepackaged into secretory organelles (Figure 3B). We then stained intracellular 
stages at different time points following invasion to determine the kinetics of MEDLE2 expression and 
export. At 4 hr, HA is first detectable, with labeling being associated with the parasite (parasite nuclei 
stained with Hoechst highlighted by white arrowheads). Beginning at 5.5 hr, MEDLE2- HA staining was 
observed throughout the host cell cytoplasm and continued to accumulate over time (Figure 3C).

MEDLE2 is predicted to be a 209 amino acid protein with a putative N- terminal signal peptide 
suggesting trafficking through the parasite’s secretory pathway. To test this, we used brefeldin A 
(BFA), which blocks passage through the secretory pathway between the ER and Golgi. Cells were 
infected with MEDLE2- HA parasites, treated with BFA beginning 3 hr post infection, and fixed for 
IFA at 10 hr to assess MEDLE2 localization. BFA treatment initiated after invasion ablated export and 
resulted in the accumulation of MEDLE2- HA within the parasite (Figure 3D). Image analysis and quan-
tification showed this reduction in export to be significant when comparing treated (red) to untreated 
cells (blue) (n = 98 treated; n = 198 untreated; p<0.0001; unpaired t test with Welch’s correction; 
Figure 3E). We conclude that MEDLE2 is not injected by the sporozoite during invasion; rather, it is 
expressed and exported by the trophozoite and arrives in the host cell about 5 hr post infection (note 
that the length of the intracellular lytic cycle of asexual stages is 11.5 hr; Guérin et al., 2021). BFA 
does block parasite growth, and that treatment was therefore restricted to a single merogony cycle.

MEDLE2 is an intrinsically disordered protein, and its export is blocked 
by ordered reporters
To further investigate the export of MEDLE2, we sought to develop a reporter assay to follow trafficking 
using three previously established systems. We fused the fluorescent reporter mScarlet to the C- ter-
minus of MEDLE2 in its endogenous locus (Figure 4A, Figure 4—figure supplement 1). Transgenic 
parasites showed robust expression of the reporter when used to infect HCT- 8 cultures. However, this 
fluorescence (red) was associated with parasites, highlighted by staining with VVL (Figure 4B, green), 
suggesting that MEDLE2- mScarlet remained trapped within or close to the parasite. We considered 
that export may occur, but that we lack the sensitivity to detect it. Thus, we engineered two highly 
sensitive assays that employ enzymes to amplify the signal.

First, we tagged MEDLE2 with beta- lactamase, which has been used to reveal effector export in 
bacteria and protozoa (Charpentier and Oswald, 2004; Lodoen et al., 2010). These parasites also 
expressed a cytoplasmic red fluorescent protein (Figure 4—figure supplement 1B). Cells infected 
with MEDLE2- BLA sporozoites were incubated with CCF4- AM, a cell- permeable substrate of beta- 
lactamase and imaged by live microscopy. Infected and uninfected cells accumulated CCF4- AM 

ImageJ to identify host cells and parasites (B). The percentage of cell exhibiting MEDLE2- HA and mNeon staining is constant across the time course 
with a cumulative 94 ± 1.83% (mean ± SD) (C). (D) HCT- 8 cultures infected with MEDLE2- HA parasites were fixed for IFA at 48 hr when sexual life stages 
were present. Cells were stained with stage- specific antibodies for female (COWP1) and male (α- tubulin), demonstrating MEDLE2 is exported across 
the parasite life cycle. Red, HA- tagged protein; green, parasites (stage- specific antibody); blue, Hoechst. (E) IFA of cryosections from the small intestine 
of Ifng-/- mice infected with MEDLE2- HA- tdNeon C. parvum (images representative of samples from three mice). Red, HA- tagged protein; green, 
parasites (tdNeon); blue, Hoechst; gray, Phalloidin (actin).

The online version of this article includes the following source data and figure supplement(s) for figure 2:

Source data 1. Numerical data used for the quantification of HA positive host cells and the intracellular parasites.

Figure supplement 1. Construction of a MEDLE2- HA cytoplasmic tdNeon reporter parasite.

Figure 2 continued

https://doi.org/10.7554/eLife.70451
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Figure 3. MEDLE2 is expressed by trophozoites and passes through the secretory pathway. (A) Schematic representation of hypothetical patterns 
of MEDLE2 export in C. parvum. (B) Immunofluorescence assay (IFA) of wild type (WT) and MEDLE2- HA sporozoites fixed on poly- L- lysine- treated 
coverslips. We note that MEDLE2- HA is not observed in sporozoites. Red, hemagglutinin (HA)- tagged protein; green, sporozoite antigen Cp23; blue, 
Hoechst. (C) HCT- 8 cells infected with MEDLE2- HA parasites were fixed in 30 min increments and processed for IFA. Data shown are representative 

Figure 3 continued on next page

https://doi.org/10.7554/eLife.70451
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(Figure 4C, green); however, we did not detect substrate cleavage, resulting in blue fluorescence 
(Figure 4C). This could be due to the lack of MEDLE- BLA expression or export. To visualize localiza-
tion of the MEDLE2- BLA fusion protein during infection, we performed IFA on MEDLE2- BLA- infected 
cells using a BLA antibody and observed that MEDLE2- BLA (green) was expressed but remained 
with the parasite (Figure 4—figure supplement 1C, red). Next, we generated a MEDLE2 fusion with 
Cre recombinase and used these parasites to infect an HCT- 8 host cell line we engineered to carry a 
floxed GFP/RFP color switch reporter (see Figure 4—figure supplement 2). After 48 hr, cells were 
subjected to flow cytometry (Figure 4D). Using a gate for live, single cells, uninfected cells showed 
green (95.1%) but not red fluorescence (2.51%). Transfection of host cells with a Cre recombinase 
expression plasmid resulted in a pronounced shift to red fluorescence (+ control, 32%, Figure 4D). 
Cells infected with either WT parasites or MEDLE2- Cre parasites remained green, despite robust 
infection (Figure  4—figure supplement 2). Therefore, we tested three reporters, none of which 
resulted in detectable export to the host cell. We note that multiple algorithms predict MEDLE2 to be 
a highly disordered protein (Figure 4—figure supplement 3; low- complexity regions are indicated in 
light blue in Figure 5B) and conclude that translocation is blocked when folded reporters are fused 
to the protein.

MEDLE2 export depends upon N-terminal sequence features
We then sought to determine whether MEDLE2 contains sequence- specific information for host 
targeting. Using previously established host- targeting motifs from P. falciparum and T. gondii as 
models (Coffey et al., 2015; Marti et al., 2004), we searched the MEDLE2 amino acid sequence to 
identify candidate export motifs. Preference was given to regions with a basic amino acid, followed by 
one or two random amino acids, and a leucine residue (Pellé et al., 2015). While Plasmodium host- 
targeting motifs are typically found in close proximity to the signal peptide, T. gondii exhibits less 
rigid distance requirements (Coffey et al., 2015). We identified four motifs, three sites in proximity to 
the N- terminus and one C- terminal candidate for mutational analysis (Figure 5A). As folded reporters 
are not tolerated, we engineered parasite lines to express an ectopic copy of MEDLE2 marked by an 
HA tag. A cassette driven by the MEDLE2 promoter was inserted into the locus of the dispensable 
thymidine kinase gene (TK, Figure 5B), and expression level and export of ectopic WT protein was 
indistinguishable from protein tagged within the native locus.

Removal of the sequence encoding the N- terminal signal peptide (ΔSP) prevented MEDLE2- HA 
export, and the resulting protein accumulated within the parasite (Figure 5C). Next, we constructed 
a series of parasite strains in which each of the candidate motifs was replaced by a matching number 
of alanine residues (all mutants were confirmed by PCR mapping and Sanger sequencing; Figure 5—
figure supplement 1). Mutagenesis of three of these candidate motifs had no impact on MEDLE2 
translocation to the host cell (Figure 5C, Figure 5—figure supplement 1). In contrast, when the most 
N- terminal sequence KDVSLI was changed to six alanines, HA staining accumulated in the parasite 
and host cell staining was lost (Figure 5C). We conclude that in this mutant MEDLE2- HA is made but 
export is ablated. Next, we constructed six additional strains using the same strategy to change each 
amino acid position of the KDVSLI motif to alanine 1 residue at a time (Figure 5—figure supplement 
1). Mutation of residue leucine 35 to alanine (L35A) ablated export and instead MEDLE2- HA remained 
with the parasite (Figure  5D). Changing the remaining five amino acids individually did not alter 
MEDLE2 localization in the host cell (Figure 5D). We conclude leucine 35 to be critical for export.

images from a time- course bridging 3 hr (no observed MEDLE2- HA) and 6 hr (MEDLE2- HA abundant in host cell). White arrowheads denote parasite 
nuclei. Red, HA- tagged protein; blue, Hoechst. (D) MEDLE2- HA parasites were excysted and used to infect HCT- 8 and after 3 hr media were 
supplemented with brefeldin A (BFA) (10 µg/mL). 10 hr post infection, cells were fixed and processed for IFA. Red, HA- tagged protein; green, parasites 
(VVL); blue, Hoechst (D). (E) The impact of BFA treatment on MEDLE2- HA export was quantified showing a significant reduction in MEDLE2 export 
when comparing BFA- treated (red) and untreated cells (blue) (n = 191 untreated, n = 98 treated; mean ± SEM; p<0.0001; unpaired t test with Welch’s 
correction).

The online version of this article includes the following source data for figure 3:

Source data 1. Numerical data used for the quantification of HA positive host cells in the absence and presence of Brefeldin A (BFA).

Figure 3 continued

https://doi.org/10.7554/eLife.70451
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Figure 4. Ordered reporters disrupt MEDLE2 export. (A) Schematic map of the MEDLE2 locus targeted for insertion of three different reporter genes 
(mScarlet, beta- lactamase, or Cre recombinase), nanoluciferase (Nluc), and the selection marker (Neo). The guide RNA and flanking sequences 
used here were the same as those employed to generate MEDLE2- HA transgenic parasites (see Figure 2—figure supplement 1, Figure 4—figure 
supplement 1 for more detail). (B) MEDLE2- mScarlet parasites were used to infect HCT- 8 cells and fixed for immunofluorescence assay (IFA) across a 

Figure 4 continued on next page

https://doi.org/10.7554/eLife.70451
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MEDLE2 export is linked to proteolytic processing
For both P. falciparum and T. gondii, leucine residues serve as crucial sites for proteolytic processing 
events that license proteins to leave the parasite and enter the host cell (Coffey et al., 2015; Hiller 
et al., 2004; Marti et al., 2004). To test whether such processing occurs during export of MEDLE2 
in C. parvum, we performed western blot analysis on whole- cell lysates of infected cell cultures using 
antibodies to HA (MEDLE2- HA, green) and the drug resistance marker Neo (loading control, red). For 
WT MEDLE2- HA, we observed a single band with an apparent molecular weight of 31 kDa (Figure 5E, 
the predicted molecular weight for full- length MEDLE2- HA is 26.9 kDa but the abundance of positive 
charges is likely to result in reduced electrophoretic mobility). Protein KPVLKN/6A, carrying a muta-
tion that did not affect trafficking to the host cell cytoplasm, was of identical size to WT MEDLE2- HA. 
In contrast, the KDVSLI/6A mutant, which is no longer exported, appeared to be of a larger molecular 
weight (Figure 5E). The mutant lacking the 22 amino acid signal peptide (ΔSP) produced an interme-
diate size band larger than the exported WT but smaller than the retained ΔKDVSLI mutant. We found 
a very similar pattern when analyzing the single amino acid mutants, where the L35A change caused 
the mutant protein to migrate more slowly when compared to WT or the ΔSP mutant (Figure 5F). To 
ensure the observed differences in apparent molecular weight were due to processing by the para-
site and not the consequence of folding or subsequent host processing, we also expressed WT and 
mutants in mammalian cells (see Materials and methods for detail). In this context, the proteins are 
the same size (Figure 5—figure supplement 2). Overall, we interpret the relative sizes of the mutated 
proteins to indicate processing of MEDLE2 at a point beyond the signal peptide, a position that would 
be consistent with leucine 35. We note that this processing appears to require translocation into the 
ER as it does not occur in mutants lacking a signal peptide. Furthermore, the L35A mutation appar-
ently prevented removal of the signal peptide, suggesting that processing at L35 could replace the 
canonical signal peptidase activity.

MEDLE2 induces an ER stress response in the host cell
To begin to understand the consequence of MEDLE2 export on the host cell, we expressed the 
protein in human cells. MEDLE2 omitting the N- terminal signal peptide (aa 2–20) was codon opti-
mized for human cell expression, appended to the N- terminus of GFP, and the resulting plasmid 
introduced into HEK293T cells by Lipofectamine transfection (we note that this protein contains 15 
amino acids [aa 21–35] that are likely missing in the parasite exported protein due to N- terminal 
processing). A GFP- only parent plasmid served as control for the impact of transfection on cellular 
responses. Transfection with both constructs resulted in cytoplasmatic green fluorescence in roughly 
40% of cells 24 hr post transfection (Figure 6A). GFP- positive cells were enriched by flow cytom-
etry and the resulting populations were subjected to mRNA sequencing (three biological repeats 
for each sample, Figure 6B). Differential gene expression analysis revealed 413 upregulated genes 
and 487 genes with lower transcript abundance in MEDLE2- GFP- expressing cells compared to cells 
expressing GFP alone, with an adjusted p- value less than 0.05 (Figure 6C). Gene set enrichment anal-
ysis (GSEA) detected changes in multiple pathways following introduction of MEDLE2 to host cells 

time course. Data shown are from 10 hr post infection, which is representative of the MEDLE2 localization observed at all time points. Red, Medle2- 
mScarlet; green, parasites (VVL); blue, Hoechst. (C) HCT- 8 cells were infected with MEDLE2- BLA C. parvum for 24 hr before incubation with the 
CCF4- AM beta- lactamase substrate and visualization by live microscopy. This experiment was repeated three times. Red, parasites (tdTomato); green, 
uncleaved CC4F- AM; blue, cleaved CCF4- AM; gray, DIC. We attribute lack of CCF4- AM cleavage to failure of MEDLE2- BLA to export (Figure 4—figure 
supplement 1). (D) MEDLE2- Cre parasites were used to infect loxGFP/RFP color switch HCT- 8 cells ((Figure 4—figure supplement 2) for schematic 
representation). After 48 hr, cells were subjected to flow cytometry. Live, single cells were gated based upon forward and side scatter, and green 
fluorescence (GFP) and red fluorescence (RFP) were measured to detect Cre recombinase activity. Despite robust infection, MEDLE2- Cre- infected 
cultures did not express RFP (Figure 4—figure supplement 2) compared to the positive control that was transiently transfected to express Cre 
recombinase.

The online version of this article includes the following figure supplement(s) for figure 4:

Figure supplement 1. MEDLE2- BLA is not exported.

Figure supplement 2. MEDLE2- Cre parasites infect loxGFP/RFP color switch cells.

