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Abstract
[bookmark: OLE_LINK389][bookmark: OLE_LINK392]BACKGROUND
[bookmark: OLE_LINK468][bookmark: OLE_LINK467]Inflammatory bowel disease (IBD) is characterized by chronic and non-specific inflammation of the intestinal mucosa and mainly includes ulcerative colitis and Crohn's disease. 

AIM 
To explore the beneficial effect of ToxoROP16I/III-induced M2 phynotype macrophages in homeostasis of IBDs through downregulation of M1 inflammatory cells.
METHODS
[bookmark: OLE_LINK6]RAW264.7 macrophages stimulated by lipopolysaccharide (LPS) (M1 cells) were co-cultured with Caco-2 cells as an inflammatory model of IBD in vitro. The expression of ToxoROP16Ⅰ/Ⅲ was observed in RAW264.7 macrophages that were transfected with pEGFP-rop16Ⅰ/Ⅲ. The phenotypes of M2 and M1 macrophage cells were assessed by quantitative real-time reverse transcriptase polymerase chain reaction and the expression of tumor necrosis factor (TNF)-α, interleukin (IL)-1β, IL-6, transforming growth factor (TGF)-β1, IL-10, inducible nitric oxide synthase (iNOS), and arginase-1 (Arg-1) was detected. The expression of iNOS, Arg-1, signal transducer and activator of transcription 3 (Stat3), p-Stat3, Stat6, p-Stat6, programmed death ligand-2 (PD-L2), caspase-3, -8, and -9 was analyzed by Western blotting, and Griess assays were performed to detect nitric oxide (NO). TNF-α, IL-1β, IL-6, TGF-β1, and IL-10 expression in the supernatants was detected by enzyme-linked immunosorbent assay, and Caco-2 cell apoptosis was determined by flow cytometry after mixing M1 cells with M2 cells in a Caco-2 cell co-culture system.

RESULTS 
[bookmark: OLE_LINK487]M1 cells exhibited significantly increased production of iNOS, NO, TNF-α, IL-1β, and IL-6, while ToxoROP16Ⅰ/Ⅲ induced macrophage bias to M2 cells in vitro, showing increased expression of Arg-1, IL-10 and TGF-β1 and elevated production of p-Stat3 and p-Stat6. The mixed M1 and M2 cell culture induced by ToxoROP16Ⅰ/Ⅲ exhibited decreased production of NO and iNOS and upregulated expression of Arg-1 and PD-L2. Accordingly, Caco-2 cells became apoptotic, and apoptosis-associated proteins such as caspase-3, -8 and -9 were dampened during co-culture of M1 and M2 cells. Flow cytometry analysis showed that co-culture of M1 cells with Caco-2 cells facilitated the apoptosis of Caco-2 cells, but co-culture of M1 and M2 cells alleviated Caco-2 cell apoptosis.

[bookmark: OLE_LINK74]CONCLUSION 
[bookmark: OLE_LINK364][bookmark: OLE_LINK310][bookmark: OLE_LINK320]ToxoROP16Ⅰ/III-induced M2 macrophages inhibited apoptosis of Caco-2 cells caused by M1 macrophages. This finding may help gain a better understanding of the underlying mechanism and represent a promising therapeutic strategy for IBDs. 

[bookmark: OLE_LINK393][bookmark: OLE_LINK400][bookmark: OLE_LINK100][bookmark: OLE_LINK92][bookmark: OLE_LINK682][bookmark: OLE_LINK412][bookmark: OLE_LINK419][bookmark: OLE_LINK146][bookmark: OLE_LINK118][bookmark: OLE_LINK444][bookmark: OLE_LINK443][bookmark: OLE_LINK558][bookmark: OLE_LINK445][bookmark: OLE_LINK446][bookmark: OLE_LINK448][bookmark: OLE_LINK447][bookmark: OLE_LINK378][bookmark: OLE_LINK292][bookmark: OLE_LINK379]Key words: Toxoplasma ROP16Ⅰ/Ⅲ; Caco-2; Inflammatory bowel disease; Immunity; Classically activated macrophages; Alternatively activated macrophages 
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[bookmark: OLE_LINK683][bookmark: OLE_LINK188][bookmark: OLE_LINK426][bookmark: OLE_LINK440][bookmark: OLE_LINK600][bookmark: OLE_LINK584][bookmark: OLE_LINK653][bookmark: OLE_LINK660][bookmark: OLE_LINK659][bookmark: OLE_LINK27][bookmark: OLE_LINK583][bookmark: OLE_LINK549][bookmark: OLE_LINK548][bookmark: OLE_LINK530]Core tip: Toxoplasma ROP16Ⅰ/Ⅲ (ToxoROP16Ⅰ/Ⅲ) induced RAW264.7 polarization to M2 macrophage, down-regulated the M1-associated inflammation response and protective Caco-2 intestinal epithelial cells. ToxoROP16Ⅰ/Ⅲ can phosphorylate and activate the transcription factors signal transducer and activator of signal transducer and activator of transcription (Stat) 3 and Stat6, promote the polarization of M2 cells, and enhance the synthesis of arginase-1, interleukin (IL)-10, transforming growth factor-β1, and IL-13. The IL-1β, TNF-α, IL-6, nitric oxide (NO), and inducible nitric oxide synthase（iNOS）produced by M1 cells were notably downregulated when the ToxoROP16I/III-induced M2 macrophages were added to the mixture of culture.Co-culture with Caco-2 cells through transwell alleviated Caco-2 cell apoptosis and caspase-3, -8, and -9 associated proteins. This study aims to confirm that ToxoROP16Ⅰ/Ⅲ may provide a novel strategy for IBD immunotherapy with parasite-derived effector molecules.

