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	CurrentPageNumber: 
	Double-blind peer review submissions: write DBPR and your manuscript number here instead of author names.: DBPR NPJVACCINES-00285R1
	YYYY-MM-DD: 2019-01-12
	na: 
	y: 
	Provide a description of all commercial, open source and custom code used to collect the data in this study, specifying the version used OR state that no software was used.: Microsoft Excel for Mac 2018 version 16.16.3
	Provide a description of all commercial, open source and custom code used to analyse the data in this study, specifying the version used OR state that no software was used.: Graphs and statistical analysis were achieved using Graph Pad Prism 7 Software and Microsoft Excel for Mac 2018 version 16.16.3
	Note the sampling procedure. Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient.: All data that support the findings of this study are available from the corresponding author upon reasonable request.
	Note the sampling procedure. Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient.: Six to ten-week old female C57Bl/6 α1,3GalT-KO mice were used for all experiments, six mice per group. 
	life: 
	behavioural: 
	eee: 
	If no data were excluded from the analyses, state so OR if data were excluded, describe the exclusions and the rationale behind them, indicating whether exclusion criteria were pre-established.: No data points were excluded.
	Describe the measures taken to verify the reproducibility of the experimental findings. If all attempts at replication were successful, confirm this OR if there are any findings that were not replicated or cannot be reproduced, note this and describe why.: Data points are presented as average of triplicate determinations with their corresponding standard error of the means (S.E.M.).
	Describe how samples/organisms/participants were allocated into groups. If allocation was not random, describe how covariates were controlled. If this is not relevant to your study, explain why.: Mice were given no preference to group and randomly assigned and labeled before initiating experiments. Mice of same age range (6-10 week old) were used.
	Describe the extent of blinding used during data acquisition and analysis. If blinding was not possible, describe why OR explain why blinding was not relevant to your study.: All experiments were unblinded.
	Briefly describe the study type including whether data are quantitative, qualitative, or mixed-methods (e.g. qualitative cross-sectional, quantitative experimental, mixed-methods case study). : 
	State the research sample (e.g. Harvard university undergraduates, villagers in rural India) and provide relevant demographic information (e.g. age, sex) and indicate whether the sample is representative. Provide a rationale for the study sample chosen. For studies involving existing datasets, please describe the dataset and source.: 
	Describe the sampling procedure (e.g. random, snowball, stratified, convenience). Describe the statistical methods that were used to predetermine sample size OR if no sample-size calculation was performed, describe how sample sizes were chosen and provide a rationale for why these sample sizes are sufficient. For qualitative data, please indicate whether data saturation was considered, and what criteria were used to decide that no further sampling was needed.: 
	Provide details about the data collection procedure, including the instruments or devices used to record the data (e.g. pen and paper, computer, eye tracker, video or audio equipment) whether anyone was present besides the participant(s) and the researcher, and whether the researcher was blind to experimental condition and/or the study hypothesis during data collection.: 
	Indicate the start and stop dates of data collection, noting the frequency and periodicity of sampling and providing a rationale for these choices. If there is a gap between collection periods, state the dates for each sample cohort. Specify the spatial scale from which the data are taken: 