Figure supplement 3. MEDLE2 is an intrinsically disordered protein.

Figure 4 continued

https://doi.org/10.7554/eLife.70451
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Figure 5. MEDLE2 contains a host- targeting motif that is processed during export. (A) Map showing the strategy 
used to engineer an ectopic copy of MEDLE2- HA in the thymidine kinase (TK) locus. Expression of an ectopic copy 
of MEDLE2- HA was driven by the MEDLE2 promoter. All point mutations were confirmed by Sanger sequencing 
(Figure 5—figure supplement 1). (B) Schematic representation of the MEDLE2 mutants generated using the 

Figure 5 continued on next page

https://doi.org/10.7554/eLife.70451
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(Figure 6—source data 1). Notably, many of these pathways converged upon translation, ribosomes, 
amino acid metabolism, and associated signaling (Figure 6—source data 1). Functional annotation 
clustering using the Database for Annotation, Visualization and Integrated Discovery (DAVID) of the 
GSEA results revealed multiple responses contributing to ER stress, including changes in genes linked 
to the unfolded protein response (UPR). Genes that are part of the core enrichment of the ER stress 
response are highlighted (red) in the volcano plot, and the most upregulated genes in the ER stress 
signaling pathway identified by GSEA are identified by name (Figure 6D). Genes that were differen-
tially expressed at an adjusted p- value less than 0.01 were used to derive a MEDLE2 response signa-
ture from the transfected cell dataset (234 genes). We next sought to explore whether the MEDLE2 
gene signature observed following cell transfection was also present during Cryptosporidium infec-
tion using a published mRNA sequencing dataset generated from C. parvum infection of a homeo-
static mini- intestine model (Nikolaev et al., 2020). We found enrichment for this MEDLE2 response 
signature with 51 genes of the MEDLE2 response present, and 22 of them contributing to the core 
enrichment of this response (Figure 6E, Figure 6—source data 2). As further validation that ER stress 
responses also occur during in vivo infection, we performed qPCR on ileal segments resected from 
mice infected with C. parvum or those that were uninfected. We measured the RNA abundance for 
the four genes highlighted in the volcano plot and found three to be upregulated in infected mice 
compared to uninfected controls (NUPR1, CHAC1, DDIT3, Figure 6F).

We next wanted to explore whether the observed ER stress response impacts on parasite survival. 
HCT- 8 cell cultures were treated with chemical inhibitors of the PERK (GSK2606414) and IRE1 (KIRA6) 
UPR signaling pathways and infected with nanoluciferase expressing C. parvum parasites. After 
24 hr, cultures treated with KIRA6 showed reduced parasite growth when compared to the DMSO 
vehicle control (one- way ANOVA, Dunnett’s multiple comparisons test p=0.0303). Thapsigargin and 
GSK2606414 treatment did not affect parasite growth (Figure  6G). To test whether manipulation 
of the ER stress signaling pathways impacts parasite growth in vivo, we infected Ddit3-/- mice with 
MEDLE2- HA C. parvum parasites and monitored fecal relative luminescence as a measure of parasite 
shedding. C. parvum infection of Ddit3-/- mice resulted in a 56% reduction in the area under the curve 
compared to infection in C57BL/6J control mice (3,189,123 ± 69,887, 1,416,227 ± 44,850; total peak 
area ± standard error; unpaired t test, p<0.001; Figure 6H). Taken together, the ER stress response 
triggered by ectopic expression of MEDLE2 in mammalian cells is also observed during parasite infec-
tion in culture and mice and may contribute to parasite survival.

Discussion
Intestinal cryptosporidiosis in animals and humans is caused by parasites that are morphologically 
indistinguishable, and therefore were initially described as a single taxon, C. parvum. Extensive 

strategy outlined in (A). The signal peptide (SP) is represented by dark blue, and low- complexity regions are shown 
in light blue. Candidate motifs targeted for mutagenesis are indicated with black triangles, and mutagenized 
amino acids are shown in red for two representative mutants. (C, D) Mutant parasites were used to infect HCT- 8 
cells and fixed for immunofluorescence assay (IFA) after 24 hr. For mutants shown in (C), the entire candidate motif 
was replaced with a matching number of alanine residues (e.g., KDVSLI/6A → AAAAAA). For mutants shown in 
(D), each individual amino acid in the KDVSLI sequence was changed to alanine. Red, hemagglutinin (HA)- tagged 
protein; green, parasites (VVL); blue, Hoechst. We note that SP and leucine 35 within the KDVSLI sequence are 
required for MEDLE2 export. (E, F) 5 × 106 transgenic oocysts were used to infect HCT- 8 cells for 48 hr before 
preparation of whole- cell lysates. Proteins were separated by for SDS- PAGE and analyzed by western blot. The 
resulting blots for infections with whole motif mutants (E) and individual amino acid point mutants (F) are shown. 
Red, neomycin; green, HA. Note that when mutants are expressed in mammalian cells and not C. parvum the 
resulting proteins do not show any size differences (Figure 5—figure supplement 2).

The online version of this article includes the following figure supplement(s) for figure 5:

Figure supplement 1. Sanger sequencing confirming the generation of MEDLE2 mutants.

Figure supplement 2. MEDLE2 mutants are of the same size as wild type (WT) MEDLE2 when expressed in 
HEK293T cells.

Figure supplement 3. Uncropped images of panels shown in Figure 5D including infected and uninfected cells.

Figure 5 continued

https://doi.org/10.7554/eLife.70451
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Figure 6. MEDLE2- expressing cells exhibit upregulation of genes involved in the unfolded protein response. 
(A) HEK293T cells were transfected with plasmids encoding MEDLE2- GFP or GFP alone. After 24 hr, cells were 
fixed and processed for immunofluorescence assay (IFA). GFP is shown in green, Hoechst in blue. (B) 24 hr post 
transection, HEK293T cells were trypsinized and double sorted for live, GFP+ singlets directly into RNA lysis buffer 

Figure 6 continued on next page

https://doi.org/10.7554/eLife.70451
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population genetic studies have since replaced C. parvum with a multitude of species, subspecies, 
and strains (Checkley et al., 2015; Xiao et al., 1999). The genomes of these parasites reflect the 
overall high degree of similarity in their conservation of gene content and synteny; nonetheless, these 
parasites show pronounced differences in their host specificity (Feng et al., 2017; Feng et al., 2018; 
Nader et al., 2019). The genomic differences observed are focused on families of predicted secre-
tory proteins that have been proposed to contribute to host specificity, prominently among them the 
MEDLE family (Fei et al., 2018; Li et al., 2017; Su et al., 2019). Previous studies found that treatment 
of sporozoites with antisera raised against recombinant MEDLE1 or MEDLE2 diminished the efficiency 
of infection by 40%. This led the authors to consider that MEDLE proteins may play a role in invasion 
and that host specificity is rooted in receptor specificity (Fei et al., 2018; Li et al., 2017). In this 
study, we screened polymorphic genes for the localization of the proteins they encode by epitope 
tagging the endogenous loci. We found that C. parvum exports multiple members of the MEDLE 
protein family into the cytosol of the host cell. This is particularly robust for the highly expressed 
MEDLE2 protein, where the observation is based on more than 15 independent transgenic strains 
using different epitope tags and antibodies, in locus and ectopic tagging, and held true in cultured 
cells and infected animals. Importantly, mutation of the tagged gene changed the localization and 
molecular weight of the protein, highlighting the specificity of the reagents used.

Apicomplexa evolved multiple mechanisms to deliver proteins to their host cells during and 
following invasion. The timing of MEDLE2 expression and export and its sensitivity to BFA treatment 
argues for a mechanism that becomes active after the parasite has established its intracellular niche, 
in contrast to injection during invasion from organelles already poised to secrete. In P. falciparum, such 

and subjected to RNA sequencing. (C) Heat map depicting the differential gene expression between MEDLE2- 
GFP (top panel) and GFP control expressing cells (bottom panel). Upregulated gene expression is shown in red 
(row Z score > 0), while blue shows genes that are downregulated in expression (row Z score < 0). Expressing cells 
compared to GFP control cells. 413 transcripts showed upregulation in MEDLE2- GFP- expressing cells (right) and 
487 genes had lower transcript abundance (left). The horizontal dashed line indicates p- value = 0.05. Gene set 
enrichment analysis (GSEA) performed on the 900 differentially expressed genes from the MEDLE2 transfection 
dataset identifies core enrichment of 20 genes that belong to ER stress response signaling pathways, which are 
indicated on the volcano plot in red. The most upregulated genes are identified by their gene ID. (E) The 234 
genes with the greatest differential expression (p<0.01, log fold change absolute value > 1.5) were used to define 
a MEDLE2 gene set from the MEDLE2- GFP transfection dataset. This signature was used to perform GSEA using 
data from single- cell RNA sequencing on C. parvum- infected organoid- derived cultures, which showed enrichment 
of 51 genes with 22 genes in the core enrichment for the MEDLE2 response set highlighted in solid red. We 
note that we did not detect the MEDLE2 response signature in datasets from other enteric infections including 
rotavirus (Figure 6—figure supplement 1). (F) Ileal sections were removed from C. parvum- infected Ifng-/- mice 
and uninfected controls (each n = 3), and expression levels for the four differentially upregulated genes in the 
MEDLE2 response set (NUPR1, CHAC1, DDIT3, and TRIB3) were measured by qPCR. (G) HCT- 8 cultures were 
pretreated for 2 hr with inhibitors (GSK2606414 and KIRA6) of ER stress signaling pathways prior to infection with 
10,000 MEDLE2- HA parasites. After 24 hr, cells were lysed and nanoluciferase assay was performed as a measure 
of parasite growth. Inhibition of the IRE1 signaling pathway with KIRA6 significantly reduced parasite growth (one- 
way ANOVA, Dunnett’s multiple comparisons test p=0.0303; a representative experiment is shown [n = 6]). This 
experiment was repeated three times. (H) Ddit3-/- and C57BL/6J mice were treated with anti- mouse- IFN gamma 
antibody 1 day prior to infection with 10,000 MEDLE2- HA- tdNeon oocysts, and again at day 2 of infection. Fecal 
luminescence was determined by nanoluciferase activity to calculate the area under the curve for the duration of 
the infection. Ddit3-/- mice exhibited a 56% reduction in infection (1,416,227 ± 44,850; total peak area ± standard 
error) compared to control mice (3,189,123 ± 69,887; unpaired t test, p<0.001; n = 4 mice per group). One 
representative experiment is shown, which was repeated two more times, with a 54% reduction and no change in 
infection being observed.

The online version of this article includes the following source data and figure supplement(s) for figure 6:

Source data 1. Source data for Figure 6.

Source data 2. Source data for Figure 6.

Figure supplement 1. MEDLE2 response signature is absent from intestinal epithelial cells infected with human 
rotavirus.

Figure supplement 2. Transfection of HEK293T cells with T. gondii GRA16- GFP also results in ER stress.

Figure 6 continued

https://doi.org/10.7554/eLife.70451
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export relies on the translocon complex PTEX (de Koning- Ward et al., 2009), which uses the ATPase 
activity of a heat shock protein to unfold and then extrude cargo through a transmembrane channel 
into the red blood cell (Ho et al., 2018; Matthews et al., 2019). Genetic ablation of this complex 
results in loss of export and loss of parasite viability (Beck et al., 2014; Elsworth et al., 2014). In T. 
gondii, proteins are exported during intracellular growth via the MYR complex, which is independent 
of ATP hydrolysis and requires intrinsically disordered cargo (Hakimi et al., 2017). Translocon and 
export are dispensable for growth of this parasite in culture, but loss profoundly impacts virulence in 
vivo (Hakimi et al., 2017; Marino et al., 2018). With the exception of a putative HSP101 chaperone, 
genome searches do not readily identify C. parvum homologs of the components that make up these 
two previously characterized translocons (Pellé et al., 2015), but nonetheless, there are important 
parallels that suggest conserved features of Apicomplexan export.

We demonstrate that MEDLE2 export depends on an N- terminal signal peptide and a leucine 
residue at position 35. Point mutation of this residue ablates export and results in a higher apparent 
molecular weight of the protein, which we interpret as a lack of processing at the mutated site. 
Disorder may be critical for MEDLE2 export as fusion of well- folded domains potently blocked its 
export into the host cell. This is consistent with an export mechanism unable to unfold proteins as 
proposed for T. gondii and Plasmodium liver stages (Beck and Ho, 2021; Gehde et al., 2009; Marino 
et al., 2018).

Export of proteins in P. falciparum and T. gondii similarly requires a host- targeting motif (Coffey 
et al., 2015; Hiller et al., 2004; Marti et al., 2004). While the sequence of the motifs varies between 
species, all share a required leucine residue that has been linked to processing by an aspartyl protease 
to license export (Boddey et al., 2010; Coffey et al., 2015; Hammoudi et al., 2015; Russo et al., 
2010). This protease localizes to the ER in P. falciparum where it appears to replace the activity of 
signal peptidase for exported proteins, while the T. gondii homolog acts in the Golgi (Coffey et al., 
2015; Marapana et al., 2018). Our mutational analysis in C. parvum suggests that cleavage of L35 
could replace the activity of signal peptidase similar to P. falciparum. The C. parvum genome encodes 
six putative aspartyl proteases, three of which share significant similarity with the Plasmepsin V/ASP5 
enzymes responsible for processing exported proteins in P. falciparum and T. gondii. Ablating these 
genes may provide an opportunity to block export to the host cell.

Pathogens inject a wide array of factors into the cells of their hosts to remodel cellular architecture, 
hijack death and survival pathways, change cell physiology and metabolism, and rewire transcrip-
tional networks. Many of them aid immune evasion and the evolutionary arms race between host and 
pathogen and are potent modulators of host specificity (Long et al., 2019; van der Does and Rep, 
2007). Here, we have identified the first examples of host- targeted effector proteins for intracellular 
stages of C. parvum. We introduced the protein into its target compartment, the mammalian cytosol, 
by transient transfection, and mRNA sequencing revealed a transcriptional signature of ER stress and 
UPR upon expression of MEDLE2, but not in matched control transfection with a GFP- only- expressing 
plasmid. We found that an ER stress response signature was also detectable when cells or mice were 
infected with C. parvum, which supports previous work identifying a UPR response during C. parvum 
infection in an in vitro model of infection (Morada et al., 2013).