[bookmark: OLE_LINK33]Xu YW, Xing RX, Zhang WH, Li L, Wu Y, Hu J, Wang C, Luo QL, Shen JL, Chen X. Toxoplasma ROP16I/III ameliorated inflammatory bowel diseases via inducing M2 phenotype of macrophages. World J Gastroenterol 2019; In press


INTRODUCTION
[bookmark: OLE_LINK380][bookmark: OLE_LINK382][bookmark: OLE_LINK457][bookmark: OLE_LINK512][bookmark: OLE_LINK317][bookmark: OLE_LINK345][bookmark: OLE_LINK383][bookmark: OLE_LINK417][bookmark: OLE_LINK418][bookmark: OLE_LINK513][bookmark: OLE_LINK652][bookmark: OLE_LINK347][bookmark: OLE_LINK299][bookmark: OLE_LINK514][bookmark: OLE_LINK651][bookmark: OLE_LINK515][bookmark: OLE_LINK346][bookmark: OLE_LINK563][bookmark: OLE_LINK326][bookmark: OLE_LINK324][bookmark: OLE_LINK325][bookmark: OLE_LINK564][bookmark: OLE_LINK282][bookmark: OLE_LINK284][bookmark: OLE_LINK19][bookmark: OLE_LINK327][bookmark: OLE_LINK328][bookmark: OLE_LINK476][bookmark: OLE_LINK475][bookmark: OLE_LINK329][bookmark: OLE_LINK330][bookmark: OLE_LINK458][bookmark: OLE_LINK474][bookmark: OLE_LINK20][bookmark: OLE_LINK332][bookmark: OLE_LINK331][bookmark: OLE_LINK21][bookmark: OLE_LINK10][bookmark: OLE_LINK334][bookmark: OLE_LINK333][bookmark: OLE_LINK340][bookmark: OLE_LINK339][bookmark: OLE_LINK199][bookmark: OLE_LINK197][bookmark: OLE_LINK189][bookmark: OLE_LINK186][bookmark: OLE_LINK173][bookmark: _Hlk21964442][bookmark: OLE_LINK36][bookmark: OLE_LINK2][bookmark: OLE_LINK23][bookmark: OLE_LINK336][bookmark: OLE_LINK335]Inflammatory bowel disease (IBD), which includes ulcerative colitis (UC) and Crohn's disease (CD), is a chronic and non-specific gastrointestinal tract inflammatory disease characterized by an unexplained etiology and pathogenesis[1]. With changes in living conditions, the incidence of IBD is increasing, and the disease has gained growing attention due to its substantial impacts on patient quality of life[2]. The etiology of this disease remains unknown, and knowledge of the incidence and relevant risk factors, including environmental, genetic and immune factors and the gut microbiota, is increasingly emphasized worldwide[3]. The intestinal mucosal epithelium is an important immune organ in the body, and dendritic cells (DCs), and macrophages play pivotal roles in the immune responses of the intestinal mucosal epithelia to harmful substances produced upon intestinal epithelium damage induced by diet and cell ageing/death[4]. Immune cell activation and mediation of inflammation are complex processes[5]. In the body, the activation of inflammation occurs within a controllable range but can lead to systemic immune disorders when it falls outside this range. During the process of inflammation, macrophages play a central role in cell polarization and many different immunopathological phenomena. Under normal circumstances, the intestinal dynamic balance is strictly regulated by the mucosal immune environment[6]. However, once this important immunological homeostasis is destroyed, antigens can cause uncontrolled chronic intraluminal inflammation, which may contribute to immune disorders[7]. Some harmful macromolecular substances activate DCs and macrophages to induce the differentiation of T cells into proinflammatory Th1 and Th17 effector cells in IBD patients[8]. The proinflammatory cytokines, such as interleukin (IL)-2, IL-12, and interferon (IFN)-γ, produced by activated Th1 cells stimulate macrophages to secrete large amounts of other proinflammatory cytokines, including tumor necrosis factor (TNF)-α, IL-1β, and IL-6[2]. These cytokines can promote the proliferation of effector Th1 and Th17 cells and the release of chemokines, which attract more inflammatory cells to the site of inflammation to further amplify the proinflammatory immune response.
[bookmark: OLE_LINK700][bookmark: OLE_LINK315][bookmark: OLE_LINK300][bookmark: OLE_LINK150][bookmark: OLE_LINK532][bookmark: OLE_LINK533][bookmark: OLE_LINK531][bookmark: OLE_LINK658][bookmark: OLE_LINK11][bookmark: OLE_LINK486][bookmark: OLE_LINK478][bookmark: OLE_LINK131][bookmark: OLE_LINK207][bookmark: OLE_LINK204][bookmark: OLE_LINK228][bookmark: OLE_LINK218][bookmark: OLE_LINK216][bookmark: OLE_LINK217]Lipopolysaccharide (LPS) is an important proinflammatory substance in medical research because of its unique properties, and its use creates in vitro pathogenesis of inflammatory reactions caused by bacterial infection[9]. Macrophages have been identified as an important factor in the progression of tissue inflammation[10]. Macrophages have two obvious hallmarks, plasticity and diversity[11], and activated macrophages have two main phenotypes: classically activated (M1) and alternatively activated (M2)[12,13]. Accumulating evidence has shown that macrophages with distinct phenotypes exert diverse effects on inflammation and tissue repair[14,15]. LPS and IFN-γ can activate M1 macrophages via the nuclear factor kappa-B (NF-κB) signalling pathway, producing the proinflammatory factors IL-1β, TNF-α, IL-6, IL-23, reactive oxygen species, nitric oxide (NO), and inducible nitric oxide synthase (iNOS)[16]. Thus, M1 macrophages lead to inflammation and are predominant in the early stage of inflammation[17]. The cytokines IL-4, IL-10, and IL-13 activate M2 macrophages that are capable of modulating the immune response[18].
[bookmark: OLE_LINK32]A series of reports indicated that helminths (parasitic worms) can induce type 2 immune intestinal inflammatory responses by promoting the expansion of protective bacterial communities that inhibit proinflammatory bacterial taxa[19]. Helminth exposure tends to inhibit IL-17 and IFN-γ production and promote IL-4, IL-10, and transform growth factor (TGF)-β release, induce CD4+ T cell Foxp3 expression (Treg) and generate regulatory macrophages, DCs, and B cells[20]. Helminth infection can induce the host to evoke a Th2 immune response that alternatively activates macrophages (M2)[21]. Helminths may subsequently skew the adaptive immune response towards Th2 and Treg responses, which are suggested to suppress the damaging Th1 and Th17 effector cells responsible for maintaining intestinal inflammation[22]. Thus, parasites and parasite-derived molecules likely have therapeutic potential in the prevention or control of immune-mediated illnesses.
[bookmark: OLE_LINK28][bookmark: OLE_LINK239][bookmark: OLE_LINK244][bookmark: OLE_LINK12][bookmark: OLE_LINK245][bookmark: OLE_LINK259][bookmark: _Hlk25681989][bookmark: OLE_LINK404][bookmark: OLE_LINK68][bookmark: OLE_LINK67][bookmark: OLE_LINK403][bookmark: OLE_LINK395][bookmark: OLE_LINK401][bookmark: OLE_LINK742][bookmark: OLE_LINK402][bookmark: OLE_LINK528][bookmark: OLE_LINK529][bookmark: OLE_LINK341][bookmark: OLE_LINK338][bookmark: OLE_LINK168][bookmark: OLE_LINK172][bookmark: OLE_LINK387][bookmark: OLE_LINK388]Toxoplasma gondii (T. gondii) is an obligatory intracellular apicomplexan parasite that is capable of infecting a wide range of warm-blooded animals, and humans, and has a complex life cycle and pathogenic mechanism[18]. T. gondii can be divided into three archetypical genotypes: types I, II and III[23]. The virulence of T. gondii strains is closely related to the polymorphism of effector molecules carried by different genotypes[24]. Such effectors mainly include rhoptry proteins, dense granule proteins, micronemes, and pyramidal neurons[25]. Approximately 80% of all T. gondii isolates collected from animals and humans in China are of the Chinese 1 dominant genotype[26] that possesses the homology of ROP16 of type I and III [Toxoplasma ROP16I/III (ToxoROP16I/III)][27]. Melo MB demonstrated that ToxoROP16Ⅰ/Ⅲ, which harbours a tyrosine/serine kinase domain, can phosphorylate and activate the transcription factors signal transducer and activator of transcription 3 (Stat3) and Stat6[28], promote the polarization of M2 cells[29], reduce the production of IL-12 and enhance the synthesis of arginase-1 (Arg-1), IL-10, TGF-β1, and IL-13. This finding strongly suggests that the Toxoplasma-derived molecular effector ToxoROP16Ⅰ/Ⅲ might have potential in ameliorating bowel inflammation featuring type 1 dominant pathology by driving intestinal epithelial macrophages to M2 polarization. Our in vitro study showed that RAW264.7 macrophages could be biased to acquire an M2-like phenotype by transfecting lentivirus (Lv) carrying ToxoROP16Ⅰ/Ⅲ, and Caco-2 cell apoptosis and its associated proteins, such as caspase-3, -8, and -9, and were notably inhibited as shown by flow cytometry examination and analysis of the supernatants of M1 cells co-cultured with ToxoROP16I/III-induced macrophages. Thus, this study aims to identify how ToxoROP16I/III-induced M2 macrophages dampen the M1-mediated apoptosis of Caco-2 cells, which may provide a novel strategy for IBD immunotherapy with parasite-derived effector molecules. 