	State how many participants dropped out/declined participation and the reason(s) given OR provide response rate OR state that no participants dropped out/declined participation.: 
	If participants were not allocated into experimental groups, state so OR describe how participants were allocated to groups, and if allocation was not random, describe how covariates were controlled.: 
	Briefly describe the study. For quantitative data include treatment factors and interactions, design structure (e.g. factorial, nested, hierarchical), nature and number of experimental units and replicates.: 
	Describe the research sample (e.g. a group of tagged Passer domesticus, all Stenocereus thurberi within Organ Pipe Cactus National Monument), and provide a rationale for the sample choice. When relevant, describe the organism taxa, source, sex, age range and any manipulations. State what population the sample is meant to represent when applicable. For studies involving existing datasets, describe the data and its source.: 
	Describe the data collection procedure, including who recorded the data and how.: 1
	Describe the measures taken to verify the reproducibility of experimental findings. For each experiment, note whether any attempts to repeat the experiment failed OR state that all attempts to repeat the experiment were successful.: 
	Describe the study conditions for field work, providing relevant parameters (e.g. temperature, rainfall).: 
	State the location of the sampling or experiment, providing relevant parameters (e.g. latitude and longitude, elevation, water depth).: 
	Describe the efforts you have made to access habitats and to collect and import/export your samples in a responsible manner and in compliance with local, national and international laws, noting any permits that were obtained (give the name of the issuing authority, the date of issue, and any identifying information).: 
	Describe any disturbance caused by the study and how it was minimized.: 
	Describe all antibodies used in the study; as applicable, provide supplier name, catalog number, clone name, and lot number.: purified human Ch anti-α-Gal IgG Abs (UTEP)goat anti-mouse IgG (Cat# 62-6540, eBioscience) donkey anti-goat IgG-biotin conjugate (Cat# A16003, eBioscience) goat anti-mouse IgG1-HRP (Cat# ab97240, Abcam) goat anti-mouse IgG2b-HRP (Cat# ab97250, Abcam) goat anti-mouse IgG3-HRP (Cat# ab97260, Abcam)goat anti-mouse IgM-HRP (Cat# ab97230, Abcam) goat anti-mouse IgA-HRP (Cat# ab97235, Abcam) rat anti-mouse IgE-HRP (Cat# ab99574, Abcam) goat anti-mouse IgG (H+L) Highly Cross-Adsorbed Secondary Ab Alexa Fluor™ 594 (Cat#A-11032, Thermo Fisher Scientific) Isolectin GS-IB4 from Griffonia simplicifolia labeled with Alexa Fluor™ 488 (Cat# I21411; Thermo Fisher Scientific) PE-Cy7-labeled anti-CD3e (clone 145-2C11, Tonbo Biosciences) PE-labeled anti-CD4 clone (GK1.5, Tonbo Biosciences) FITC-labeled anti-CD8a (clone 53-6.7, Tonbo Biosciences) APC-labeled anti-CD44 (clone IM7 Tonbo Biosciences) rat anti-human CD3 mAb (clone CD3-12, Serotec/Bio-Rad) anti-mouse CD4 mAb (clone 4SM95, eBioscience, Invitrogen) rat anti-mouse CD8 mAb (clone 4SM15, eBioscience, Invitrogen) 
	Describe the validation of each primary antibody for the species and application, noting any validation statements on the manufacturer’s website, relevant citations, antibody profiles in online databases, or data provided in the manuscript.: human Ch anti-α-Gal IgG validated in: Almeida, I. C., Ferguson, M. A., Schenkman, S. & Travassos, L. R. Lytic anti-alpha-galactosyl antibodies from patients with chronic Chagas' disease recognize novel O-linked oligosaccharides on mucin-like glycosyl-phosphatidylinositol-anchored glycoproteins of Trypanosoma cruzi. Biochem J 304 ( Pt 3), 793-802 (1994). Almeida, I. C., Milani, S. R., Gorin, P. A. & Travassos, L. R. Complement-mediated lysis of Trypanosoma cruzi trypomastigotes by human anti-alpha-galactosyl antibodies. Journal of immunology 146, 2394-2400 (1991).Gazzinelli, R. T., Pereira, M. E., Romanha, A., Gazzinelli, G. & Brener, Z. Direct lysis of Trypanosoma cruzi: a novel effector mechanism of protection mediated by human anti-gal antibodies. Parasite Immunol 13, 345-356 (1991).Almeida, I. C., Krautz, G. M., Krettli, A. U. & Travassos, L. R. Glycoconjugates of Trypanosoma cruzi: a 74 kD antigen of trypomastigotes specifically reacts with lytic anti-alpha-galactosyl antibodies from patients with chronic Chagas disease. J Clin Lab Anal 7, 307-316 (1993).Pereira-Chioccola, V. L. et al. Mucin-like molecules form a negatively charged coat that protects Trypanosoma cruzi trypomastigotes from killing by human anti-alpha-galactosyl antibodies. J Cell Sci 113 ( Pt 7), 1299-1307 (2000).goat anti-mouse IgG (Cat# 62-6540, eBioscience) The sensitivity of each lot of antibody is confirmed using ELISA. The specificity of each lot of antibody is confirmed by isoelectric focusing (IEF).donkey anti-goat IgG-biotin conjugate (Cat# A16003, eBioscience) The sensitivity of each lot of antibody is confirmed using ELISA. The specificity of each lot of antibody is confirmed by isoelectric focusing (IEF).goat anti-mouse IgG1-HRP (Cat# ab97240, Abcam) Specificity: By immunoelectrophoresis and ELISA this antibody reacts specifically with mouse IgG1. Cross reactivity with other immunoglobulins is less than 2%. This antibody may cross react with IgG1 from other species.goat anti-mouse IgG2b-HRP (Cat# ab97250, Abcam) Specificity: By immunoelectrophoresis and ELISA this antibody reacts specifically with mouse IgG2b. Cross reactivity with other immunoglobulins is less than 2%.goat anti-mouse IgG3-HRP (Cat# ab97260, Abcam) Specificity: By immunoelectrophoresis and ELISA this antibody reacts specifically with mouse IgG3. Cross reactivity with other immunoglobulins is less than 2%.goat anti-mouse IgM-HRP (Cat# ab97230, Abcam) Specificity: By immunoelectrophoresis and ELISA this antibody reacts specifically with Mouse IgM. Cross reactivity with other immunoglobulins and light chains is less than 0.1%.goat anti-mouse IgA-HRP (Cat# ab97235, Abcam) Specificity: By immunoelectrophoresis and ELISA this antibody reacts specifically with Mouse IgA. Cross reactivity with other immunoglobulins and light chains is less than 0.1%. Cross reactivity to mouse IgM, IgG1, IgG2a, IgG2b, IgG2c, IgG3 and IgE is undetectable. Some hybridoma clones may express aberrant immunoglobulin-related peptides that are improperly recognized by this antibody.rat anti-mouse IgE-HRP (Cat# ab99574, Abcam) Specificity: ab99574 reacts with the epsilon heavy chain of BALB/c Mouse IgE.goat anti-mouse IgG (H+L) Highly Cross-Adsorbed Secondary Ab Alexa Fluor™ 594 (Cat#A-11032, Thermo Fisher Scientific) Validated in: Cytometry 8, 91 (1987); Short Protocols in Molecular Biology, 2nd Edition, F.M. Ausubel et al., Eds., John Wiley and Sons (1992) pp. 14-24–14-30.Isolectin GS-IB4 from Griffonia simplicifolia labeled with Alexa Fluor™ 488 (Cat# I21411; Thermo Fisher Scientific) Validated in: 1. J Biol Chem 252, 4739 (1977); 2. Subcell Biochem 32, 127 (1999); 3. Cancer Res 42, 2977 (1982); 4. Histochemistry 102, 483 (1994); 5. Histochem J 19, 225 (1987); 6. Am J Pathol 134, 1227 (1989); 7. Neurosci Lett 222, 53 (1997); 8. Brain Res 811, 34 (1998); 9. Proc Natl Acad Sci USA 79, 166 (1982); 10. Arch Biochem Biophys 343, 73 (1997); 11. Exp Cell Res 120, 321 (1979); 12. Transplantation 61, 13 (1996); 13. Biochemistry 28, 6379 (1989); 14. J Biol Chem 259, 9858 (1984).PE-Cy7-labeled anti-CD3e (clone 145-2C11, Tonbo Biosciences) Validated in: Fernandes, R.A. et al. 2012. J. Biol. Chem. 287: 13324-13335PE-labeled anti-CD4 clone (GK1.5, Tonbo Biosciences) Validated in: Arora S et al. 2006. Infect. Immun. 