ER stress is a common feature of intracellular infection that greatly modulates host cell survival 
and inflammatory response. Bacteria, viruses, and protozoa alike have evolved strategies to trigger 
or block the UPR during infection, suggesting the response not to be a by- product of infection, but 
rather an active participant (Abhishek et  al., 2018; Alshareef et  al., 2021; Perera et  al., 2017). 
This relationship is complex, and depending on cellular context, the UPR can aid pathogens or 
restrict them. Modulating the UPR is pivotal for intracellular bacteria that reside in vacuoles, including 
Chlamydia, Brucella, Listeria, and Mycobacterium, to build their intracellular niche and to acquire 
nutrients (Celli and Tsolis, 2015). Cryptosporidium lost the ability to synthesize most required metab-
olites and depends on an elaborate membranous feeder organelle at the host- parasite interface. 
This reduction includes biosynthesis of many lipids (Coppens, 2013), and we note modulation of 
lipid synthesis and mobilization as one important consequence of the UPR (Moncan et al., 2021). 
The UPR is also important in the context of recognition of intracellular pathogens and the subse-
quent cytokine- mediated immune responses. Cryptosporidium triggers an enterocyte intrinsic inflam-
masome leading to the release of IL- 18 from the infected cell (McNair et al., 2018), and infection also 
results in pronounced production of interferon λ (Ferguson et al., 2019). We also tested GRA16, 

https://doi.org/10.7554/eLife.70451
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a disordered effector protein of T. gondii in similar experiments and found it to similarly upregulate 
the ER stress response. This may indicate that such upregulation is inherent to the structure of these 
proteins (Figure 6—figure supplement 2). However, we note that manipulation of ER stress signaling 
using pharmacological inhibition of IRE1 in culture or genetic ablation of DDIT3 in mice resulted in 
reduced growth of C. parvum, suggesting that this response may contribute to parasite survival. We 
deem it likely that MEDLE2 has additional roles yet to be determined.

The MEDLE genes are highly polymorphic and encoded by multiple loci, but our current view of 
the family likely underestimates its true plasticity. The recent reannotation of the C. parvum genome 
using long read sequencing found evidence for multiple ‘alternative’ telomeres carrying different 
MEDLE gene clusters (Baptista et al., 2021). Our experimental observations support this. When we 
ablated the MEDLE2 gene by homologous recombination, additional MEDLE2 copies remained in the 
genome (Figure 1—figure supplement 2). Similar observations were made when tagging the gene 
(Figure 1B, Figure 2—figure supplement 1). It is important to note that Cryptosporidium has a single 
host life cycle and undergoes sexual exchange throughout the infection, providing near constant 
opportunity for recombination (Tandel et al., 2019). This is reminiscent of the importance of chro-
mosomal position and recombination for the antigenically varied VSG and var genes in Trypanosoma 
brucei and P. falciparum, respectively (Dreesen et al., 2007; Zhang et al., 2019). The fact that MEDLE 
proteins are delivered into the host cell makes them prime targets for immunity, and immune evasion 
may drive chromosomal organization, expression, and evolution of these genes.

Materials and methods

 Continued on next page

Key resources table 

Reagent type (species) 
or resource Designation Source or reference Identifiers Additional information

Gene (Cryptosporidium 
parvum) MEDLE2 Li et al., 2017 cgd5_4590

Gene (C. parvum) MEDLE1 Fei et al., 2018 cgd5_4580

Gene (C. parvum) MEDLE6 This paper cgd6_5490

Named according to the spatial 
localization in the genome similarly 
to MEDLE2 and MEDLE1

Gene (C. parvum) WYLE4 This paper cgd8_3560

Named for the gene family and 
according to the spatial localization 
in the genome

Gene (C. parvum) SKSR7 This paper Cgd8_30

Named for the gene family and 
according to the spatial localization 
in the genome

Strain, strain background 
(C. parvum)

C. parvum oocysts, IOWAII 
strain (WT) Bunchgrass

Strain, strain background 
(Mus musculus) Ifng-/-, C57BL/6J The Jackson Laboratory

Jax 002287;  
RRID:IMSR_
JAX:002287

Strain, strain background 
(M. musculus) Ddit3tm2.1Dron The Jackson Laboratory

Jax 005530;  
RRID:IMSR_
JAX:005530

Strain, strain background 
(M. musculus) C57BL/6J The Jackson Laboratory

Jax 000664;  
RRID:IMSR_
JAX:000664

Genetic reagent (C. 
parvum) MEDLE2- HA This paper cgd5_4590 modified

Stable transgenic parasite line 
expressing HA

Genetic reagent (C. 
parvum) WYLE4- HA This paper cgd8_3570 modified

Stable transgenic parasite line 
expressing HA

Genetic reagent (C. 
parvum) SKSR7- HA This paper cgd8_30 modified

Stable transgenic parasite line 
expressing HA

https://doi.org/10.7554/eLife.70451
https://identifiers.org/RRID/RRID:IMSR_JAX:002287
https://identifiers.org/RRID/RRID:IMSR_JAX:002287
https://identifiers.org/RRID/RRID:IMSR_JAX:005530
https://identifiers.org/RRID/RRID:IMSR_JAX:005530
https://identifiers.org/RRID/RRID:IMSR_JAX:000664
https://identifiers.org/RRID/RRID:IMSR_JAX:000664
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Reagent type (species) 
or resource Designation Source or reference Identifiers Additional information

Genetic reagent (C. 
parvum) MEDLE2 KO This paper Cgd5_4590

Stable transgenic parasite line with 
one copy of MEDLE2 knocked out

Genetic reagent (C. 
parvum) MEDLE1- HA This paper cgd5_4580 modified

Stable transgenic parasite line 
expressing HA

Genetic reagent (C. 
parvum) MEDLE6- HA This paper cgd6_5490 modified

Stable transgenic parasite line 
expressing HA

Genetic reagent (C. 
parvum) Medle2 MEDLE1- HA This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing HA

Genetic reagent (C. 
parvum) MEDLE2- HA- tdNeon This paper cgd5_4590 modified

Stable transgenic parasite line 
expressing HA and tdNeon

Genetic reagent (C. 
parvum) MEDLE2- mScarlet This paper cgd5_4590 modified

Stable transgenic parasite line 
expressing mScarlet

Genetic reagent (C. 
parvum) MEDLE2- Bla- 2A- tdTomato This paper cgd5_4590 modified

Stable transgenic parasite line 
expressing BLA and tdTomato

Genetic reagent (C. 
parvum) MEDLE2- Cre This paper cgd5_4590 modified

Stable transgenic parasite line 
expressing Cre recombinase

Genetic reagent (C. 
parvum) Ectopic MEDLE2- HA This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2

Genetic reagent (C. 
parvum) ΔSP This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
(aa 21–209)

Genetic reagent (C. 
parvum) KDVSLI/6A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with KDVSLI (aa 31–36) mutated to 
six alanines

Genetic reagent (C. 
parvum) KPVLKN/6A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with KPVLKN (aa 73–78) mutated to 
six alanines

Genetic reagent (C. 
parvum) KNVNLS/6A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with KDVSLI (aa 77–82) mutated to 
six alanines

Genetic reagent (C. 
parvum) RGLLRGLSG/9A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with KDVSLI (aa 191–199) mutated 
to six alanines

Genetic reagent (C. 
parvum) K31A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with K31 mutated to alanine

Genetic reagent (C. 
parvum) D32A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with D32 mutated to alanine

Genetic reagent (C. 
parvum) V33A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with V33 mutated to alanine

Genetic reagent (C. 
parvum) S34A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with S34 mutated to alanine

Genetic reagent (C. 
parvum) L35A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with L35 mutated to alanine

 Continued on next page
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Reagent type (species) 
or resource Designation Source or reference Identifiers Additional information

Genetic reagent (C. 
parvum) I36A This paper cgd5_4440 modified

Stable transgenic parasite line 
expressing extra copy of MEDLE2 
with I36 mutated to alanine

Cell line (human) HCT- 8 ATCC
CCL- 224;  
RRID:CVCL_2478

Cell line (human) HEK293T ATCC
CRL- 3216;  
RRID:CVCL_0063

Cell line (Escherichia coli) GC5
Genesee  
Scientific 42- 653 Electrocompetent cells

Cell line (E. coli)
One Shot  
Topo10, Invitrogen C404003 Electrocompetent cells

Transfected construct 
(human)

loxP GFP/RFP color switch 
lentivirus GenTarget Inc Cat#: LVP460- Neo Transfected construct (human)

Biological sample (M. 
musculus) Isolated sections of ileum Ifng-/- mice

Jax 002287;  
RRID:IMSR_ 
JAX:002287 6- week- old male mice

Antibody Anti- HA (rat monoclonal) MilliporeSigma
Cat# 11867431001; 
RRID:AB_390919 IF (1:500), WB (1:500), IHC (1:500)

Antibody
Anti- Cp23 (mouse 
monoclonal) LS Bio

Cat# LS- C137378; 
RRID:AB_10947007 IF (1:100)

Antibody
Anti- alpha tubulin (mouse 
monoclonal)

Developmental Studies 
Hybridoma Bank

Cat#12G10; 
RRID:AB_1157911 IF (1:1000)

Antibody Anti- COWP1 (rat monoclonal)
This paper, produced by 
GenScript This paper IF (1:100)

Antibody

Anti- neomycin 
phosphotransferase II (rabbit 
polyclonal) MilliporeSigma

Millipore Cat# 06- 747; 
RRID:AB_310234 WB (1:1000)

Antibody Anti- mouse IFN gamma Bio X Cell

Clone: XMG1.2;  
Cat# BE0055; 
RRID:AB_1107694 In vivo 100 µg

Antibody
Goat anti- rat polyclonal Alexa 
Fluor 594 Thermo Fisher Scientific

Cat# A- 21213; 
RRID:AB_2535799 IFA (1:500)

Antibody
Goat anti- mouse polyclonal 
Alexa Fluor 488 Thermo Fisher Scientific

Cat# A- 11001; 
RRID:AB_2534069 IFA (1:500)

Strain, strain background Alexa Fluor 647 Phalloidin Thermo Fisher Scientific
A22287;  
RRID:AB_2620155 IFA (1:1000)

Antibody
IRDye 800CW goat anti- rat 
IgG LI- COR

926- 32219;  
RRID:AB_1850025 WB (1:10,000)

Antibody
IRDye 680RD goat anti- rabbit 
IgG LI- COR

926- 68071;  
RRID:AB_2721181 WB (1:10,000)

Recombinant DNA reagent Cas9 cgd5_4590 (plasmid) This paper
Guide targeting C terminus of 
MEDLE2

Recombinant DNA reagent Cas9 cgd8_3560 (plasmid) This paper
Guide targeting C terminus of 
WYLE4

Recombinant DNA reagent Cas9 cgd8_30 (plasmid) This paper
Guide targeting C terminus of 
SKSR7

Recombinant DNA reagent Cas9 cgd5_4580 (plasmid) This paper
Guide targeting C terminus of 
MEDLE1
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Reagent type (species) 
or resource Designation Source or reference Identifiers Additional information

Recombinant DNA reagent Cas9 Cgd6_5490 (plasmid) This paper
Guide targeting C terminus of 
MEDLE6

Recombinant DNA reagent Cas9 Tk guide int (plasmid) Tandel et al., 2019 Guide targeting internal cgd5_4440

Recombinant DNA reagent
Cas9 MEDLE2  
KO (plasmid) This paper Guide targeting internal MEDLE2

Recombinant DNA reagent
Lic HA  
(plasmid) This paper

Crypto expression vector for HA 
tagging

Recombinant DNA reagent
Lic tdTomato  
KO (plasmid) This paper

Crypto expression vector for 
replacing gene KO with tdTomato

Recombinant DNA reagent
Lic medle2- MEDLE1 HA 
(plasmid) This paper

Crypto expression vector with 
medle2 promoter driving MEDLE1- 
HA expression

Recombinant DNA reagent

Lic HA- 2A-  
TdNeon 
(plasmid) This paper

Crypto expression vector for HA 
tagging and cytoplasmic tdNeon

Recombinant DNA reagent Lic mScarlet (plasmid) This paper
Crypto expression vector for 
mScarlet tagging

Recombinant DNA reagent
Lic Bla- 2A- TdTomato  
(plasmid) This paper

Crypto expression vector for BLA 
tagging and cytoplasmic tdTomato

Recombinant DNA reagent
Lic Cre  
(plasmid) This paper

Crypto expression vector for Cre 
tagging

Recombinant DNA reagent
Lic Extra  
MEDLE2- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA (MEDLE2 
promoter)

Recombinant DNA reagent Lic ΔSP MEDLE2- HA (plasmid) This paper
Crypto expression vector for extra 
copy of MEDLE2- HA (aa 21–209)

Recombinant DNA reagent Lic KDVSLI/6A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with KDVSLI 
(aa 31–36) mutated to six alanines

Recombinant DNA reagent Lic KPVLKN/6A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with KPVLKN 
(aa 73–78) mutated to six alanines

Recombinant DNA reagent Lic KNVNLS/6A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with KNVNLS 
(aa 77–82) mutated to six alanines

Recombinant DNA reagent
Lic RGLLRGLSG/9A- HA 
(plasmid) This paper

Crypto expression vector for 
extra copy of MEDLE2- HA with 
RGLLRGLS (aa 191–199) mutated to 
six alanines

Recombinant DNA reagent Lic K31A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with K31 
mutated to alanine

Recombinant DNA reagent Lic D32A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with D32 
mutated to alanine

Recombinant DNA reagent Lic V33A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with V33 
mutated to alanine

Recombinant DNA reagent Lic S34A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with S34 
mutated to alanine

 Continued
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Reagent type (species) 
or resource Designation Source or reference Identifiers Additional information

Recombinant DNA reagent Lic L35A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with L35 
mutated to alanine

Recombinant DNA reagent Lic I36A- HA (plasmid) This paper

Crypto expression vector for extra 
copy of MEDLE2- HA with I36 
mutated to alanine

Recombinant DNA reagent mEGFP- Lifeact- 7 (plasmid) Addgene # 54610

Used as a mammalian expression 
vector to clone codon optimized 
MEDLE2 into

Recombinant DNA reagent GFP- only This paper

Removed Lifeact domain from 
Addgene plasmid #54610 for a 
GFP- only control plasmid

Recombinant DNA reagent Recod MEDLE2- GFP (plasmid) This paper
Human codon optimized MEDLE2 
(aa 21–209) with a GFP tag

Recombinant DNA reagent GRA16- GFP This paper
T. gondii GRA16 (aa 24–505) with 
GFP tag.

Recombinant DNA reagent Recod MEDLE2- HA (plasmid) This paper
Human codon optimized MEDLE2 
(aa 21–209) with a HA tag.