MATERIALS AND METHODS
[bookmark: OLE_LINK37]Reagents
[bookmark: OLE_LINK64][bookmark: OLE_LINK39][bookmark: OLE_LINK99][bookmark: OLE_LINK53][bookmark: OLE_LINK348][bookmark: OLE_LINK349][bookmark: OLE_LINK40][bookmark: OLE_LINK610][bookmark: OLE_LINK611][bookmark: OLE_LINK43][bookmark: OLE_LINK46][bookmark: OLE_LINK50][bookmark: OLE_LINK41][bookmark: OLE_LINK47][bookmark: OLE_LINK48][bookmark: OLE_LINK741][bookmark: OLE_LINK109][bookmark: OLE_LINK38][bookmark: OLE_LINK608][bookmark: OLE_LINK607][bookmark: OLE_LINK267][bookmark: OLE_LINK51]Foetal bovine serum (FBS) was obtained from Wisent (Montreal, QC, Canada). Dulbecco’s Modified Eagle’s Medium (DMEM), the Griess Reagent System for measuring nitrite, primary antibody dilution buffer were all purchased from Beyotime (Shanghai, China). Nitrocellulose membranes were provided by Millipore (Billerica, MA, United States). Specific signals were detected using an enhanced chemiluminescence (ECL) kit (Thermo Scientific Inc., Waltham, MA, United States). LPS was purchased from Sigma (St. Louis, MO, United States). The mouse monoclonal arginase-1 (Arg-1) antibody was purchased from Proteintech (Chicago, IL, United States). The rabbit monoclonal iNOS antibody was manufactured by Abcam (Cambridge, MA, United States), and the human monoclonal antibodies against caspase-3, -8, and -9 were purchased from Cell Signaling Technology (CST, Danvers, MA, United States). The rabbit monoclonal antibodies against Stat3, Stat6, p-Stat3, and p-Stat6 were obtained from eBioscience (San Diego CA, United States) and programmed death ligand-2 (PD-L2) was obtained from Santa Cruz Biotechnology (Dallas, TX, United States). An Annexin V-FITC/PI apoptosis detection kit was purchased from BD Biosciences (BD, San Diego, CA, United States). Enzyme-linked immunosorbent assay (ELISA) kits for TNF-α, IL-6, IL-10, TGF-β1, and IL-1β were obtained from CUnited StatesBIO (Wuhan, China). Primer synthesis was completed by Sangon Biotech (Shanghai, China). TRIzol reagent was purchased from Invitrogen Life Technologies (Carlsbad, CA, United States). The HRP-conjugated anti-rabbit and anti-mouse IgG secondary antibodies were purchased from Proteintech (Wuhan, China). 

Recombinant lentivirus plasmids
[bookmark: OLE_LINK13][bookmark: OLE_LINK57][bookmark: OLE_LINK313][bookmark: OLE_LINK318][bookmark: OLE_LINK56][bookmark: OLE_LINK391][bookmark: OLE_LINK390][bookmark: OLE_LINK472][bookmark: OLE_LINK343][bookmark: OLE_LINK342][bookmark: OLE_LINK66][bookmark: OLE_LINK54][bookmark: OLE_LINK123][bookmark: OLE_LINK125][bookmark: OLE_LINK31][bookmark: OLE_LINK7][bookmark: OLE_LINK29]The open reading frame encoding ToxoROP16Ⅰ/Ⅲ (2124 bp, ToxoDB.org) was amplified from the entire Wh3 tachyzoite RNA, inserted into the recombinant p-EGFP plasmid, and directionally cloned to create pEGFP-rop16Ⅰ/Ⅲ. The recombinant Lv vector (Lv-pEGFP-rop16I/III) contained penicillin/streptomycin resistance and a Flag tag (Gene Chem Co., Shanghai, China).