74: 4339-4348FITC-labeled anti-CD8a (clone 53-6.7, Tonbo Biosciences) Validated in: Bally APR, Lu P, Tang Y, Austin JW, Scharer CD, Ahmed R and Boss JM. 2015. J Immunol. doi: 10.4049/jimmunol.1402550. APC-labeled anti-CD44 (clone IM7 Tonbo Biosciences) Validated in: Xu et al, 2002, J. Leukoc. Biol. 72:1133-1141rat anti-human CD3 mAb (clone CD3-12, Serotec/Bio-Rad) Validated in: Jones et al. 1993; Kothlow et al. 2005anti-mouse CD4 mAb (clone 4SM95, eBioscience, Invitrogen) Validated in: Beigier-Bompadre M. et al. 2017. PloS Pathogensrat anti-mouse CD8 mAb (clone 4SM15, eBioscience, Invitrogen) Validated in: Beigier-Bompadre M. et al. 2017. PloS Pathogens
	State the source of each cell line used.: Mammalian tissue-culture-derived T. cruzi trypomastigotes (TCTs), from strains Y and CL Brener expressing red-shifted firefly luciferase (CL Brener-luc) were used in this study. CL-Brener-luc were kindly donated by Prof. John Kelly (London School of Tropical Medicine and Hygiene, UK).Y strain T. cruzi trypomastigotes and rhesus monkey kidney epithelial LLC-MK2 cells  were obtained from ATCC, Manassas, VA.
	Describe the authentication procedures for each cell line used OR declare that none of the cell lines used were authenticated.: Authentication confirmed by Dr. John Kelly, London School of Tropical Medicine and Hygiene (T. cruzi CL Brener-luc clone) and ATCC, Manassas, VA (Y strain and LLC-MK2).
	Confirm that all cell lines tested negative for mycoplasma contamination OR describe the results of the testing for mycoplasma contamination OR declare that the cell lines were not tested for mycoplasma contamination.: All cell lines tested negative for mycoplasma contamination.
	Name any commonly misidentified cell lines used in the study and provide a rationale for their use.: N/A
	Provide provenance information for specimens and describe permits that were obtained for the work (including the name of the issuing authority, the date of issue, and any identifying information).: 
	deposition: 0
	If new dates are provided, describe how they were obtained (e.g. collection, storage, sample pretreatment and measurement), where they were obtained (i.e. lab name), the calibration program and the protocol for quality assurance OR state that no new dates are provided.: 
	datescheck: 0
	For laboratory animals, report species, strain, sex and age OR state that the study did not involve laboratory animals.: C57BL/6 α1,3-Galactosyltransferase-knockout (α1,3GalT-KO) mice were kindly donated by Prof. Peter J. Cowan, St. Vincent’s Hospital Melbourne and University of Melbourne, Australia. Mice were bred and maintained under biosafety level 2 (BSL-2), pathogen-free conditions at the Laboratory Animal Resources Center at UTEP. Six to ten-week old female α1,3GalT-KO mice were used for all experiments. Wild-type C57BL/6 mice used were from Jackson Laboratories, Bar Harbor, ME.
	Provide details on animals observed in or captured in the field; report species, sex and age where possible. Describe how animals were caught and transported and what happened to captive animals after the study (if killed, explain why and describe method; if released, say where and when) OR state that the study did not involve wild animals.: This sudy did not use wild animals.
	For laboratory work with field-collected samples, describe all relevant parameters such as housing, maintenance, temperature, photoperiod and end-of-experiment protocol OR state that the study did not involve samples collected from the field.: This study did not involve samples collected in the field.
	Identify the organization(s) that approved the study protocol.: All animal procedures were performed according to NIH guidelines and the appropriate protocol (A-201211-1) approved by the Institutional Animal Care and Use Committee (IACUC) at the University of Texas at El Paso (UTEP).