Recombinant DNA reagent
Recod KDVSLI/6A- HA 
(plasmid) This paper

Human codon optimized MEDLE2 
(aa 21–209) with a HA tag and 
KDVSLI (aa 31–36) mutated to six 
alanines

Recombinant DNA reagent
Recod KPVLKN/6A- HA 
(plasmid) This paper

Human codon optimized MEDLE2 
(aa 21–209) with a HA tag and 
KPVLKN (aa 73–78) mutated to six 
alanines

Recombinant DNA reagent
Recod KNVNLS/6A- HA 
(plasmid) This paper

Human codon optimized MEDLE2 
(aa 21–209) with a HA tag and 
KNVNLS (aa 77–82) mutated to six 
alanines

Recombinant DNA reagent
Recod RGLLRGLSG/9A- HA 
(plasmid) This paper

Human codon optimized MEDLE2 
(aa 21–209) with a HA tag and 
RGLLRGLS (aa 191–199) mutated to 
six alanines

Sequence- based  
reagent Recodonized MEDLE2 Integrated DNA Technologies

MEDLE2 (aa 21–209) codon 
optimized for human expression
See Supplementary file 1 for 
sequence

Sequence- based  
reagent PCR primers This paper Please see Supplementary file 1

Commercial assay or kit DNeasy Blood & Tissue Kit QIAGEN Cat# 69504

Commercial assay or kit
ZymoPureII Plasmid Maxiprep 
Kit Zymo Research Cat# 11- 555B

Commercial assay or kit
Nano- Glo Luciferase Assay 
System Promega Cat# N1130

Commercial assay or kit SF Cell Line 4D X Kit L Lonza Cat# V4XC- 2024

Commercial assay or kit
LiveBLAzer FRET- B/G Loading 
Kit Thermo Fisher Cat# K1095

Commercial assay or kit ZeroBlunt TopoTA Kit Invitrogen Cat# 450245

Commercial assay or kit RNeasy Microkit QIAGEN Cat# 74004

Commercial assay or kit SMART cDNA synthesis kit Takara Cat# 635040

 Continued

 Continued on next page
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Reagent type (species) 
or resource Designation Source or reference Identifiers Additional information

Commercial assay or kit
Nextera XT DNA Library Prep 
Kit Illumina Cat# FC- 131- 1096

Commercial assay or kit RNeasy MiniKit QIAGEN Cat# 74104

Commercial assay or kit QIAshredder QIAGEN Cat# 79656

Commercial assay or kit
SuperScript First Strand 
Synthesis kit Thermo Fisher Cat#18091050

Commercial assay or kit Lipofectamine 3000 Thermo Fisher Cat# L3000015

Chemical compound, drug Paromomycin Gemini Cat# 400- 155P Used 16 g/L water

Chemical compound, drug Brefeldin A (BFA) BioLegend Cat# 420601 Used 10 µg/mL

Chemical compound, drug Thapsigargin MedChemExpress HY- 13433 Used 1 µM

Chemical compound, drug GSK2606414 MedChemExpress HY- 18072 Used 30 nm

Chemical compound, drug KIRA6 MedChemExpress HY- 19708 Used 500 nm

Software, algorithm Prism 8 GraphPad RRID:SCR_002798

Software, algorithm ImageJ Fiji RRID:SCR_003070

Software, algorithm FlowJo v10, LLC TreeStar RRID:SCR_008520

Software, algorithm Kallisto v0.44.0
BioConductor (Bray et al., 
2016) Pachter Lab

Software, algorithm Limma- Voom
BioConductor (Law et al., 
2014; Ritchie et al., 2015)

Software, algorithm Bioconductor tximport
BioConductor (Robinson et al., 
2010)

DOI: 10.18129/B9. 
bioc.tximport

Software, algorithm
Molecular Signatures 
Database (MSigDB)

UC San Diego and Broad 
Institute (Mootha et al., 2003; 
Subramanian et al., 2005)

https://www. gsea- 
 msigdb. org/ gsea/ 
msigdb

Software, algorithm CryptoDB VEuPathDB  cryptodb. org

Other
Fluorescin Vicia villosa lectin 
stain Vector Labs Cat# FL- 1231- 2 IF (1:1000)

Other DAPI stain Invitrogen Cat# D1306 Flow cytometry (1 µg/mL)

Other Hoechst 33342 Thermo Fisher Cat# H3570 IF (1:10,000)

Other Alexa Fluor 647 Phalloidin Thermo Fisher Cat# A22287 IF (1:1000)

 Continued

Contact for reagent and resource sharing
For access to reagents or parasite strains used in this study, please contact Dr. Boris Striepen: Tel.: 
1- 215- 573- 9167; fax: 1- 215- 746- 2295; e- mail:  striepen@ upenn. edu.

Mouse models of infection
Ifng-/- (stock no: 002287; RRID:IMSR_JAX:002287) were purchased from Jackson Laboratory and main-
tained as a breeding colony at the University of Pennsylvania. All mice used in this study ranged from 
4 to 12 weeks of age. We note that both male and female Ifng-/- mice were used to generate and 
propagate C. parvum transgenic parasite lines, without a difference being noted in parasite shedding. 
Ddit3-/- (stock no: 005530) and C57BL/6J (stock no: 000664) mice were purchased from Jackson 
Laboratory. All protocols for animal care were approved by the Institutional Animal Care and Use 
Committee of the University of Georgia (protocol A2016 01- 028- Y1- A4) and the Institutional Animal 
Care and Use Committee of the University of Pennsylvania (protocol #806292).
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https://cryptodb.org/cryptodb/app
https://www.vet.upenn.edu/people/faculty-clinician-search/BORISSTRIEPEN
https://identifiers.org/RRID/RRID:IMSR_JAX:002287


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  22 of 31

Cell lines
HCT- 8 (ATCC: CCL- 224TM; RRID:CVCL_2478) and HEK293T (ATCC: CRL- 3216TM; RRID:CVCL_0063) 
cell lines were purchased from ATCC, mycoplasma tested, and used for all experiments once confirmed 
to be mycoplasma negative.

Parasite strains
C. parvum transgenic strains were made and propagated in Ifng-/- mice (stock no: 002287; RRID:IMSR_
JAX:002287). Oocysts were then purified from fecal collections using sucrose flotation followed by a 
cesium chloride gradient (see Materials and methods). All C. parvum oocysts used in this study as WT 
controls, as well as to generate transgenic strains, are on the IOWAII strain background, purchased 
from Bunchgrass Farms (Dreary, ID).

Plasmid construction
Guide oligonucleotides (Sigma- Aldrich, St. Louis, MO) were introduced into the C. parvum Cas9/U6 
plasmid by restriction cloning, as detailed in Pawlowic et al., 2017. All plasmids encoding epitope 
tags, as well as for ectopic MEDLE2 expression, were constructed by Gibson assembly using NEB 
Gibson Assembly Master Mix (New England Biolabs, Ipswich, MA). A linear repair template was 
generated by PCR. See Supplementary file 1 for a complete list of primers used for this study.

Generation of transgenic parasites
Transgenic parasites were derived as previously described (Sateriale et al., 2020). Briefly, 5 × 107  C. 
parvum oocysts were bleached on ice, washed in 1× PBS, and incubated in sodium taurodeoxycho-
late. Excysted sporozoites were resuspended in transfection buffer supplemented with a total of 
100 µg DNA (comprising 50 µg of Cas9/gRNA plasmid and 50 µg of repair template generated by 
PCR) and nucleofected using an Amaxa 4D nucleofector (Lonza, Basel, Switzerland). Transfected para-
sites were resuspended in PBS and administered to Ifng-/- mice. Mice were pretreated with antibiotics 
for 1 week preceding infection and with sodium bicarbonate immediately before parasite administra-
tion (Sateriale et al., 2020). Mice received 16 mg/mL paromomycin in drinking water for selection. 
Transgenic parasites were detected by measuring fecal nanoluciferase activity and purified from feces 
using sucrose flotation followed by a cesium chloride gradient and stored in PBS at 4°C (Sateriale 
et al., 2020).

Nanoluciferase assay to monitor parasite shedding
20 mg of fecal material was dissolved in nanoluciferase lysis buffer and mixed 1:1 with nanoluciferase 
substrate/nanoluciferase Assay Buffer (1:50) in a white- bottom plate. Relative luminescence was read 
using a Promega GloMax Plate Reader.

Integration PCR to confirm generation of transgenic parasites
DNA was purified from excysted sporozoites using the QIAGEN DNeasy Blood and Tissue kit (QIAGEN 
69504). PCR primers were designed to anneal outside of the 5′ and 3′ homology arms used to direct 
homologous recombination and matched with primers annealing to the nanoluciferase reporter gene 
or the neomycin selection marker, respectively. Primers for the thymidine kinase gene served as 
control, unless otherwise noted. Where indicated, amplicons were cloned using the ZeroBlunt TopoTA 
kit (Invitrogen 450245) and transformed into One Shot Topo10 Chemically Competent Escherichia coli 
(Invitrogen C404003). Individual colonies were miniprepped and sequenced.

In vitro infection and immunofluorescence assay
Coverslips seeded with human ileocecal adenocarcinoma cells (HCT- 8) (ATCC CCL- 244; 
RRID:CVCL_2478) were infected when 80% confluent with 200,000 purified oocysts (bleached, 
washed, and resuspended in RPMI medium containing 1% serum). For time- course infections, para-
sites were allowed to invade for 3 hr, then medium was removed, and the cells were washed with PBS 
to remove unexcysted oocysts and replaced with fresh RPMI medium with 1% serum. At indicated 
time points, cells were washed with PBS, and successively fixed and permeabilized with PBS supple-
mented with 4% paraformaldehyde or 0.1% Triton X- 100 for 10 min each (Sigma). Coverslips were 
blocked with 1% bovine serum albumin (BSA) (Sigma). Antibodies were diluted in blocking solution. 
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The was rat monoclonal anti- HA (MilliporeSigma, Burlington, MA; RRID:AB_390919) and was used as 
primary antibody (1:500) and goat anti- rat polyclonal Alexa Fluor 594 (Thermo Fisher, Waltham, MA; 
RRID:AB_2535799) as secondary along with V. villosa lectin (Vector Labs Burlingame, CA). Host and 
parasite nuclei were stained with Hoechst 33342 (Thermo Fisher). Slides were imaged using a Zeiss 
LSM710 Confocal microscope or a Leica Widefield microscope. Experimental slides were prepared 
and imaged in duplicate for a minimum of two biological replicates.

Immunohistochemistry on infected intestine
Infected Ifng-/- mice (RRID:IMSR_JAX:002287) were euthanized at day 12 during peak infection, and 
the distal 1/3 of the small intestine was dissected. The tissue was washed with PBS and ‘swiss- rolled’ 
and fixed overnight in 4% paraformaldehyde at 4°C, placed in 30% sucrose in PBS for cryoprotection, 
and mounted with OCT compound (Tissue- Tek, Sakura Finetek, Japan) and frozen. Cryomicrotome 
sections were permeabilized and blocked and labeled as described above (Alexa Fluor 647 Phalloidin 
[RRID:AB_2620155; Thermo Fisher] was used in addition). Sections were prepared in duplicate and 
imaged using a Zeiss LSM710 Confocal Microscope.

Poly-L-lysine treatment of coverslips and sporozoite IFA
Sterile coverslips were treated with poly- L- lysine (Sigma), washed with water for 5 min, and airdried. 
Sporozoites suspended in PBS were allowed to settle on treated coverslip for 1 hr prior to fixing and 
IFA. Primary antibodies used were mouse anti- Cp23 (1:100) (LS Bio Seattle, WA; RRID:AB_10947007) 
and rat monoclonal anti- HA (RRID:AB_390919) (1:500). Secondary antibodies include goat anti- rat 
polyclonal Alexa Fluor 594 (RRID:AB_2535799)and goat anti- mouse polyclonal Alexa Fluor 488 
(RRID:AB_2534069) (both 1:1000, Thermo Fisher).

BFA treatment during C. parvum infection
Excysted oocysts were allowed to invade HCT- 8 coverslip cultures (RRID:CVCL_2478) for 3 hr, unex-
cysted oocysts were removed by PBS wash, and cultures were replaced with medium supplemented 
with 1% serum and 10 µg/mL BFA from a 1000× stock in DMSO. Medium supplemented with carrier 
alone served as control. Cultures were fixed and processed 10 hr post infection.

Live imaging of beta-lactamase reporter assay
1 × 106 WT and MEDLE2- BLA oocysts were used to infect HCT- 8 cells (RRID:CVCL_2478) in a 35 mm 
glass- bottom dish (MatTek Life Sciences, Ashland, MA). After 24 hr, the medium was replaced with 
RPMI medium containing CCF4- AM substrate from the LiveBLAzer FRET- B/G Loading Kit (Thermo 
Fisher Scientific). Cells were incubated in the dark at 37°C for 1 hr, washed with PBS three times, and 
live imaged using a Leica SP5 Confocal Microscope using a water immersion lens.

Cre recombinase reporter assay by flow cytometry
Pre- made lentivirus was used to transform HCT- 8 cells (RRID:CVCL_2478) with a loxP GFP/RGP color 
switch cassette (GenTarget Inc, San Diego, CA). Cells were selected with 400 mg/mL neomycin (Milli-
poreSigma) for 14 days and validated by transfection with 5 µg Cre recombinase plasmid using Lipo-
fectamine P3000 (Thermo Fisher Scientific). After 24 hr and 48 hr, cells were trypsinized and flow 
sorted using a LSRFortessa (BD Biosciences, San Jose, CA) and data were analyzed with FlowJo v10 
software (TreeStar) (RRID: SCR_008520).

1 × 106 WT and MEDLE2- Cre oocysts were used to infect six- well cultures of Lox GFP/RFP color 
switch cells. After 48 hr, cells were trypsinized and resuspended in 1 mL PBS. 300 µL were used for 
nanoluciferase assay and 700 µL cells for flow cytometry. Forward and side scatter was used to gate 
viability, untransfected uninfected cells to establish the green gate, and Cre recombinase transfected 
cells for the red gate (three biological replicates for each condition).

Western blot on C. parvum infected cells
HCT- 8 cultures (RRID:CVCL_2478) infected with 5 × 106 oocysts for 48 hr were treated with Trypsin 
0.25% EDTA (Thermo Fisher Scientific), pelleted, and flash frozen in liquid nitrogen. Cell pellets were 
lysed in Pierce IP Lysis Buffer (Thermo Fisher Scientific), supplemented 1:100 with both protease 
inhibitor cocktail (Sigma) and benzonase nuclease (MilliporeSigma). Lysates were incubated on ice for 
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15 min, sonicated (80% amplitude, 10 s pulses, rest on ice for 1 min between three times), cleared by 
centrifugation (20,000 × g, 10 min, 4°C), mixed with freshly prepared Laemmli Sample buffer (Milli-
poreSigma) + β-mercaptoethanaol (1:20) (Sigma), boiled and loaded on a 12% Mini- PROTEAN TGX 
Precast Protein Gel (Bio- Rad, Hercules, CA) run at 70 V for 2.5 hr. Gels were transferred to 0.45 µm pore 
size nitrocellulose membrane (Thermo Fisher Scientific) overnight at 0.02 A at 4°C. The membrane was 
blocked for 1 hr with Intercept (TBS) Protein- Free Blocking Buffer (LI- COR, Lincoln, NE), antibodies 
we diluted in blocking solution with 0.01% Tween20 (Sigma) using rat monoclonal anti- HA 1:500 
(MilliporeSigma; RRID:AB_390919), and rabbit anti- neomycin phosphotransferase II 1:1000 (Milli-
poreSigma; RRID:AB_310234) as primary and IRDye 800CW goat anti- rat IgG (RRID:AB_1850025) and 
IRDye 680RD goat anti- rabbit IgG (RRID:AB_2721181) (both 1:10,000, LI- COR) as secondary antibody. 
Washed membranes were imaged using an Odyssey Infrared Imaging System v3.0 (LI- COR).