Cell culture
[bookmark: OLE_LINK44][bookmark: OLE_LINK49][bookmark: OLE_LINK257][bookmark: OLE_LINK247][bookmark: OLE_LINK254][bookmark: OLE_LINK646][bookmark: OLE_LINK921][bookmark: OLE_LINK922][bookmark: OLE_LINK920][bookmark: OLE_LINK65][bookmark: OLE_LINK45][bookmark: OLE_LINK133][bookmark: OLE_LINK106][bookmark: OLE_LINK55][bookmark: OLE_LINK52][bookmark: OLE_LINK128]RAW264.7 macrophages and Caco-2 cells (human epithelial colorectal adenocarcinoma cells) were preserved in the laboratory. The macrophages and Caco-2 cells were cultured in Dulbecco's modified eagle medium (DMEM) supplemented with 10% FBS and penicillin-streptomycin solution. All cells were cultured at 37 ℃ with 5% CO2 in a humidified atmosphere. The macrophage medium was changed every 1-2 d, and the Caco-2 cell culture medium was replaced every 2-3 d. When the cells became 80% to 90% confluent, they were passaged and frozen for storage. A cell normally resides in a spherical, detached and undifferentiated state, known as the initial cell state.th

[bookmark: OLE_LINK699]Transfection of RAW264.7 cells with recombinant lentivirus
[bookmark: OLE_LINK237][bookmark: OLE_LINK59][bookmark: OLE_LINK58][bookmark: OLE_LINK61][bookmark: OLE_LINK72][bookmark: OLE_LINK60][bookmark: OLE_LINK213][bookmark: OLE_LINK233][bookmark: OLE_LINK77]Establishment of sufficient cell growth before the start of the experiment was necessary. For the experiments, macrophages were seeded at a density of 2 × 106 cells per cm2 into 12-well plates, and cells in the LV-pEGFP-rop16Ⅰ/Ⅲ-infected group became outstretched and significantly differentiated within 8 h. After 24 h, the medium was changed according to the state of the cells. Within 24 to 48 h after infection, the cells began to emit fluorescence. Recombinant Lv plasmids harbouring the target vector or empty plasmid were stably transfected into macrophages to generate LV-rop16Ⅰ/Ⅲ-Mφ and LV-Mφ, respectively. Polybrene reagents were added to all of the transfected cells, according to the manufacturer’s instructions. Caco-2 cells were maintained in the same medium.

[bookmark: OLE_LINK70]LPS-induced macrophage polarization to M1 cells
[bookmark: OLE_LINK78][bookmark: _Hlk21966888][bookmark: OLE_LINK193][bookmark: OLE_LINK206][bookmark: OLE_LINK88][bookmark: OLE_LINK352][bookmark: OLE_LINK351]The day before the cells were treated, macrophages were cultured in 6-well plates at a density of 2 × 106 cells/mL. After the cells adhered and no pseudopodia was observable, the cells were stimulated with 1.0 μg/mL LPS for 24 h. At the end of the culture period, the culture medium was collected for NO and cytokine assays. iNOS expression was determined by Western blotting and quantitative real-time reverse transcriptase polymerase chain reaction (qRT-PCR) analysis, while the TNF-α, IL-6, and IL-1β expression levels were evaluated with qRT-PCR and ELISA. All of the above proteins were detected according to the manufacturer’s instructions. The results are presented as the mean ± standard deviation of three replicates from one representative experiment.
[bookmark: OLE_LINK386][bookmark: OLE_LINK384][bookmark: OLE_LINK385]
[bookmark: OLE_LINK279]Cell co-culture system: gut inflammation of an IBD in vitro
[bookmark: OLE_LINK602][bookmark: OLE_LINK601][bookmark: OLE_LINK73][bookmark: OLE_LINK17][bookmark: OLE_LINK405][bookmark: OLE_LINK409][bookmark: OLE_LINK410][bookmark: OLE_LINK262][bookmark: OLE_LINK295][bookmark: OLE_LINK260][bookmark: OLE_LINK356][bookmark: OLE_LINK215][bookmark: OLE_LINK18][bookmark: OLE_LINK71][bookmark: OLE_LINK75][bookmark: OLE_LINK160]To construct an inflammatory of IBD in vitro, we used a co-culture system comprising macrophages and Caco-2 cells seeded in the same well of transwell diverticulum[30-32]. The macrophages were divided into five groups: M0 cells (control RAW264.7), M1 cells, LV-Mφ, LV-rop16Ⅰ/Ⅲ-Mφ, and mixed M1 and M2 cells. The transwell plates were seeded with macrophage cells at a density of 2 × 106 cells per well and subsequently activated by 1.0 μg/mL LPS (apical side) for 6 h. These M1 macrophages, serving as the inflammation group, were transferred to polycarbonate membranes with a pore size of 0.4 μm (Corning, Corning, NY, United States).
[bookmark: OLE_LINK432][bookmark: OLE_LINK433][bookmark: OLE_LINK24][bookmark: OLE_LINK236][bookmark: OLE_LINK111]For co-cultures with Caco-2 cells (basolateral), the cells were plated at a density of 5 × 105 cells. After 6 h, the M1 cell medium was replaced with fresh complete medium to avoid the effects of LPS on Caco-2 cells, and the Caco-2 cells co-cultures were then moved to transwell chambers for 24 h. Using the same method, M1 macrophages co-cultured with M2 cells (upper side) were seeded in 6-well plates and then moved to transwell chambers containing Caco-2 cells. 