	Identify the organization(s) that approved the study protocol.: The Institutional Review Board (IRB) protocol was approved by the IRB Committee of HCB, and all ChD donors signed an informed consent form. 
	Describe the covariate-relevant population characteristics of the human research participants (e.g. age, gender, genotypic information, past and current diagnosis and treatment categories). If you filled out the behavioural & social sciences study design questions and have nothing to add here, write "See above.": Serum samples from adult (18-50 years), both males and females, diagnosed with indeterminate stage of chronic Chagas disease. All patients reside in Barcelona, Spain.
	Describe how participants were recruited. Outline any potential self-selection bias or other biases that may be present and how these are likely to impact results.: This information was not disclosed to us because the serum samples were a donation from Dr. Joaquim Gascon at ISGlobal, Barcelona, Spain.
	Provide the trial registration number from ClinicalTrials.gov or an equivalent agency.: 
	Note where the full trial protocol can be accessed OR if not available, explain why.: 
	Describe the settings and locales of data collection, noting the time periods of recruitment and data collection.: 
	Describe how you pre-defined primary and secondary outcome measures and how you assessed these measures.: 
	graphfiles: 0
	For "Initial submission" or "Revised version" documents, provide reviewer access links.  For your "Final submission" document, provide a link to the deposited data.: 
	Provide a list of all files available in the database submission.: 
	Provide a link to an anonymized genome browser session for "Initial submission" and "Revised version" documents only, to enable peer review.  Write "no longer applicable" for "Final submission" documents.: 
	Describe the experimental replicates, specifying number, type and replicate agreement.: 
	Describe the sequencing depth for each experiment, providing the total number of reads, uniquely mapped reads, length of reads and whether they were paired- or single-end.: 
	Describe the antibodies used for the ChIP-seq experiments; as applicable, provide supplier name, catalog number, clone name, and lot number.: 2
	Specify the command line program and parameters used for read mapping and peak calling, including the ChIP, control and index files used.: 
	Describe the methods used to ensure data quality in full detail, including how many peaks are at FDR 5% and above 5-fold enrichment.: 
	Describe the software used to collect and analyze the flow cytometry data. For custom code that has been deposited into a community repository, provide accession details.: Analysis was done with Kaluza Analysis Software (Beckman Coulter, Brea, CA). Graphs and statistical analysis were achieved using Graph Pad Prism 7 Software (GraphPad Software, Inc., La Jolla, CA).  
	axislabels: 1
	axisscales: 1
	plots: 1
	numberpercentage: 1
	Describe the sample preparation, detailing the biological source of the cells and any tissue processing steps used.: Splenocytes were harvested from α1,3GalT-KO mice after immunizations and at experimental endpoint (Fig. 2A) in 10 mL of ACK red blood cell lysis buffer (0.83% ammonium chloride, 0.1% potassium bicarbonate, 0.04% EDTA, pH 7.4) and washed in freshly prepared complete DMEM (DMEM + 10% heat-inactivated FBS + 1% penicillin-streptomycin) with addition of 50 μM 2-mercaptoethanol. Cells were seeded in 12-well flat-bottom plates (Corning, Thermo Fisher Scientific) and stimulated with 20 μg/mL Galα3LN-HSA and incubated for 24 h at 37oC, with 5% CO2. After incubation, supernatant was removed and cells were washed with sterile PBS containing 1% BSA and 0.09% sodium azide (PBSA/Az). The FcγR was blocked with 10% fresh mouse serum in PBS and incubated on ice for 15 min. After a PBSA/Az wash, cells were resuspended in complete DMEM and cells were stained with fluorochrome-conjugated Abs PE-Cy7-labeled anti-CD3e, PE-labeled anti-CD4, FITC-labeled anti-CD8, and APC-labeled anti-CD44, (all conjugates from BD Bioscience, San Jose, CA, and Tonbo Biosciences, San Diego, CA) for 30 min at 4oC, protected from light. After another wash with PBS/Az, cells were fixed with 1% paraformaldehyde and transferred to FACS tubes. A total of 50,000 events were analyzed by flow cytometry using the Gallios Flow Cytometer and analyzed with Kaluza Analysis Software (Beckman Coulter, Brea, CA). Gates were set for lymphocyte cells (CD3e-PE-Cy7 labeling) using forward and side scatter properties, and percentages of activated CD4+ and CD8+ T cells were obtained on gated CD3+ T cells.