Generation of MEDLE2 mutant plasmids for host cell transfection
Human codon optimized MEDLE2 lacking the N- terminal signal peptide (aa 21–209) was synthesized 
by Integrated DNA Technologies (IDT, Coralville, IA) and cloned into the mEGFP- Lifeact- 7 mamma-
lian expression plasmid (Addgene #54610), replacing Lifeact- GFP and appending a 3× HA tag. Point 
mutations were engineered by Gibson cloning. HEK293T cells (ATCCCRL- 3216; RRID:CVCL_0063) 
were transfected with 5 µg of each plasmid using Lipofectamine P3000 (Thermo Fisher Scientific). 
24 hr post transfection, cells were harvested and processed for western blot analysis. Additionally, a 
MEDLE2- EGFP plasmid was cloned by Gibson cloning to introduce human codon optimized MEDLE2 
lacking the N- terminal signal peptide (aa 21–209) into the same mEGFP- Lifeact- 7 mammalian expres-
sion plasmid, replacing Lifeact. A GFP- only- expressing plasmid was engineered removing the Lifeact 
from Addgene plasmid #54610. Similarly, T. gondii GRA16 omitting the sequence encoding the N- ter-
minal signal peptide (aa 24–505) was amplified from gDNA of T. gondii strain ME49 parasites and 
cloned into the mEGFP- Lifeact- 7 mammalian expression plasmid in place of Lifeact.

Flow cytometry analysis of transfected cells
HEK293T cells (RRID:CVCL_0063) were subjected to lipofection with 25  µg GFP- only plasmid or 
MEDLE2- GFP plasmid, grown for 24 hr, trypsinized, washed, and resuspended in PBS with DAPI and 
passed through a 40 µM filter (BD Biosciences). Cell viability was gated based upon DAPI staining. 
Untransfected HEK293T served as negative control and GFP- expressing HEK293T cells as positive 
control to establish gates. 10,000 green, single cells were double sorted using an Aria C flow cytom-
eter first into PBS then into lysis buffer (three biological replicates for each condition).

RNA extraction sequencing and data analysis
Total RNA was extracted using the QIAGEN RNeasy Microkit (QIAGEN, Germantown, MD) and 
input RNA was quality controlled and quantified using a Tape Station 4200 (Agilent Technologies, 
Santa Clara, CA). cDNA synthesis was performed following the clonTechSMART- seq cDNA synthesis 
protocol (15 cycles). Following DNA cleanup, a Nextera library was prepared and nucleic acid was 
quantified using the Qubit 3 Fluorometer (Thermo Fisher Scientific). Samples were pooled for RNA- 
sequencing of 4 nM of total cDNA, and sequencing was performed using a NextSeq 500 Instrument 
(Illumina Inc, San Diego, CA).

RNAseq reads were pseudo- aligned to the Ensembl Homo sapiens reference transcriptome v86 
using kallisto v0.44.0 (Bray et al., 2016). In R, transcripts were collapsed to genes using Bioconductor 
tximport (Robinson et  al., 2010) and differentially expressed genes were identified using Limma- 
Voom (Law et al., 2014; Ritchie et al., 2015). The MEDLE2 transcription response dataset can be 
found under GEO accession number GSE174117. GSEA was performed using the GSEA software 
and the annotated gene sets of the Molecular Signatures Database (MSigDB) (Mootha et al., 2003; 
Subramanian et al., 2005). The MEDLE2 signature was generated from the differentially expressed 
genes and read into GSEA to evaluate its presence in published datasets of C. parvum infection (Niko-
laev et al., 2020; Saxena et al., 2017).

qPCR for MEDLE2 response genes from infected mice
8- week- old Ifng-/- mice (RRID:IMSR_JAX:002287) were infected with 10,000 C. parvum oocysts, and 
the infection was tracked by fecal nanoluciferase activity. Infected mice (n = 3) and uninfected controls 
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(n = 3) were euthanized after 10 days, and the distal 1/3 of the small intestine was removed. The tissue 
was washed with 1× PBS until clear of fecal material and then cut longitudinally. 5 mm diameter gut 
punches were made and preserved in RNAlater solution (Thermo Fisher Scientific). RNA was extracted 
from tissue samples using the QIAGEN RNeasy MiniKit (QIAGEN) following homogenization with a 
bead beater and passage through a QIAshredder (QIAGEN). 5 µg of cDNA was reverse transcribed 
using the SuperScript First Strand Synthesis kit following the manufacturer’s instructions for use with 
OligoDT (Thermo Fisher Scientific). qPCR was performed using a Viia7 Real- time PCR System (Thermo 
Fisher Scientific), and relative gene expression was determined using the ΔΔCT method.

qPCR for MEDLE2 response genes in transfected cells 

5 µg plasmid (GFP- only, MEDLE2- GFP, GRA16- GFP) was introduced to HEK293T cells (RRID:CVCL_0063) 
by Lipofectamine transfection. Cells were grown for 24 hr and then the medium was removed and 
replaced with RLT lysis buffer from the QIAGEN RNeasy MiniKit (QIAGEN) and passaged through a 
QIAshredder (QIAGEN) to begin the RNA extraction protocol. Untransfected HEK293T served as 
negative control. 5 µg of cDNA was reverse transcribed using the SuperScript First Strand Synthesis 
kit, and qPCR was performed using the methods described above with primers specific for GAPDH 
(control), GFP, CHAC1, DDIT3, NUPR1, and TRIB3.

In vitro growth assay in the presence of UPR inhibitors
HCT- 8 cells (RRID:CVCL_2478) were grown to 80% confluency in 96- well plates. 2 hr prior to infection, 
the medium was removed from the plate and replaced with RPMI medium containing DMSO (vehicle), 
1 µM thapsigargin, 30 nM GSK2606414, or 500 nM KIRA6, all from MedChemExpress (Monmouth 
Junction, NJ). Nanoluciferase expressing C. parvum parasites were excysted, and 10,000 parasites 
were used to infect each well. After 24 hr, medium was removed from the wells and replaced with 
nanoluciferase lysis buffer and incubated for 5 min. The lysate was then mixed 1:1 with nanoluciferase 
substrate/nanoluciferase Assay Buffer (1:50) in a white- bottom plate and relative luminescence read 
using a Promega GloMax Plate Reader.

Infection of DDIT3 KO mice
6–9- week- old Ddit3-/- (stock no: 005530; RRID:IMSR_JAX:005530) and C57BL/6J (stock no: 000664; 
RRID:IMSR_JAX:000664) mice were purchased from Jackson Laboratory. Mice were treated with 100 
mg of InVivo Mab anti mouse- IFN gamma antibody Bio X Cell (Lebanon, NH; RRID:AB_1107694) 1 day 
prior to infection and again at day 2 of infection. Mice were infected with 10,000 MEDLE2- HA- tdNeon 
oocysts, and feces were collected every 2  days to measure fecal luminescence by nanoluciferase 
activity as described above.

Quantification and statistical methods
GraphPad Prism (RRID:SCR_002798) was used for all statistical analyses. When measuring the differ-
ence between two populations, a standard t- test was used. For datasets with three or more experi-
mental groups, a one- way ANOVA with Dunnett’s multiple comparison test was used. Simple linear 
regression was used to determine the goodness- of- fit curve for the number of MEDLE2- expressing 
cells and intracellular parasites. Quantification of imaging experiments was performed using ImageJ 
(RRID:SCR_003070) macros programmed to count both parasites and host cell nuclei in blinded 
images that were captured using a scanning function to avoid bias during acquisition.

Acknowledgements
This work was supported in part by funding from the National Institutes of Health through grants to 
BS (R01AI127798 and R01AI112427), and fellowships and career awards to JED (T32AI007532), AS 
(K99AI137442), and JAG (T32A1055400). We thank Andrea Stout, Jasmine Zhao (Cell and Develop-
mental Biology Microscopy Core), Gordon Ruthel (Penn Vet Imaging Core), Dan Beiting (Center for 
Host Microbial Interactions), and Patty Costello (Comparative Pathology Core) for help with micros-
copy, RNA sequencing, and histology, respectively, and Jacek Gaertig and Phillip Scott for sharing 
reagents.

https://doi.org/10.7554/eLife.70451
https://identifiers.org/RRID/RRID:CVCL_0063
https://identifiers.org/RRID/RRID:CVCL_2478
https://identifiers.org/RRID/RRID:IMSR_JAX:005530
https://identifiers.org/RRID/RRID:IMSR_JAX:000664
https://identifiers.org/RRID/RRID:AB_1107694
https://identifiers.org/RRID/RRID:SCR_002798
https://identifiers.org/RRID/RRID:SCR_003070


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  26 of 31

Additional information

Funding

Funder Grant reference number Author

National Institute of Allergy 
and Infectious Diseases

R01AI127798 Boris Striepen

National Institute of Allergy 
and Infectious Diseases

R01AI112427 Boris Striepen

National Institute of Allergy 
and Infectious Diseases

T32AI007532 Jennifer E Dumaine

National Institute of Allergy 
and Infectious Diseases

K99AI137442 Adam Sateriale

National Institute of Allergy 
and Infectious Diseases

T32A1055400 Jodi A Gullicksrud

The funders had no role in study design, data collection and interpretation, or the 
decision to submit the work for publication.

Author contributions
Jennifer E Dumaine, Conceptualization, Formal analysis, Funding acquisition, Investigation, Meth-
odology, Writing - original draft, Writing – review and editing; Adam Sateriale, Conceptualization, 
Funding acquisition, Methodology, Supervision, Writing – review and editing; Alexis R Gibson, Formal 
analysis, Investigation, Methodology, Writing – review and editing; Amita G Reddy, Emma N Hunter, 
Investigation, Writing – review and editing; Jodi A Gullicksrud, Joseph T Clark, Investigation, Meth-
odology, Writing – review and editing; Boris Striepen, Conceptualization, Funding acquisition, Project 
administration, Supervision, Writing - original draft, Writing – review and editing

Author ORCIDs
Jennifer E Dumaine    http:// orcid. org/ 0000- 0002- 5975- 4523
Alexis R Gibson    http:// orcid. org/ 0000- 0003- 1078- 4841
Boris Striepen    http:// orcid. org/ 0000- 0002- 7426- 432X

Ethics
All animals used in this study were handled and cared for in accordance with approved Institutional 
Animal Care and Use Committee protocols at the University of Georgia (protocol A2016 01- 028- Y1- A4) 
and the University of Pennsylvania (protocol #806292).

Decision letter and Author response
Decision letter https:// doi. org/ 10. 7554/ eLife. 70451. sa1
Author response https:// doi. org/ 10. 7554/ eLife. 70451. sa2

Additional files
Supplementary files
•  Transparent reporting form 

•  Supplementary file 1. Primer sequences used for this study.

•  Source code 1. Supplemental code detailing the R packages used for analysis of the MEDLE2 
transfection RNAsequencing dataset.

Data availability
The RNA sequencing dataset generated from the MEDLE2 transfection experiment has been depos-
ited in GEO under accession number GSE174117. Source code and data files for this dataset were 
provided. Furthermore, numerical source data used for imaging quantification experiments in Figures 
2 and 3 were provided.

https://doi.org/10.7554/eLife.70451
http://orcid.org/0000-0002-5975-4523
http://orcid.org/0000-0003-1078-4841
http://orcid.org/0000-0002-7426-432X
https://doi.org/10.7554/eLife.70451.sa1
https://doi.org/10.7554/eLife.70451.sa2


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  27 of 31

The following dataset was generated:

Author(s) Year Dataset title Dataset URL Database and Identifier

Dumaine JE, Sateriale 
A, Gibson AR, Reddy 
AG, Gullicksrud JA, 
Hunter EN, Clark JT, 
Striepen B

2021 The enteric pathogen 
Cryptosporidium parvum 
exports proteins into the 
cytoplasm of the infected 
host cell

https://www. ncbi. 
nlm. nih. gov/ geo/ 
query/ acc. cgi? acc= 
GSE174117

NCBI Gene Expression 
Omnibus, GSE174117

The following previously published datasets were used:

Author(s) Year Dataset title Dataset URL Database and Identifier

Nikolaev M, 
Mitrofanova O, 
Broguiere N, Geraldo 
S, Dutta D, Tabata Y, 
Elci B, Brandenberg 
N, Kolotuev I, 
Gjorevski N, Clevers 
H, Lutolf MP

2020 Homeostatic mini- intestines 
through scaffold- guided 
organoid morphogenesis

https://www. ncbi. 
nlm. nih. gov/ geo/ 
query/ acc. cgi? acc= 
GSE148366

NCBI Gene Expression 
Omnibus, GSE148366

Saxena K, Simon LM, 
Zeng XL, Blutt SE, 
Crawford SE, Sastri 
NP, Karandikar UC, 
Ajami NJ, Zachos 
NC, Kovbasnjuk O, 
Donowitz M, Conner 
ME, Shaw CA, Estes 
MK

2017 RNA- sequencing of human 
intestinal enteroids infected 
with or without human 
rotavirus (strain Ito)

https://www. ncbi. 
nlm. nih. gov/ geo/ 
query/ acc. cgi? acc= 
GSE90796

NCBI Gene Expression 
Omnibus, GSE90796

References
Abhishek K, Das S, Kumar A, Kumar A, Kumar V, Saini S, Mandal A, Verma S, Kumar M, Das P. 2018. Leishmania 

donovani induced Unfolded Protein Response delays host cell apoptosis in PERK dependent manner. PLOS 
Neglected Tropical Diseases 12:e0006646. DOI: https:// doi. org/ 10. 1371/ journal. pntd. 0006646, PMID: 
30036391

Abrahamsen MS, Templeton TJ, Enomoto S, Abrahante JE, Zhu G, Lancto CA, Deng M, Liu C, Widmer G, 
Tzipori S, Buck GA, Xu P, Bankier AT, Dear PH, Konfortov BA, Spriggs HF, Iyer L, Anantharaman V, Aravind L, 
Kapur V. 2004. Complete genome sequence of the apicomplexan, Cryptosporidium parvum. Science 304:441–
445. DOI: https:// doi. org/ 10. 1126/ science. 1094786, PMID: 15044751

Alshareef MH, Hartland EL, McCaffrey K. 2021. Effectors Targeting the Unfolded Protein Response during 
Intracellular Bacterial Infection. Microorganisms 9:705. DOI: https:// doi. org/ 10. 3390/ micr oorg anis ms90 40705, 
PMID: 33805575

Argenzio RA, Liacos JA, Levy ML, Meuten DJ, Lecce JG, Powell DW. 1990. Villous atrophy, crypt hyperplasia, 
cellular infiltration, and impaired glucose- Na absorption in enteric cryptosporidiosis of pigs. Gastroenterology 
98:1129–1140. DOI: https:// doi. org/ 10. 1016/ 0016- 5085( 90) 90325- u, PMID: 2323506