NO assay
[bookmark: OLE_LINK411][bookmark: OLE_LINK702][bookmark: OLE_LINK91][bookmark: OLE_LINK81][bookmark: OLE_LINK438][bookmark: OLE_LINK435][bookmark: OLE_LINK439][bookmark: OLE_LINK437][bookmark: OLE_LINK434][bookmark: OLE_LINK436][bookmark: OLE_LINK360][bookmark: OLE_LINK357][bookmark: OLE_LINK155][bookmark: OLE_LINK84][bookmark: OLE_LINK89][bookmark: OLE_LINK80][bookmark: OLE_LINK83][bookmark: OLE_LINK153][bookmark: OLE_LINK86][bookmark: OLE_LINK95][bookmark: OLE_LINK554][bookmark: OLE_LINK137]Macrophages, M1 cells, LV-Mφ, and LV-rop16Ⅰ/Ⅲ-Mφ cells were separately seeded in 6-well plates at 2 × 10 6 cells per well. Macrophages and LV-rop16Ⅰ/Ⅲ-Mφ cells were separately seeded at 1 × 10 6 cells per well and stimulated with 1.0 μg/mL LPS for 6 h. After 6 h, the medium was replaced with new complete medium. The M1 and M2 cell mixture was resuspended in 1 mL of common culture medium and cultured in 6-well plates at 37 ℃ and 5% CO2 for 24 h. For the NO assay, culture medium (50 μL) was mixed with equal volumes (50 μL) of Griess reagent (I and II) in a 96-well plate and measured at an absorbance of 540 nm. A calibration standard curve was constructed, and the calculated concentration of nitrite dissolved in DMEM was calculated. All of the above experiments were performed according to the manufacturer’s instructions.
[bookmark: OLE_LINK555]
[bookmark: OLE_LINK753]Western blotting analysis
[bookmark: OLE_LINK353][bookmark: OLE_LINK116][bookmark: OLE_LINK105][bookmark: OLE_LINK108][bookmark: OLE_LINK14][bookmark: OLE_LINK355][bookmark: OLE_LINK354][bookmark: OLE_LINK110][bookmark: OLE_LINK174]Macrophages, M1 cells, LV-Mφ, LV-rop16Ⅰ/Ⅲ-Mφ, and mixed M1 and M2 cells were cultured in complete DMEM, and total protein was extracted after LPS stimulation for 6 h. The five groups listed above were also co-cultured with Caco-2 cells in transwell chambers. Then, the protein concentration was measured using a BCA protein assay kit (Beyotime, Shanghai, China). According to the assay results, the proteins were separated by standard 10% and 12% SDS polyacrylamide gel electrophoresis. Briefly, the proteins were electrotransferred onto nitrocellulose membranes, which were blocked with skim milk powder, washed with TBST 3 times for 10 min each, incubated with the corresponding primary antibodies, a horseradish peroxide-conjugated secondary antibody and detected using an ECL kit. For detecting protein expression in all groups, the M1 marker iNOS (1:500), and the M2 marker Arg-1 (1:1500) were used. Expression of the apoptotic proteins caspase-3 (1:2000), -8 (1:1500), and -9 (1:1500) was detected in all groups co-cultured with Caco-2 cells for 24 h. Importantly, LV-rop16Ⅰ/Ⅲ-Mφ cells exhibited anti-inflammatory factor protection by producing p-Stat3 (1:1500) and p-Stat6 (1:2000) via the activation of Stat3 (1:1000) and Stat6 (1:1000) signalling. Expression of the target proteins was normalized to that of the internal control mouse housekeeping gene encoding beta-actin (β-actin) (1:4000). HRP-conjugated anti-rabbit and anti-mouse (1:1000-10000) IgG served as the secondary antibodies.

[bookmark: OLE_LINK556]mRNA extraction and qRT-PCR
[bookmark: OLE_LINK350][bookmark: OLE_LINK122][bookmark: OLE_LINK162]Total RNA was extracted from the five groups of cells using TRIzol reagent. The ratio of absorbance at 260 nm and 280 nm was used to assess RNA purity. RNase-free, DNase-treated total RNA was reverse transcribed into cDNA using AMV reverse transcriptase. Real-time RT-PCR was performed with the Light Cycler 480 SYBR Green I Kit (Roche Diagnostics GmbH, Mannheim, Germany) using the gene-specific primers listed in Table 1. All of the experiments were performed following the manufacturer’s instructions. All amplification reactions were performed on a Light Cycler® 480 Instrument with an initial holding step (95 ℃ for 5 min) and 50 three-step PCR cycles (95 ℃ for 15 s, 60 ℃ for 15 s, 72 ℃ for 30 s). β-Actin was used as the normalization control for the evaluation of quantitative RT-PCR. Relative gene expression levels were determined using the 2−ΔΔCt method with Light Cycler 480 software (Roche, version 1.5.0).

ELISA
[bookmark: OLE_LINK94][bookmark: OLE_LINK127]The five groups of cells were separately seeded in 6-well plates (2 × 106 cells per well) and co-cultured with Caco-2 cells in 1 mL of complete culture medium on the apical and basolateral sides at 37 ℃ and 5% CO2 for 24 h, and the cell supernatants were then collected. The inflammatory cytokines TNF-α, IL-1β, IL-6, IL-10, and TGF-β1 were analyzed by ELISA in accordance with the manufacturer’s instructions. The absorbance was measured at 450 nm on an ELISA plate reader.

[bookmark: OLE_LINK752]Flow cytometry assay
[bookmark: OLE_LINK103][bookmark: OLE_LINK102][bookmark: OLE_LINK358][bookmark: OLE_LINK359][bookmark: OLE_LINK114]After co-culture for 24 h, basolateral Caco-2 cells were collected and analyzed for apoptosis. The cells were washed once with cold PBS, and trypsin-EDTA solution was added to each culture group, followed by digestion using complete medium. All cells were washed three times and resuspended in binding buffer. Next, a blank tube containing neither FITC nor PI, a tube containing only 5 μL of Annexin V-FITC and a tube containing only 5 μL of PI were arranged separately. Other tubes contained 5 μL of Annexin V-FITC, 5 μL of PI and the resuspended cells. The cells were subsequently incubated for 15 min at room temperature in the dark and then analyzed by flow cytometry within 1 h. All of the above experiments were performed according to the manufacturer’s instructions.

Statistical analysis
[bookmark: OLE_LINK132][bookmark: OLE_LINK612][bookmark: OLE_LINK62][bookmark: OLE_LINK8][bookmark: OLE_LINK1]All data are presented as the mean ± standard error of the mean (SEM). All experiments were replicated three times with similar results, and analysis was performed using GraphPad Prism software version 5.00 (GraphPad Software, San Diego, CA, United States). Comparison of the same parameters in multiple datasets or more than two groups was done using one-way analysis of variance with statistical significance at P < 0.05.

[bookmark: OLE_LINK141]RESULTS
[bookmark: OLE_LINK130][bookmark: OLE_LINK654]Macrophages stably transfected with LV-rop16Ⅰ/Ⅲ
[bookmark: OLE_LINK135][bookmark: OLE_LINK662][bookmark: OLE_LINK134][bookmark: OLE_LINK416][bookmark: OLE_LINK415][bookmark: OLE_LINK158][bookmark: OLE_LINK142][bookmark: OLE_LINK627][bookmark: OLE_LINK626][bookmark: OLE_LINK139][bookmark: OLE_LINK648][bookmark: OLE_LINK731][bookmark: OLE_LINK414][bookmark: OLE_LINK413][bookmark: OLE_LINK164]LV-rop16Ⅰ/Ⅲ stably transfected macrophages were polarized to M2-like phenotype macrophages. Cells expressing recombinant pEGFP-Lv produced green fluorescence (Figure 1A). We detected the transfection of LV-rop16Ⅰ/Ⅲ-Mφ relative to LV-Mφ by Western blotting. The results showed that LV-rop16Ⅰ/Ⅲ was successfully transferred into macrophages (Figure 1B and C).

