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First column is the time when replication began, second column is the number of cell replications, and third column is the total cell numbers when the replication was completed, expressed as the number of cells above background signal, including cell debris and cell proliferation as well as parasites.
Cytotoxicity of T. gondii infection was determined using a CytoTox 96 Non-Radioactive Cytotoxicity Assay (Promega, USA) for BeWo cells and the LDH release assay for L-929 mouse fibroblasts (ATCC, USA), a non-human cell line. BeWo cells (2 x 104) were plated at 2 x 104cells/well, 24 hr prior to cell

infection with T. gondii. The culture medium was removed and replaced with fresh medium containing different parasite and host cell ratios as indicated in the text. When T. gondii infected BeWo cells and uninfected L-929 fibroblasts were co-cultured for 16 hr, 24 hr, 36 hr, 48 hr, and 60 hr, respectively,
the supernatant was collected to measure its cytotoxicity in L-929 cells. The cytotoxic activity against L-929 cells was defined as follows: release of LDH = infected cell media > uninfected cell media increased levels of LDH in the infected cell media indicated an increased level of cytotoxicity. LDH release
by infected cells was assessed using the cytotoxicity 96-well microplate Assay Kit. The CytoTox 96 LDH assay is based on the detection of lactate dehydrogenase (LDH) in the culture supernatant of damaged cells according to manufacturer’s instructions. Upon cell damage, LDH is released into the culture
medium and in presence of a NAD+-specific dye, the enzyme converts tetrazolium salt into an insoluble formazan product. Production of formazan is directly proportional to the LDH activity in the cell culture supernatant and is measured spectrophotometrically. Data were collected and expressed as the

percentage of total LDH released (% of total LDH released) relative to the maximum LDH release obtained from 10% of Triton X-100-treated cells (100% total LDH released).
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For data analysis, the parasite-loaded peritoneal macrophages were
washed out with PBS and suspended in 1 ml RPMI 1640 medium

supplemented with L-glutamine. A 100-μl sample of each cell
suspension was used for microscopy by Giemsa staining to determine
the infection rate. Those samples with >50% (100%) parasitized cells

were considered representative of cultures with > 50% parasitized
cells. Excess medium was removed from the flasks and cells were then
rinsed with PBS. 100 mL PBS was added and the cell suspension was

used for protein extraction and flow cytometric analysis. This process is
associated with the proteins' release from host cells and the parasites.
The remaining adherent cells were washed three times with PBS. These

cells were then used to determine the cell viability by Trypan Blue
staining method. The viability of the macrophages did not influence the
process significantly. Infected and uninfected macrophages were lysed

by using cell lysis buffer (0.15 M Tris-HCl, 2.0 M NaCl, 10% glycerol,
1.0% NP-40, 1.0 mM Na~2~-EDTA, 1 mM PMSF). After centrifugation at
10,000 g for 15 min at 4C, the protein contents of the supernatant were

measured with BCA Protein Assay Kit. The concentrations of the final
cell lysates were adjusted to 10 mg/mL and used for 2-DE. The adjusted
cell lysate was dissolved in rehydration solution (8 M urea, 4% CHAPS,

0.5% IPG buffer) to achieve a protein loading of 0.3-2 mg. The
isoelectric focusing (IEF) of isoelectric point (pI) between 4.5-7 was

performed with Immobiline DryStrip 18 cm (GE Healthcare), which was
initially rehydrated overnight at room temperature with 7.0 mL of

rehydration solution containing 30 mg of the cell lysates (should reach
at least the volume of the IPG buffer). The second-dimension

separation was performed by SDS-PAGE on 10% polyacrylamide gel.
The 2-DE protein separation was achieved with an Ettan Spot Handling
Workstation (GE Healthcare) at 12 mA/gel with constant power supply
for 22 hr at 20C. After the SDS-PAGE, the proteins were stained with
Coomassie brilliant blue G-250. The gel was photographed with UV
documentation system. The digitalized images were analyzed using
ImageMaster 2D Platinum 6.0 (GE Healthcare). The 2-DE gels were
processed by automated feature detection and quantification of the

protein spots using the DeCyder software, version 6.5 (GE Healthcare).
Image analysis of the gels was performed to determine differential

expression and spot picking (between infected and uninfected groups).
This process is automated. In this analysis, the differential up- or down-
regulation of a protein spot was defined by the following criteria: 1) the

protein spots are at least 1.5-fold differentially expressed, 2) the
coefficient value (b/a) is greater than or equal to 2, and 3) the average
ratio of the three measurements must be significantly greater than 1.
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