Baptista RP, Li Y, Sateriale A, Sanders MJ, Brooks KL, Tracey A, Ansell BRE, Jex AR, Cooper GW, Smith ED. 
2021. Long- Read Assembly and Comparative Evidence- Based Reanalysis of Cryptosporidium Genome 
Sequences Reveal New Biological Insights. bioRxiv. DOI: https:// doi. org/ 10. 1101/ 2021. 01. 29. 428682

Baumeister S, Winterberg M, Duranton C, Huber SM, Lang F, Kirk K, Lingelbach K. 2006. Evidence for the 
involvement of Plasmodium falciparum proteins in the formation of new permeability pathways in the 
erythrocyte membrane. Molecular Microbiology 60:493–504. DOI: https:// doi. org/ 10. 1111/ j. 1365- 2958. 2006. 
05112. x, PMID: 16573697

Beck JR, Muralidharan V, Oksman A, Goldberg DE. 2014. PTEX component HSP101 mediates export of diverse 
malaria effectors into host erythrocytes. Nature 511:592–595. DOI: https:// doi. org/ 10. 1038/ nature13574, 
PMID: 25043010

Beck JR, Ho CM. 2021. Transport mechanisms at the malaria parasite- host cell interface. PLOS Pathogens 
17:e1009394. DOI: https:// doi. org/ 10. 1371/ journal. ppat. 1009394, PMID: 33793667

Boddey JA, Hodder AN, Günther S, Gilson PR, Patsiouras H, Kapp EA, Pearce JA, de Koning- Ward TF, 
Simpson RJ, Crabb BS, Cowman AF. 2010. An aspartyl protease directs malaria effector proteins to the host 
cell. Nature 463:627–631. DOI: https:// doi. org/ 10. 1038/ nature08728, PMID: 20130643

Bonnin A, Lapillonne A, Petrella T, Lopez J, Chaponnier C, Gabbiani G, Robine S, Dubremetz JF. 1999. 
Immunodetection of the microvillous cytoskeleton molecules villin and ezrin in the parasitophorous vacuole 

https://doi.org/10.7554/eLife.70451
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE174117
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE174117
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE174117
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE174117
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE148366
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE148366
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE148366
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE148366
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE90796
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE90796
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE90796
https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE90796
https://doi.org/10.1371/journal.pntd.0006646
http://www.ncbi.nlm.nih.gov/pubmed/30036391
https://doi.org/10.1126/science.1094786
http://www.ncbi.nlm.nih.gov/pubmed/15044751
https://doi.org/10.3390/microorganisms9040705
http://www.ncbi.nlm.nih.gov/pubmed/33805575
https://doi.org/10.1016/0016-5085(90)90325-u
http://www.ncbi.nlm.nih.gov/pubmed/2323506
https://doi.org/10.1101/2021.01.29.428682
https://doi.org/10.1111/j.1365-2958.2006.05112.x
https://doi.org/10.1111/j.1365-2958.2006.05112.x
http://www.ncbi.nlm.nih.gov/pubmed/16573697
https://doi.org/10.1038/nature13574
http://www.ncbi.nlm.nih.gov/pubmed/25043010
https://doi.org/10.1371/journal.ppat.1009394
http://www.ncbi.nlm.nih.gov/pubmed/33793667
https://doi.org/10.1038/nature08728
http://www.ncbi.nlm.nih.gov/pubmed/20130643


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  28 of 31

wall of Cryptosporidium parvum (Protozoa: Apicomplexa). European Journal of Cell Biology 78:794–801. DOI: 
https:// doi. org/ 10. 1016/ S0171- 9335( 99) 80030- 2, PMID: 10604656

Bougdour A, Durandau E, Brenier- Pinchart M- P, Ortet P, Barakat M, Kieffer S, Curt- Varesano A, Curt- Bertini R- L, 
Bastien O, Coute Y, Pelloux H, Hakimi M- A. 2013. Host cell subversion by Toxoplasma GRA16, an exported 
dense granule protein that targets the host cell nucleus and alters gene expression. Cell Host & Microbe 
13:489–500. DOI: https:// doi. org/ 10. 1016/ j. chom. 2013. 03. 002, PMID: 23601110

Braun L, Brenier- Pinchart M- P, Yogavel M, Curt- Varesano A, Curt- Bertini R- L, Hussain T, Kieffer- Jaquinod S, 
Coute Y, Pelloux H, Tardieux I, Sharma A, Belrhali H, Bougdour A, Hakimi M- A. 2013. A Toxoplasma dense 
granule protein, GRA24, modulates the early immune response to infection by promoting a direct and 
sustained host p38 MAPK activation. The Journal of Experimental Medicine 210:2071–2086. DOI: https:// doi. 
org/ 10. 1084/ jem. 20130103, PMID: 24043761

Braun L, Brenier- Pinchart M- P, Hammoudi P- M, Cannella D, Kieffer- Jaquinod S, Vollaire J, Josserand V, 
Touquet B, Couté Y, Tardieux I, Bougdour A, Hakimi M- A. 2019. The Toxoplasma effector TEEGR promotes 
parasite persistence by modulating NF-κB signalling via EZH2. Nature Microbiology 4:1208–1220. DOI: https:// 
doi. org/ 10. 1038/ s41564- 019- 0431- 8, PMID: 31036909

Bray NL, Pimentel H, Melsted P, Pachter L. 2016. Near- optimal probabilistic RNA- seq quantification. Nature 
Biotechnology 34:525–527. DOI: https:// doi. org/ 10. 1038/ nbt. 3519, PMID: 27043002

Celli J, Tsolis RM. 2015. Bacteria, the endoplasmic reticulum and the unfolded protein response: friends or foes? 
Nature Reviews. Microbiology 13:71–82. DOI: https:// doi. org/ 10. 1038/ nrmicro3393, PMID: 25534809

Chappell CL, Okhuysen PC, Sterling CR, Wang C, Jakubowski W, Dupont HL. 1999. Infectivity of 
Cryptosporidium parvum in healthy adults with pre- existing anti- C. parvum serum immunoglobulin G. The 
American Journal of Tropical Medicine and Hygiene 60:157–164. DOI: https:// doi. org/ 10. 4269/ ajtmh. 1999. 60. 
157, PMID: 9988341

Charpentier X, Oswald E. 2004. Identification of the secretion and translocation domain of the enteropathogenic 
and enterohemorrhagic Escherichia coli effector Cif, using TEM- 1 beta- lactamase as a new fluorescence- based 
reporter. Journal of Bacteriology 186:5486–5495. DOI: https:// doi. org/ 10. 1128/ JB. 186. 16. 5486- 5495. 2004, 
PMID: 15292151

Checkley W, White AC Jr, Jaganath D, Arrowood MJ, Chalmers RM, Chen X- M, Fayer R, Griffiths JK, 
Guerrant RL, Hedstrom L, Huston CD, Kotloff KL, Kang G, Mead JR, Miller M, Petri WA Jr, Priest JW, Roos DS, 
Striepen B, Thompson RCA, et al. 2015. A review of the global burden, novel diagnostics, therapeutics, and 
vaccine targets for cryptosporidium. The Lancet. Infectious Diseases 15:85–94. DOI: https:// doi. org/ 10. 1016/ 
S1473- 3099( 14) 70772- 8, PMID: 25278220

Choy RKM, Huston CD. 2020. Cryptosporidiosis should be designated as a tropical disease by the US Food and 
Drug Administration. PLOS Neglected Tropical Diseases 14:e0008252. DOI: https:// doi. org/ 10. 1371/ journal. 
pntd. 0008252, PMID: 32614819

Coffey MJ, Sleebs BE, Uboldi AD, Garnham A, Franco M, Marino ND, Panas MW, Ferguson DJ, Enciso M, 
O’Neill MT, Lopaticki S, Stewart RJ, Dewson G, Smyth GK, Smith BJ, Masters SL, Boothroyd JC, Boddey JA, 
Tonkin CJ. 2015. An aspartyl protease defines a novel pathway for export of Toxoplasma proteins into the host 
cell. eLife 4:e10809. DOI: https:// doi. org/ 10. 7554/ eLife. 10809, PMID: 26576949

Coppens I. 2013. Targeting lipid biosynthesis and salvage in apicomplexan parasites for improved 
chemotherapies. Nature Reviews. Microbiology 11:823–835. DOI: https:// doi. org/ 10. 1038/ nrmicro3139, PMID: 
24162026

Costa LB, JohnBull EA, Reeves JT, Sevilleja JE, Freire RS, Hoffman PS, Lima AAM, Oriá RB, Roche JK, 
Guerrant RL, Warren CA. 2011. Cryptosporidium- malnutrition interactions: mucosal disruption, cytokines, and 
TLR signaling in a weaned murine model. The Journal of Parasitology 97:1113–1120. DOI: https:// doi. org/ 10. 
1645/ GE- 2848. 1, PMID: 21711105

Crabb BS, Cooke BM, Reeder JC, Waller RF, Caruana SR, Davern KM, Wickham ME, Brown GV, Coppel RL, 
Cowman AF. 1997. Targeted gene disruption shows that knobs enable malaria- infected red cells to cytoadhere 
under physiological shear stress. Cell 89:287–296. DOI: https:// doi. org/ 10. 1016/ s0092- 8674( 00) 80207- x, PMID: 
9108483

de Koning- Ward TF, Gilson PR, Boddey JA, Rug M, Smith BJ, Papenfuss AT, Sanders PR, Lundie RJ, Maier AG, 
Cowman AF, Crabb BS. 2009. A newly discovered protein export machine in malaria parasites. Nature 
459:945–949. DOI: https:// doi. org/ 10. 1038/ nature08104, PMID: 19536257

Dreesen O, Li BB, Cross GAM. 2007. Telomere structure and function in trypanosomes: a proposal. Nature 
Reviews. Microbiology 5:70–75. DOI: https:// doi. org/ 10. 1038/ nrmicro1577, PMID: 17160000

Elliott DA, Clark DP. 2000. Cryptosporidium parvum induces host cell actin accumulation at the host- parasite 
interface. Infection and Immunity 68:2315–2322. DOI: https:// doi. org/ 10. 1128/ IAI. 68. 4. 2315- 2322. 2000, PMID: 
10722635

Elsworth B, Matthews K, Nie CQ, Kalanon M, Charnaud SC, Sanders PR, Chisholm SA, Counihan NA, Shaw PJ, 
Pino P, Chan J- A, Azevedo MF, Rogerson SJ, Beeson JG, Crabb BS, Gilson PR, de Koning- Ward TF. 2014. PTEX 
is an essential nexus for protein export in malaria parasites. Nature 511:587–591. DOI: https:// doi. org/ 10. 1038/ 
nature13555, PMID: 25043043

Fei J, Wu H, Su J, Jin C, Li N, Guo Y, Feng Y, Xiao L. 2018. Characterization of MEDLE- 1, a protein in early 
development of Cryptosporidium parvum. Parasites & Vectors 11:312. DOI: https:// doi. org/ 10. 1186/ s13071- 
018- 2889- 2, PMID: 29792229

https://doi.org/10.7554/eLife.70451
https://doi.org/10.1016/S0171-9335(99)80030-2
http://www.ncbi.nlm.nih.gov/pubmed/10604656
https://doi.org/10.1016/j.chom.2013.03.002
http://www.ncbi.nlm.nih.gov/pubmed/23601110
https://doi.org/10.1084/jem.20130103
https://doi.org/10.1084/jem.20130103
http://www.ncbi.nlm.nih.gov/pubmed/24043761
https://doi.org/10.1038/s41564-019-0431-8
https://doi.org/10.1038/s41564-019-0431-8
http://www.ncbi.nlm.nih.gov/pubmed/31036909
https://doi.org/10.1038/nbt.3519
http://www.ncbi.nlm.nih.gov/pubmed/27043002
https://doi.org/10.1038/nrmicro3393
http://www.ncbi.nlm.nih.gov/pubmed/25534809
https://doi.org/10.4269/ajtmh.1999.60.157
https://doi.org/10.4269/ajtmh.1999.60.157
http://www.ncbi.nlm.nih.gov/pubmed/9988341
https://doi.org/10.1128/JB.186.16.5486-5495.2004
http://www.ncbi.nlm.nih.gov/pubmed/15292151
https://doi.org/10.1016/S1473-3099(14)70772-8
https://doi.org/10.1016/S1473-3099(14)70772-8
http://www.ncbi.nlm.nih.gov/pubmed/25278220
https://doi.org/10.1371/journal.pntd.0008252
https://doi.org/10.1371/journal.pntd.0008252
http://www.ncbi.nlm.nih.gov/pubmed/32614819
https://doi.org/10.7554/eLife.10809
http://www.ncbi.nlm.nih.gov/pubmed/26576949
https://doi.org/10.1038/nrmicro3139
http://www.ncbi.nlm.nih.gov/pubmed/24162026
https://doi.org/10.1645/GE-2848.1
https://doi.org/10.1645/GE-2848.1
http://www.ncbi.nlm.nih.gov/pubmed/21711105
https://doi.org/10.1016/s0092-8674(00)80207-x
http://www.ncbi.nlm.nih.gov/pubmed/9108483
https://doi.org/10.1038/nature08104
http://www.ncbi.nlm.nih.gov/pubmed/19536257
https://doi.org/10.1038/nrmicro1577
http://www.ncbi.nlm.nih.gov/pubmed/17160000
https://doi.org/10.1128/IAI.68.4.2315-2322.2000
http://www.ncbi.nlm.nih.gov/pubmed/10722635
https://doi.org/10.1038/nature13555
https://doi.org/10.1038/nature13555
http://www.ncbi.nlm.nih.gov/pubmed/25043043
https://doi.org/10.1186/s13071-018-2889-2
https://doi.org/10.1186/s13071-018-2889-2
http://www.ncbi.nlm.nih.gov/pubmed/29792229


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  29 of 31

Feng Y, Li N, Roellig DM, Kelley A, Liu G, Amer S, Tang K, Zhang L, Xiao L. 2017. Comparative genomic analysis 
of the IId subtype family of Cryptosporidium parvum. International Journal for Parasitology 47:281–290. DOI: 
https:// doi. org/ 10. 1016/ j. ijpara. 2016. 12. 002, PMID: 28192123

Feng Y, Ryan UM, Xiao L. 2018. Genetic Diversity and Population Structure of Cryptosporidium. Trends in 
Parasitology 34:997–1011. DOI: https:// doi. org/ 10. 1016/ j. pt. 2018. 07. 009, PMID: 30108020

Ferguson SH, Foster DM, Sherry B, Magness ST, Nielsen DM, Gookin JL. 2019. Interferon-λ3 Promotes 
Epithelial Defense and Barrier Function Against Cryptosporidium parvum Infection. Cellular and Molecular 
Gastroenterology and Hepatology 8:1–20. DOI: https:// doi. org/ 10. 1016/ j. jcmgh. 2019. 02. 007, PMID: 30849550