[bookmark: OLE_LINK120][bookmark: OLE_LINK177][bookmark: OLE_LINK166][bookmark: OLE_LINK242][bookmark: OLE_LINK241][bookmark: OLE_LINK246]LPS polarized RAW264.7 cells to the M1-like phenotype
[bookmark: OLE_LINK694][bookmark: OLE_LINK265][bookmark: OLE_LINK271][bookmark: OLE_LINK145][bookmark: OLE_LINK124][bookmark: OLE_LINK151][bookmark: OLE_LINK720][bookmark: OLE_LINK719][bookmark: OLE_LINK184][bookmark: OLE_LINK76][bookmark: OLE_LINK147][bookmark: OLE_LINK712][bookmark: OLE_LINK170][bookmark: OLE_LINK285][bookmark: OLE_LINK289][bookmark: OLE_LINK181][bookmark: OLE_LINK117][bookmark: OLE_LINK180][bookmark: OLE_LINK590][bookmark: OLE_LINK591][bookmark: OLE_LINK577][bookmark: OLE_LINK578][bookmark: OLE_LINK579][bookmark: OLE_LINK726][bookmark: OLE_LINK727][bookmark: OLE_LINK695][bookmark: OLE_LINK178][bookmark: OLE_LINK273][bookmark: OLE_LINK269]To explore the optimal time for stimulation of macrophages with 1.0 μg/mL LPS, cells were seeded in 6-well plates at 2 × 10 6 cells per well, and iNOS expression was detected at different time points over 24 h. The appropriate time point for cell and supernatant collection and detection was determined 6 h after LPS stimulation, when iNOS expression was detectable (Figure 2). We subsequently analyzed the relative mRNA expression of M1-like phenotype treated macrophages by qRT-PCR. IL-6 (Figure 3A), IL-1β (Figure 3B), TNF-α (Figure 3C), and iNOS (Figure 3D) expression levels were markedly increased by LPS stimulation relative to normal macrophages. We measured the secretion of proinflammatory cytokines into cell supernatants by ELISA and found that the expression levels of IL-6 (Figure 3E), IL-1β (Figure 3F), and TNF-α (Figure 3G) were consistent with the relative mRNA results. In addition, the NO concentration (Figure 3H) and the iNOS (Figure 4F, H) protein expression were also significantly increased in the M1 inflammatory cell population relative to that in the other groups. No significant differences in any of the inflammatory cytokines stated above were found in the Lv- Mφ and Lv-rop16Ⅰ/Ⅲ-Mφ cells.

M2-like phenotype driven by LV-rop16Ⅰ/Ⅲ-Mφ
[bookmark: OLE_LINK201][bookmark: OLE_LINK196][bookmark: OLE_LINK190][bookmark: OLE_LINK203][bookmark: OLE_LINK87][bookmark: OLE_LINK427][bookmark: OLE_LINK696][bookmark: OLE_LINK697][bookmark: OLE_LINK691][bookmark: OLE_LINK693][bookmark: OLE_LINK428][bookmark: OLE_LINK692][bookmark: OLE_LINK481][bookmark: OLE_LINK480][bookmark: OLE_LINK85][bookmark: OLE_LINK198][bookmark: OLE_LINK489][bookmark: OLE_LINK488][bookmark: OLE_LINK126][bookmark: OLE_LINK220][bookmark: OLE_LINK143][bookmark: OLE_LINK191][bookmark: OLE_LINK806][bookmark: OLE_LINK805][bookmark: OLE_LINK195]Compared with LV-Mφ cells, LV-rop16Ⅰ/Ⅲ-Mφ cells induced the M2-like phenotype in macrophages, which expressed high levels of activated (phosphorylated) Stat3 and Stat6 based on the detection of p-Stat3 (Figure 4A and B) and p-Stat6 (Figure 4A and 4C) by Western blotting. In addition, the protein expression levels of PD-L2 (Figure 4D and E) and Arg-1 (Figure 4F and G), which serve as M2-like phenotype markers, were increased, as determined by Western blotting. qRT-PCR was used to detect the mRNA expression of IL-10 (Figure 5A), TGF-β1 (Figure 5B), and Arg-1 (Figure 5C) in LV-rop16Ⅰ/Ⅲ-Mφ cells, and expression levels were significantly increased compared with that in LV-Mφ cells. The expression levels of IL-10 (Figure 5D) and TGF-β1 (Figure 5E) were also sharply increased in stably transfected LV-rop16Ⅰ/Ⅲ-Mφ cell supernatants relative to LV-Mφ cell supernatants, as determined by ELISA, which was in accordance with the mRNA expression results.