	Identify the instrument used for data collection, specifying make and model number.: Gallios Flow Cytometer (Beckman Coulter, Brea, CA).
	Describe the abundance of the relevant cell populations within post-sort fractions, providing details on the purity of the samples and how it was determined.: A total of 50,000 events were analyzed by flow cytometry per sample.
	Describe the gating strategy used for all relevant experiments, specifying the preliminary FSC/SSC gates of the starting cell population, indicating where boundaries between "positive" and "negative" staining cell populations are defined.: Gates were set for lymphocyte cells (CD3e-PE-Cy7 labeling) using forward and side scatter properties, and percentages of activated CD4+ and CD8+ T cells were obtained on gated CD3+ T cells.
	gatingcheck: 1
	Indicate task or resting state; event-related or block design.: 
	Specify the number of blocks, trials or experimental units per session and/or subject, and specify the length of each trial or block (if trials are blocked) and interval between trials.: 
	State number and/or type of variables recorded (e.g. correct button press, response time) and what statistics were used to establish that the subjects were performing the task as expected (e.g. mean, range, and/or standard deviation across subjects).: 
	Specify: functional, structural, diffusion, perfusion.: 
	Specify in Tesla: 
	Specify the pulse sequence type (gradient echo, spin echo, etc.), imaging type (EPI, spiral, etc.), field of view, matrix size, slice thickness, orientation and TE/TR/flip angle.: 
	State whether a whole brain scan was used OR define the area of acquisition, describing how the region was determined.: 
	Specify # of directions, b-values, whether single shell or multi-shell, and if cardiac gating was used.: 
	Provide detail on software version and revision number and on specific parameters (model/functions, brain extraction, segmentation, smoothing kernel size, etc.).: 
	If data were normalized/standardized, describe the approach(es): specify linear or non-linear and define image types used for transformation OR indicate that data were not normalized and explain rationale for lack of normalization.: 
	Describe the template used for normalization/transformation, specifying subject space or group standardized space (e.g. original Talairach, MNI305, ICBM152) OR indicate that the data were not normalized.: 
	Describe your procedure(s) for artifact and structured noise removal, specifying motion parameters, tissue signals and physiological signals (heart rate, respiration).: 
	Define your software and/or method and criteria for volume censoring, and state the extent of such censoring.: 
	Specify type (mass univariate, multivariate, RSA, predictive, etc.) and describe essential details of the model at the first and second levels (e.g. fixed, random or mixed effects; drift or auto-correlation).: 
	Define precise effect in terms of the task or stimulus conditions instead of psychological concepts and indicate whether ANOVA or factorial designs were used.: 
	whole: 
	ROI: 
	both: 
	Describe how anatomical locations were determined (e.g. specify whether automated labeling algorithms or probabilistic atlases were used).: 
	Specify voxel-wise or cluster-wise and report all relevant parameters for cluster-wise methods.: 
	Describe the type of correction and how it is obtained for multiple comparisons (e.g. FWE, FDR, permutation or Monte Carlo).: 
	Report the measures of dependence used and the model details (e.g. Pearson correlation, partial correlation, mutual information).: 
	Report the dependent variable and connectivity measure, specifying weighted graph or binarized graph, subject- or group-level, and the global and/or node summaries used (e.g. clustering coefficient, efficiency, etc.).: 
	Specify independent variables, features extraction and dimension reduction, model, training and evaluation metrics.: 