Franco M, Panas MW, Marino ND, Lee MCW, Buchholz KR, Kelly FD, Bednarski JJ, Sleckman BP, Pourmand N, 
Boothroyd JC. 2016. A Novel Secreted Protein, MYR1, Is Central to Toxoplasma’s Manipulation of Host Cells 
mBio 7:e02231- 15. DOI: https:// doi. org/ 10. 1128/ mBio. 02231- 15, PMID: 26838724

Gay G, Braun L, Brenier- Pinchart M- P, Vollaire J, Josserand V, Bertini R- L, Varesano A, Touquet B, De Bock P- J, 
Coute Y, Tardieux I, Bougdour A, Hakimi M- A. 2016. Toxoplasma gondii TgIST co- opts host chromatin 
repressors dampening STAT1- dependent gene regulation and IFN-γ-mediated host defenses. The Journal of 
Experimental Medicine 213:1779–1798. DOI: https:// doi. org/ 10. 1084/ jem. 20160340, PMID: 27503074

Gehde N, Hinrichs C, Montilla I, Charpian S, Lingelbach K, Przyborski JM. 2009. Protein unfolding is an essential 
requirement for transport across the parasitophorous vacuolar membrane of Plasmodium falciparum. Molecular 
Microbiology 71:613–628. DOI: https:// doi. org/ 10. 1111/ j. 1365- 2958. 2008. 06552. x, PMID: 19040635

Gold DA, Kaplan AD, Lis A, Bett GCL, Rosowski EE, Cirelli KM, Bougdour A, Sidik SM, Beck JR, Lourido S, 
Egea PF, Bradley PJ, Hakimi M- A, Rasmusson RL, Saeij JPJ. 2015. The Toxoplasma Dense Granule Proteins 
GRA17 and GRA23 Mediate the Movement of Small Molecules between the Host and the Parasitophorous 
Vacuole. Cell Host & Microbe 17:642–652. DOI: https:// doi. org/ 10. 1016/ j. chom. 2015. 04. 003, PMID: 25974303

Guérin A, Striepen B. 2020. The Biology of the Intestinal Intracellular Parasite Cryptosporidium. Cell Host & 
Microbe 28:509–515. DOI: https:// doi. org/ 10. 1016/ j. chom. 2020. 09. 007, PMID: 33031769

Guérin A, Roy NH, Kugler EM, Berry L, Burkhardt JK, Shin JB, Striepen B. 2021. Cryptosporidium rhoptry 
effector protein ROP1 injected during invasion targets the host cytoskeletal modulator LMO7. Cell Host & 
Microbe 29:1407-1420.. DOI: https:// doi. org/ 10. 1016/ j. chom. 2021. 07. 002, PMID: 34348092

Guo Y, Tang K, Rowe LA, Li N, Roellig DM, Knipe K, Frace M, Yang C, Feng Y, Xiao L. 2015. Comparative 
genomic analysis reveals occurrence of genetic recombination in virulent Cryptosporidium hominis subtypes 
and telomeric gene duplications in Cryptosporidium parvum. BMC Genomics 16:320. DOI: https:// doi. org/ 10. 
1186/ s12864- 015- 1517- 1, PMID: 25903370

Gut J, Nelson RG. 1999. Cryptosporidium parvum: synchronized excystation in vitro and evaluation of sporozoite 
infectivity with a new lectin- based assay. The Journal of Eukaryotic Microbiology 46:56S-57S PMID: 10519247., 

Hakimi MA, Olias P, Sibley LD. 2017. Toxoplasma Effectors Targeting Host Signaling and Transcription. Clinical 
Microbiology Reviews 30:615–645. DOI: https:// doi. org/ 10. 1128/ CMR. 00005- 17, PMID: 28404792

Hammoudi P- M, Jacot D, Mueller C, Di Cristina M, Dogga SK, Marq J- B, Romano J, Tosetti N, Dubrot J, Emre Y, 
Lunghi M, Coppens I, Yamamoto M, Sojka D, Pino P, Soldati- Favre D. 2015. Fundamental Roles of the Golgi- 
Associated Toxoplasma Aspartyl Protease, ASP5, at the Host- Parasite Interface. PLOS Pathogens 11:e1005211. 
DOI: https:// doi. org/ 10. 1371/ journal. ppat. 1005211, PMID: 26473595

Hiller NL, Bhattacharjee S, van Ooij C, Liolios K, Harrison T, Lopez- Estraño C, Haldar K. 2004. A host- targeting 
signal in virulence proteins reveals a secretome in malarial infection. Science 306:1934–1937. DOI: https:// doi. 
org/ 10. 1126/ science. 1102737, PMID: 15591203

Ho CM, Beck JR, Lai M, Cui Y, Goldberg DE, Egea PF, Zhou ZH. 2018. Malaria parasite translocon structure and 
mechanism of effector export. Nature 561:70–75. DOI: https:// doi. org/ 10. 1038/ s41586- 018- 0469- 4, PMID: 
30150771

Khalil IA, Troeger C, Rao PC, Blacker BF, Brown A, Brewer TG, Colombara DV, De Hostos EL, Engmann C, 
Guerrant RL, Haque R, Houpt ER, Kang G, Korpe PS, Kotloff KL, Lima AAM, Petri WA Jr, Platts- Mills JA, 
Shoultz DA, Forouzanfar MH, et al. 2018. Morbidity, mortality, and long- term consequences associated with 
diarrhoea from Cryptosporidium infection in children younger than 5 years: a meta- analyses study. The 
Lancet. Global Health 6:e758–e768. DOI: https:// doi. org/ 10. 1016/ S2214- 109X( 18) 30283- 3, PMID: 
29903377

Kotloff KL, Nataro JP, Blackwelder WC, Nasrin D, Farag TH, Panchalingam S, Wu Y, Sow SO, Sur D, Breiman RF, 
Faruque AS, Zaidi AK, Saha D, Alonso PL, Tamboura B, Sanogo D, Onwuchekwa U, Manna B, Ramamurthy T, 
Kanungo S, et al. 2013. Burden and aetiology of diarrhoeal disease in infants and young children in developing 
countries (the Global Enteric Multicenter Study, GEMS): a prospective, case- control study. Lancet 382:209–222. 
DOI: https:// doi. org/ 10. 1016/ S0140- 6736( 13) 60844- 2, PMID: 23680352

Kumar A, Chatterjee I, Anbazhagan AN, Jayawardena D, Priyamvada S, Alrefai WA, Sun J, Borthakur A, 
Dudeja PK. 2018. Cryptosporidium parvum disrupts intestinal epithelial barrier function via altering expression 
of key tight junction and adherens junction proteins. Cellular Microbiology 20:e12830. DOI: https:// doi. org/ 10. 
1111/ cmi. 12830, PMID: 29444370

Laurent F, Lacroix- Lamandé S. 2017. Innate immune responses play a key role in controlling infection of the 
intestinal epithelium by Cryptosporidium. International Journal for Parasitology 47:711–721. DOI: https:// doi. 
org/ 10. 1016/ j. ijpara. 2017. 08. 001, PMID: 28893638

Law CW, Chen Y, Shi W, Smyth GK. 2014. voom: Precision weights unlock linear model analysis tools for 
RNA- seq read counts. Genome Biology 15:R29. DOI: https:// doi. org/ 10. 1186/ gb- 2014- 15- 2- r29, PMID: 
24485249

https://doi.org/10.7554/eLife.70451
https://doi.org/10.1016/j.ijpara.2016.12.002
http://www.ncbi.nlm.nih.gov/pubmed/28192123
https://doi.org/10.1016/j.pt.2018.07.009
http://www.ncbi.nlm.nih.gov/pubmed/30108020
https://doi.org/10.1016/j.jcmgh.2019.02.007
http://www.ncbi.nlm.nih.gov/pubmed/30849550
https://doi.org/10.1128/mBio.02231-15
http://www.ncbi.nlm.nih.gov/pubmed/26838724
https://doi.org/10.1084/jem.20160340
http://www.ncbi.nlm.nih.gov/pubmed/27503074
https://doi.org/10.1111/j.1365-2958.2008.06552.x
http://www.ncbi.nlm.nih.gov/pubmed/19040635
https://doi.org/10.1016/j.chom.2015.04.003
http://www.ncbi.nlm.nih.gov/pubmed/25974303
https://doi.org/10.1016/j.chom.2020.09.007
http://www.ncbi.nlm.nih.gov/pubmed/33031769
https://doi.org/10.1016/j.chom.2021.07.002
http://www.ncbi.nlm.nih.gov/pubmed/34348092
https://doi.org/10.1186/s12864-015-1517-1
https://doi.org/10.1186/s12864-015-1517-1
http://www.ncbi.nlm.nih.gov/pubmed/25903370
http://www.ncbi.nlm.nih.gov/pubmed/10519247
https://doi.org/10.1128/CMR.00005-17
http://www.ncbi.nlm.nih.gov/pubmed/28404792
https://doi.org/10.1371/journal.ppat.1005211
http://www.ncbi.nlm.nih.gov/pubmed/26473595
https://doi.org/10.1126/science.1102737
https://doi.org/10.1126/science.1102737
http://www.ncbi.nlm.nih.gov/pubmed/15591203
https://doi.org/10.1038/s41586-018-0469-4
http://www.ncbi.nlm.nih.gov/pubmed/30150771
https://doi.org/10.1016/S2214-109X(18)30283-3
http://www.ncbi.nlm.nih.gov/pubmed/29903377
https://doi.org/10.1016/S0140-6736(13)60844-2
http://www.ncbi.nlm.nih.gov/pubmed/23680352
https://doi.org/10.1111/cmi.12830
https://doi.org/10.1111/cmi.12830
http://www.ncbi.nlm.nih.gov/pubmed/29444370
https://doi.org/10.1016/j.ijpara.2017.08.001
https://doi.org/10.1016/j.ijpara.2017.08.001
http://www.ncbi.nlm.nih.gov/pubmed/28893638
https://doi.org/10.1186/gb-2014-15-2-r29
http://www.ncbi.nlm.nih.gov/pubmed/24485249


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  30 of 31

Leech JH, Barnwell JW, Miller LH, Howard RJ. 1984. Identification of a strain- specific malarial antigen exposed 
on the surface of Plasmodium falciparum- infected erythrocytes. The Journal of Experimental Medicine 
159:1567–1575. DOI: https:// doi. org/ 10. 1084/ jem. 159. 6. 1567, PMID: 6374009

Li B, Wu H, Li N, Su J, Jia R, Jiang J, Feng Y, Xiao L. 2017. Preliminary Characterization of MEDLE- 2, a Protein 
Potentially Involved in the Invasion of Cryptosporidium parvum. Frontiers in Microbiology 8:1647. DOI: https:// 
doi. org/ 10. 3389/ fmicb. 2017. 01647, PMID: 28912761

Lodoen MB, Gerke C, Boothroyd JC. 2010. A highly sensitive FRET- based approach reveals secretion of the 
actin- binding protein toxofilin during Toxoplasma gondii infection. Cellular Microbiology 12:55–66. DOI: 
https:// doi. org/ 10. 1111/ j. 1462- 5822. 2009. 01378. x, PMID: 19732057

Long JS, Mistry B, Haslam SM, Barclay WS. 2019. Host and viral determinants of influenza A virus species 
specificity. Nature Reviews. Microbiology 17:67–81. DOI: https:// doi. org/ 10. 1038/ s41579- 018- 0115- z, PMID: 
30487536

Marapana DS, Dagley LF, Sandow JJ, Nebl T, Triglia T, Pasternak M, Dickerman BK, Crabb BS, Gilson PR, 
Webb AI, Boddey JA, Cowman AF. 2018. Plasmepsin V cleaves malaria effector proteins in a distinct 
endoplasmic reticulum translocation interactome for export to the erythrocyte. Nature Microbiology 3:1010–
1022. DOI: https:// doi. org/ 10. 1038/ s41564- 018- 0219- 2, PMID: 30127496

Marino ND, Panas MW, Franco M, Theisen TC, Naor A, Rastogi S, Buchholz KR, Lorenzi HA, Boothroyd JC. 2018. 
Identification of a novel protein complex essential for effector translocation across the parasitophorous vacuole 
membrane of Toxoplasma gondii. PLOS Pathogens 14:e1006828. DOI: https:// doi. org/ 10. 1371/ journal. ppat. 
1006828, PMID: 29357375

Marti M, Good RT, Rug M, Knuepfer E, Cowman AF. 2004. Targeting malaria virulence and remodeling proteins 
to the host erythrocyte. Science 306:1930–1933. DOI: https:// doi. org/ 10. 1126/ science. 1102452, PMID: 
15591202

Matthews KM, Kalanon M, de Koning- Ward TF. 2019. Uncoupling the Threading and Unfoldase Actions of 
Plasmodium HSP101 Reveals Differences in Export between Soluble and Insoluble Proteins. mBio 
10:e01106- 19. DOI: https:// doi. org/ 10. 1128/ mBio. 01106- 19, PMID: 31164473

McNair NN, Bedi C, Shayakhmetov DM, Arrowood MJ, Mead JR. 2018. Inflammasome components caspase- 1 
and adaptor protein apoptosis- associated speck- like proteins are important in resistance to Cryptosporidium 
parvum. Microbes and Infection 20:369–375. DOI: https:// doi. org/ 10. 1016/ j. micinf. 2018. 04. 006, PMID: 
29842985

Moncan M, Mnich K, Blomme A, Almanza A, Samali A, Gorman AM. 2021. Regulation of lipid metabolism by the 
unfolded protein response. Journal of Cellular and Molecular Medicine 25:1359–1370. DOI: https:// doi. org/ 10. 
1111/ jcmm. 16255, PMID: 33398919

Mondal D, Haque R, Sack RB, Kirkpatrick BD, Petri WA. 2009. Attribution of malnutrition to cause- specific 
diarrheal illness: evidence from a prospective study of preschool children in Mirpur, Dhaka, Bangladesh. The 
American Journal of Tropical Medicine and Hygiene 80:824–826. DOI: https:// doi. org/ 10. 4269/ ajtmh. 2009. 80. 
824, PMID: 19407131

Mootha VK, Lindgren CM, Eriksson K- F, Subramanian A, Sihag S, Lehar J, Puigserver P, Carlsson E, 
Ridderstråle M, Laurila E, Houstis N, Daly MJ, Patterson N, Mesirov JP, Golub TR, Tamayo P, Spiegelman B, 
Lander ES, Hirschhorn JN, Altshuler D, et al. 2003. PGC- 1alpha- responsive genes involved in oxidative 
phosphorylation are coordinately downregulated in human diabetes. Nature Genetics 34:267–273. DOI: 
https:// doi. org/ 10. 1038/ ng1180, PMID: 12808457

Morada M, Pendyala L, Wu G, Merali S, Yarlett N. 2013. Cryptosporidium parvum induces an endoplasmic stress 
response in the intestinal adenocarcinoma HCT- 8 cell line. The Journal of Biological Chemistry 288:30356–
30364. DOI: https:// doi. org/ 10. 1074/ jbc. M113. 459735, PMID: 23986438