M1 macrophages induced the apoptosis of Caco-2 cells in co-culture
[bookmark: OLE_LINK129][bookmark: OLE_LINK214][bookmark: OLE_LINK205][bookmark: OLE_LINK407][bookmark: OLE_LINK406][bookmark: OLE_LINK179][bookmark: OLE_LINK161][bookmark: OLE_LINK165][bookmark: OLE_LINK484][bookmark: OLE_LINK485][bookmark: OLE_LINK219][bookmark: OLE_LINK211][bookmark: OLE_LINK408][bookmark: OLE_LINK425][bookmark: OLE_LINK424][bookmark: OLE_LINK210][bookmark: OLE_LINK209][bookmark: OLE_LINK397][bookmark: OLE_LINK396][bookmark: OLE_LINK223][bookmark: OLE_LINK492][bookmark: OLE_LINK493][bookmark: OLE_LINK212][bookmark: OLE_LINK763]LPS was used to polarize macrophages to the M1-like phenotype to produce the proinflammatory cytokines TNF-α, IL-6, and IL-1β, which could pass through 0.4-μm pore-size polycarbonate membranes. The LPS-stimulated macrophages were then co-cultured with Caco-2 cells. The results showed that the protein expression of caspase-3 (Figure 6A and B), caspase-8 (Figure 6A and 6C), and caspase-9 (Figure 6A and 6D) was remarkably increased. Furthermore, the expression of apoptotic proteins in Caco-2 cells was significantly increased compared with that in normal macrophages, as determined by Western blotting. No significant difference in the expression of apoptotic proteins was noted between Lv-Mφ and LV-rop16Ⅰ/Ⅲ-Mφ cells. These results are in agreement with those from the flow cytometry assay (Figure 8). M1 macrophage-induced Caco-2 cell apoptosis was observed and compared with that observed during co-culture with Lv-Mφ and LV-rop16Ⅰ/Ⅲ-Mφ cells.
[bookmark: OLE_LINK93]
[bookmark: OLE_LINK152][bookmark: OLE_LINK42]LV-rop16Ⅰ/Ⅲ-Mφ induced downregulation of M1 inflammatory cytokines
[bookmark: OLE_LINK596][bookmark: OLE_LINK595][bookmark: OLE_LINK594][bookmark: OLE_LINK240][bookmark: OLE_LINK494][bookmark: OLE_LINK495][bookmark: OLE_LINK221][bookmark: OLE_LINK461][bookmark: OLE_LINK460][bookmark: OLE_LINK459][bookmark: OLE_LINK208][bookmark: OLE_LINK580][bookmark: OLE_LINK482][bookmark: OLE_LINK483][bookmark: OLE_LINK222][bookmark: OLE_LINK30][bookmark: OLE_LINK587][bookmark: OLE_LINK507][bookmark: OLE_LINK588][bookmark: OLE_LINK506][bookmark: OLE_LINK501][bookmark: OLE_LINK500][bookmark: OLE_LINK491][bookmark: OLE_LINK490][bookmark: OLE_LINK581][bookmark: OLE_LINK582][bookmark: OLE_LINK508][bookmark: OLE_LINK509][bookmark: OLE_LINK510][bookmark: OLE_LINK511][bookmark: OLE_LINK503][bookmark: OLE_LINK502]iNOS protein expression was evident after 6 h of LPS stimulation, and LV-rop16Ⅰ/Ⅲ-Mφ induced the polarization of macrophages to M2 cells. The medium was then removed, and M1 cells were mixed with M2 cells. Analysis of the relative mRNA expression in the M1 and M2 cell suspension by qRT-PCR showed that expression of the proinflammatory factors IL-6 (Figure 3A), IL-1β (Figure 3B) and TNF-α (Figure 3C) was remarkably downregulated in consistence with the ELISA results, and simultaneously, production of iNOS (Figure 3D) and NO (Figure 3H) was dampened compared with that in M1 cells. The caspase-3 (Figure 6A and B), caspase-8 (Figure 6A and C), and caspase-9 (Figure 6A and D) expression was markedly decreased, additionally, iNOS (Figure 7A and B) protein expression was reduced, Arg-1 (Figure 7A and C) and PD-L2 (Figure 7D and E) protein expression was stabilized, in the mixed M1 and M2 cell population compared with that in M1 cells, as determined by Western blotting. These results are consistent with those obtained from the flow cytometry assay (Figure 8). The co-culture of M1 cells with Caco-2 cells resulted in notably increased Caco-2 cell apoptosis and the expression of associated proteins relative to naive RAW264.7 macrophages. However, when M2 cells were added to the M1 suspension in the Caco-2 cell co-culture, Caco-2 cell apoptosis was remarkably ameliorated relative to M1 cells alone in co-culture (Figure 8A and B).