Nader JL, Mathers TC, Ward BJ, Pachebat JA, Swain MT, Robinson G, Chalmers RM, Hunter PR, 
van Oosterhout C, Tyler KM. 2019. Evolutionary genomics of anthroponosis in Cryptosporidium. Nature 
Microbiology 4:826–836. DOI: https:// doi. org/ 10. 1038/ s41564- 019- 0377- x, PMID: 30833731

Nikolaev M, Mitrofanova O, Broguiere N, Geraldo S, Dutta D, Tabata Y, Elci B, Brandenberg N, Kolotuev I, 
Gjorevski N, Clevers H, Lutolf MP. 2020. Homeostatic mini- intestines through scaffold- guided organoid 
morphogenesis. Nature 585:574–578. DOI: https:// doi. org/ 10. 1038/ s41586- 020- 2724- 8, PMID: 32939089

Okhuysen PC, Chappell CL, Sterling CR, Jakubowski W, DuPont HL. 1998. Susceptibility and serologic response 
of healthy adults to reinfection with Cryptosporidium parvum. Infection and Immunity 66:441–443. DOI: 
https:// doi. org/ 10. 1128/ IAI. 66. 2. 441- 443. 1998, PMID: 9453592

Olias P, Etheridge RD, Zhang Y, Holtzman MJ, Sibley LD. 2016. Toxoplasma Effector Recruits the Mi- 2/NuRD 
Complex to Repress STAT1 Transcription and Block IFN-γ-Dependent Gene Expression. Cell Host & Microbe 
20:72–82. DOI: https:// doi. org/ 10. 1016/ j. chom. 2016. 06. 006, PMID: 27414498

Pawlowic MC, Vinayak S, Sateriale A, Brooks CF, Striepen B. 2017. Generating and Maintaining Transgenic 
Cryptosporidium parvum Parasites. Current Protocols in Microbiology 46:20B. DOI: https:// doi. org/ 10. 1002/ 
cpmc. 33, PMID: 28800157

Pellé KG, Jiang RHY, Mantel P- Y, Xiao Y- P, Hjelmqvist D, Gallego- Lopez GM, O T Lau A, Kang B- H, Allred DR, 
Marti M. 2015. Shared elements of host- targeting pathways among apicomplexan parasites of differing 
lifestyles. Cellular Microbiology 17:1618–1639. DOI: https:// doi. org/ 10. 1111/ cmi. 12460, PMID: 25996544

Perera N, Miller JL, Zitzmann N. 2017. The role of the unfolded protein response in dengue virus pathogenesis. 
Cellular Microbiology 19:12734. DOI: https:// doi. org/ 10. 1111/ cmi. 12734, PMID: 28207988

https://doi.org/10.7554/eLife.70451
https://doi.org/10.1084/jem.159.6.1567
http://www.ncbi.nlm.nih.gov/pubmed/6374009
https://doi.org/10.3389/fmicb.2017.01647
https://doi.org/10.3389/fmicb.2017.01647
http://www.ncbi.nlm.nih.gov/pubmed/28912761
https://doi.org/10.1111/j.1462-5822.2009.01378.x
http://www.ncbi.nlm.nih.gov/pubmed/19732057
https://doi.org/10.1038/s41579-018-0115-z
http://www.ncbi.nlm.nih.gov/pubmed/30487536
https://doi.org/10.1038/s41564-018-0219-2
http://www.ncbi.nlm.nih.gov/pubmed/30127496
https://doi.org/10.1371/journal.ppat.1006828
https://doi.org/10.1371/journal.ppat.1006828
http://www.ncbi.nlm.nih.gov/pubmed/29357375
https://doi.org/10.1126/science.1102452
http://www.ncbi.nlm.nih.gov/pubmed/15591202
https://doi.org/10.1128/mBio.01106-19
http://www.ncbi.nlm.nih.gov/pubmed/31164473
https://doi.org/10.1016/j.micinf.2018.04.006
http://www.ncbi.nlm.nih.gov/pubmed/29842985
https://doi.org/10.1111/jcmm.16255
https://doi.org/10.1111/jcmm.16255
http://www.ncbi.nlm.nih.gov/pubmed/33398919
https://doi.org/10.4269/ajtmh.2009.80.824
https://doi.org/10.4269/ajtmh.2009.80.824
http://www.ncbi.nlm.nih.gov/pubmed/19407131
https://doi.org/10.1038/ng1180
http://www.ncbi.nlm.nih.gov/pubmed/12808457
https://doi.org/10.1074/jbc.M113.459735
http://www.ncbi.nlm.nih.gov/pubmed/23986438
https://doi.org/10.1038/s41564-019-0377-x
http://www.ncbi.nlm.nih.gov/pubmed/30833731
https://doi.org/10.1038/s41586-020-2724-8
http://www.ncbi.nlm.nih.gov/pubmed/32939089
https://doi.org/10.1128/IAI.66.2.441-443.1998
http://www.ncbi.nlm.nih.gov/pubmed/9453592
https://doi.org/10.1016/j.chom.2016.06.006
http://www.ncbi.nlm.nih.gov/pubmed/27414498
https://doi.org/10.1002/cpmc.33
https://doi.org/10.1002/cpmc.33
http://www.ncbi.nlm.nih.gov/pubmed/28800157
https://doi.org/10.1111/cmi.12460
http://www.ncbi.nlm.nih.gov/pubmed/25996544
https://doi.org/10.1111/cmi.12734
http://www.ncbi.nlm.nih.gov/pubmed/28207988


 Research article      Microbiology and Infectious Disease

Dumaine et al. eLife 2021;10:e70451. DOI: https:// doi. org/ 10. 7554/ eLife. 70451  31 of 31

Rastogi S, Cygan AM, Boothroyd JC. 2019. Translocation of effector proteins into host cells by Toxoplasma 
gondii. Current Opinion in Microbiology 52:130–138. DOI: https:// doi. org/ 10. 1016/ j. mib. 2019. 07. 002, PMID: 
31446366

Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, Smyth GK. 2015. limma powers differential expression 
analyses for RNA- sequencing and microarray studies. Nucleic Acids Research 43:e47. DOI: https:// doi. org/ 10. 
1093/ nar/ gkv007, PMID: 25605792

Robinson MD, McCarthy DJ, Smyth GK. 2010. edgeR: a Bioconductor package for differential expression 
analysis of digital gene expression data. Bioinformatics 26:139–140. DOI: https:// doi. org/ 10. 1093/ 
bioinformatics/ btp616, PMID: 19910308

Russo I, Babbitt S, Muralidharan V, Butler T, Oksman A, Goldberg DE. 2010. Plasmepsin V licenses Plasmodium 
proteins for export into the host erythrocyte. Nature 463:632–636. DOI: https:// doi. org/ 10. 1038/ nature08726, 
PMID: 20130644

Sateriale A, Pawlowic M, Vinayak S, Brooks C, Striepen B. 2020. Genetic Manipulation of Cryptosporidium 
parvum with CRISPR/Cas9. Methods in Molecular Biology 2052:219–228. DOI: https:// doi. org/ 10. 1007/ 978- 1- 
4939- 9748- 0_ 13, PMID: 31452165

Saxena K, Simon LM, Zeng XL, Blutt SE, Crawford SE, Sastri NP, Karandikar UC, Ajami NJ, Zachos NC, 
Kovbasnjuk O, Donowitz M, Conner ME, Shaw CA, Estes MK. 2017. A paradox of transcriptional and functional 
innate interferon responses of human intestinal enteroids to enteric virus infection. PNAS 114:E570–E579. DOI: 
https:// doi. org/ 10. 1073/ pnas. 1615422114, PMID: 28069942

Su J, Jin C, Wu H, Fei J, Li N, Guo Y, Feng Y, Xiao L. 2019. Differential Expression of Three Cryptosporidium 
Species- Specific MEDLE Proteins. Frontiers in Microbiology 10:1177. DOI: https:// doi. org/ 10. 3389/ fmicb. 2019. 
01177, PMID: 31191495

Subramanian A, Tamayo P, Mootha VK, Mukherjee S, Ebert BL, Gillette MA, Paulovich A, Pomeroy SL, Golub TR, 
Lander ES, Mesirov JP. 2005. Gene set enrichment analysis: a knowledge- based approach for interpreting 
genome- wide expression profiles. PNAS 102:15545–15550. DOI: https:// doi. org/ 10. 1073/ pnas. 0506580102, 
PMID: 16199517

Tandel J, English ED, Sateriale A, Gullicksrud JA, Beiting DP, Sullivan MC, Pinkston B, Striepen B. 2019. Life cycle 
progression and sexual development of the apicomplexan parasite Cryptosporidium parvum. Nature 
Microbiology 4:2226–2236. DOI: https:// doi. org/ 10. 1038/ s41564- 019- 0539- x, PMID: 31477896

van der Does HC, Rep M. 2007. Virulence genes and the evolution of host specificity in plant- pathogenic fungi. 
Molecular Plant- Microbe Interactions 20:1175–1182. DOI: https:// doi. org/ 10. 1094/ MPMI- 20- 10- 1175, PMID: 
17918619

Vinayak S, Pawlowic MC, Sateriale A, Brooks CF, Studstill CJ, Bar- Peled Y, Cipriano MJ, Striepen B. 2015. 
Genetic modification of the diarrhoeal pathogen Cryptosporidium parvum. Nature 523:477–480. DOI: https:// 
doi. org/ 10. 1038/ nature14651, PMID: 26176919

Xiao L, Escalante L, Yang C, Sulaiman I, Escalante AA, Montali RJ, Fayer R, Lal AA. 1999. Phylogenetic analysis of 
Cryptosporidium parasites based on the small- subunit rRNA gene locus. Applied and Environmental 
Microbiology 65:1578–1583. DOI: https:// doi. org/ 10. 1128/ AEM. 65. 4. 1578- 1583. 1999, PMID: 10103253

Xu P, Widmer G, Wang Y, Ozaki LS, Alves JM, Serrano MG, Puiu D, Manque P, Akiyoshi D, Mackey AJ, 
Pearson WR, Dear PH, Bankier AT, Peterson DL, Abrahamsen MS, Kapur V, Tzipori S, Buck GA. 2004. The 
genome of Cryptosporidium hominis. Nature 431:1107–1112. DOI: https:// doi. org/ 10. 1038/ nature02977, 
PMID: 15510150

Xu Z, Guo Y, Roellig DM, Feng Y, Xiao L. 2019. Comparative analysis reveals conservation in genome 
organization among intestinal Cryptosporidium species and sequence divergence in potential secreted 
pathogenesis determinants among major human- infecting species. BMC Genomics 20:406. DOI: https:// doi. 
org/ 10. 1186/ s12864- 019- 5788- 9, PMID: 31117941

Zhang X, Alexander N, Leonardi I, Mason C, Kirkman LA, Deitsch KW. 2019. Rapid antigen diversification 
through mitotic recombination in the human malaria parasite Plasmodium falciparum. PLOS Biology 
17:e3000271. DOI: https:// doi. org/ 10. 1371/ journal. pbio. 3000271, PMID: 31083650

https://doi.org/10.7554/eLife.70451
https://doi.org/10.1016/j.mib.2019.07.002
http://www.ncbi.nlm.nih.gov/pubmed/31446366
https://doi.org/10.1093/nar/gkv007
https://doi.org/10.1093/nar/gkv007
http://www.ncbi.nlm.nih.gov/pubmed/25605792
https://doi.org/10.1093/bioinformatics/btp616
https://doi.org/10.1093/bioinformatics/btp616
http://www.ncbi.nlm.nih.gov/pubmed/19910308
https://doi.org/10.1038/nature08726
http://www.ncbi.nlm.nih.gov/pubmed/20130644
https://doi.org/10.1007/978-1-4939-9748-0_13
https://doi.org/10.1007/978-1-4939-9748-0_13
http://www.ncbi.nlm.nih.gov/pubmed/31452165
https://doi.org/10.1073/pnas.1615422114
http://www.ncbi.nlm.nih.gov/pubmed/28069942
https://doi.org/10.3389/fmicb.2019.01177
https://doi.org/10.3389/fmicb.2019.01177
http://www.ncbi.nlm.nih.gov/pubmed/31191495
https://doi.org/10.1073/pnas.0506580102
http://www.ncbi.nlm.nih.gov/pubmed/16199517
https://doi.org/10.1038/s41564-019-0539-x
http://www.ncbi.nlm.nih.gov/pubmed/31477896
https://doi.org/10.1094/MPMI-20-10-1175
http://www.ncbi.nlm.nih.gov/pubmed/17918619
https://doi.org/10.1038/nature14651
https://doi.org/10.1038/nature14651
http://www.ncbi.nlm.nih.gov/pubmed/26176919
https://doi.org/10.1128/AEM.65.4.1578-1583.1999
http://www.ncbi.nlm.nih.gov/pubmed/10103253
https://doi.org/10.1038/nature02977
http://www.ncbi.nlm.nih.gov/pubmed/15510150
https://doi.org/10.1186/s12864-019-5788-9
https://doi.org/10.1186/s12864-019-5788-9
http://www.ncbi.nlm.nih.gov/pubmed/31117941
https://doi.org/10.1371/journal.pbio.3000271
http://www.ncbi.nlm.nih.gov/pubmed/31083650

	The enteric pathogen Cryptosporidium parvum exports proteins into the cytosol of the infected host cell
	Editor's evaluation
	Introduction
	Results
	The C. parvum protein MEDLE2 is exported into the host cell
	MEDLE2 is exported across the C. parvum life cycle in culture and infected animals
	MEDLE2 is expressed and exported by trophozoites once infection has been established
	MEDLE2 is an intrinsically disordered protein, and its export is blocked by ordered reporters
	MEDLE2 export depends upon N-terminal sequence features
	MEDLE2 export is linked to proteolytic processing
	MEDLE2 induces an ER stress response in the host cell

	Discussion
	Materials and methods
	Contact for reagent and resource sharing
	Mouse models of infection
	Cell lines
	Parasite strains
	Plasmid construction
	Generation of transgenic parasites
	Nanoluciferase assay to monitor parasite shedding
	Integration PCR to confirm generation of transgenic parasites
	In vitro infection and immunofluorescence assay
	Immunohistochemistry on infected intestine
	Poly-L-lysine treatment of coverslips and sporozoite IFA
	BFA treatment during C. parvum infection
	Live imaging of beta-lactamase reporter assay
	Cre recombinase reporter assay by flow cytometry
	Western blot on C. parvum infected cells
	Generation of MEDLE2 mutant plasmids for host cell transfection
	Flow cytometry analysis of transfected cells
	RNA extraction sequencing and data analysis
	qPCR for MEDLE2 response genes from infected mice
	qPCR for MEDLE2 response genes in transfected cells

	In vitro growth assay in the presence of UPR inhibitors
	Infection of DDIT3 KO mice
	Quantification and statistical methods

	Acknowledgements
	Additional information
	Funding
	Author contributions
	Author ORCIDs
	Ethics
	Decision letter and Author response

	Additional files
	Supplementary files

	References