DISCUSSION
[bookmark: OLE_LINK230][bookmark: OLE_LINK1021][bookmark: OLE_LINK1020][bookmark: OLE_LINK1019][bookmark: OLE_LINK1023][bookmark: OLE_LINK1022][bookmark: OLE_LINK1025][bookmark: OLE_LINK1024][bookmark: OLE_LINK1026][bookmark: OLE_LINK1027][bookmark: OLE_LINK1028][bookmark: OLE_LINK1029][bookmark: OLE_LINK1030]Previous investigations and our studies have demonstrated that helminth and helminth-derived products have the ability to suppress the development of IBD, mainly by downregulating Th1 and Th17 responses[33,34]. T. gondii, an intracellular parasite, has a diverse genetic structure. Type Chinese 1 (ToxoDB#9) is the dominant genotype in China according to recent investigations in both animals and human[26,35]. Interestingly, recent studies have revealed that the rhoptry protein ROP16, secreted by type I/III Toxoplasma (ToxoROP16Ⅰ/Ⅲ) as a kinase, directly phosphorylates the Stat3/Stat6 transcription factors by bypassing the requirement for exogenous IL-4 and IL-13 and subverts host cytokine expression profiling during the early stage of innate immunity. ToxoROP16Ⅰ/Ⅲ-induced macrophages have features that resemble those of alternatively activated macrophages, termed M2 cells[24,36]. M2 cells are enriched during Th2 inflammation, such as that occurring during worm infections and asthma, because these immune responses are associated with IL-4 and IL-13 production, eosinophilia, and mucous production driven by Th2-polarized CD4 + T cell responses[37]. Additionally, M2 cells highly express arginase-1, TGF-β1, and IL-10, which have irreplaceable roles in suppressing excessive immune responses, particularly the Th1-dominant response. Thus, we assumed that the parasite-derived effector ToxoROP16Ⅰ/Ⅲ might have potential in ameliorating IBD (such as CD) pathology through downregulating the excessive Th1 and Th17 responses involved in the modulation of experimental pathogenesis of IBD in vitro. The present study aimed to investigate the therapeutic potential of ToxoROP16Ⅰ/Ⅲ as a new strategy in IBD immunotherapy.
[bookmark: OLE_LINK1035][bookmark: OLE_LINK1033][bookmark: OLE_LINK1034][bookmark: OLE_LINK337][bookmark: OLE_LINK366][bookmark: OLE_LINK344][bookmark: OLE_LINK225][bookmark: OLE_LINK275][bookmark: OLE_LINK277][bookmark: OLE_LINK274][bookmark: OLE_LINK280][bookmark: OLE_LINK462][bookmark: OLE_LINK399]Known intestinal mucosal immune abnormalities, mucosal barrier defects, chronic infection, genetic and microbiota environments, and other factors have been associated with the pathogenesis of IBD[3]. In healthy intestinal mucosa, innate and adaptive immunity mechanisms control low-grade inflammation[38,39]. The intestinal microbiota is crucial for maintaining homeostasis of the intestinal tract and mucosa. When the balance or proportion of microbes is broken, or the bacteria become senescent and apoptotic, pyrolytic or macromolecular substances induce epithelial cell damage and produce innate immune and inflammatory reactions that drive the polarization of intestinal giant cells into M1 inflammatory cells and prompt the differentiation of original Th cells into Th1 cells.
[bookmark: OLE_LINK226][bookmark: OLE_LINK367][bookmark: OLE_LINK398][bookmark: OLE_LINK227]The pathogenic basis underlying both CD and UC may be the dysregulation of normal immune responses in the intestinal mucosa[7]. In the local intestinal mucosal environment, secreted cytokines can activate macrophages, DCs, and neutrophils upon T cell activation[40]. In particular, Th1-dominant responses are thought to drive the pathogenesis of CD, while UC is driven by Th2 responses[41]. Activated macrophages are known to play a pivotal role in inducing the subsequent type 1 or type 2 response in adaptive immunity, which may extensively downregulate inflammatory reactions. Thus, immunomodulation may become a novel strategy of immunotherapy for the treatment of IBD.
[bookmark: OLE_LINK429][bookmark: OLE_LINK430][bookmark: OLE_LINK431][bookmark: OLE_LINK232][bookmark: OLE_LINK231][bookmark: OLE_LINK1036][bookmark: OLE_LINK1037][bookmark: OLE_LINK301][bookmark: OLE_LINK294][bookmark: OLE_LINK169][bookmark: OLE_LINK140][bookmark: OLE_LINK187][bookmark: OLE_LINK194]Bacterial moieties, such as LPS and the Th1 cytokine IFN-γ, polarize macrophages towards the M1-like phenotype and promote the expression of numerous proinflammatory mediators. Therefore, we used the LPS-induced polarization of macrophages to M1 cells to activate the classical pathway and induce a Th1 immune response. The results paralleled those obtained from the ELISA cytokine assay with supernatants, Western blotting with cell protein and qRT-PCR. TNF-α, IL-6, and IL-1β proinflammatory cytokine production was remarkably increased. In contrast, M2 macrophages are associated with responses to anti-inflammatory reactions and tissue remodelling, as they express resistin-like-α (also known as Fizz1), Arg-1, chitinase 3, IL-10, and CD206[42-45]. 
[bookmark: OLE_LINK754][bookmark: OLE_LINK605][bookmark: OLE_LINK609][bookmark: OLE_LINK755][bookmark: OLE_LINK756][bookmark: OLE_LINK757][bookmark: OLE_LINK758][bookmark: OLE_LINK759]Several earlier studies suggested that this co-culture model could imitate gut inflammation as seen in an IBD intestine in vitro. Tanoue et al[46] reported that established a gut inflammation in vitro model using intestinal epithelial cell line, Caco-2 cells and LPS stimulated-RAW264.7 cells. Kujawska et al[47], Wu et al[48], and Singh et al[49] and more experimental studies have used RAW264.7/Caco-2 to establish in vitro intestinal inflammation. According to previous research, we used LPS stimulated-RAW264.7 cells co-cultured with Caco-2 cells to establish an inflammatory of IBD in vitro.
[bookmark: OLE_LINK234][bookmark: OLE_LINK235][bookmark: OLE_LINK238][bookmark: OLE_LINK243][bookmark: OLE_LINK1046][bookmark: OLE_LINK1044][bookmark: OLE_LINK1045][bookmark: OLE_LINK312][bookmark: OLE_LINK304][bookmark: OLE_LINK16]Our data suggested that LPS induced the activation of NF-κB in macrophage cells and promoted the generation of proinflammatory M1 cells, in which iNOS, TNF-α, IL-1β, and IL-6 gene expression levels increased, while co-culture with Caco-2 cells in transwell plates increased the expression of the apoptotic proteins caspase-3, caspase-8, and caspase-9. In contrast, ROP16Ⅰ/Ⅲ-transfected macrophages showed phosphorylation and activation of the Stat3/Stat6 transcription factors and a distinctive profile of Arg-1, IL-10, and TGF-β1 expression that was consistent with the reported M2-like phenotype. These macrophages were mixed with M1 inflammatory cells, leading to the downregulation of inflammatory cytokines in M1 cells. 
[bookmark: OLE_LINK363][bookmark: OLE_LINK362][bookmark: OLE_LINK361][bookmark: OLE_LINK1050][bookmark: OLE_LINK1049][bookmark: OLE_LINK249][bookmark: OLE_LINK248][bookmark: OLE_LINK1053]M1 and M2 macrophages can be converted into each other in certain microenvironments, and the transformation of macrophages into different phenotypes regulates the initiation, development and cessation of inflammatory diseases[12,43]. In mixed M1 and M2 cell culture, expression of the proinflammatory cytokines TNF-α, IL-6, and IL-1β was remarkably downregulated when tested by qRT-PCR and ELISA. These cells were then co-cultured with Caco-2 cells, and the expression of apoptotic proteins decreased compared to that in M1 cells when detected by Western blotting and flow cytometry. M2 macrophages downregulated the expression of the inflammatory cytokines produced by M1 cells and hence inhibited the apoptosis of Caco-2 cells.
[bookmark: OLE_LINK1055][bookmark: OLE_LINK1054][bookmark: OLE_LINK255][bookmark: OLE_LINK256][bookmark: OLE_LINK258][bookmark: OLE_LINK253]In this study, we presented additional evidence that the virulence-associated effector ToxoROP16Ⅰ/Ⅲ may induce the skewing of mouse M2 phenotype macrophages, altering cytokine profiles and prompting the differentiation of Th2 cells. Anti-inflammatory cytokines secreted by Th2 cells, such as TGF-β1, IL-4, IL-10, and IL-13, are involved in the humoural immune response, and the balance between Th1 and Th2 cells determines the balance between proinflammatory and anti-inflammatory cytokines. In an ongoing study, novel in vivo approaches are being used to gain further insight into the potential role of ToxoROP16Ⅰ/Ⅲ for IBD treatment. 
Taken together, the experimental results presented herein demonstrated that the expression of NO, iNOS, TNF-α, IL-1β, and IL-6 by M1 cells, which generally accelerate the inflammatory process in IBD pathogenesis. Persistent secretion of the anti-inflammatory cytokines IL-10 and TGF-β1 by M2 cells in the local microenvironment can help maintain physiological status by downregulating the generation of proinflammatory factors, resulting in the alleviation of mucosal epithelium pathology in IBD, which may provide a novel strategy for IBD immunotherapy with parasite-derived effector molecules. 
[bookmark: OLE_LINK650][bookmark: OLE_LINK649]
ARTICLE HIGHLIGHTS
Research background 
Inflammatory bowel disease (IBD) is characterized by chronic and non-specific inflammation of the intestinal mucosa and mainly includes ulcerative colitis and Crohn's disease. The incidence of IBD is increasing, and the disease has gained growing attention due to its substantial impacts on patient quality of life and increased side effects of traditional drugs in the treatment of IBD, so it is important to find new methods to treat IBD.

Research motivation
Toxoplasma ROP16Ⅰ/Ⅲ (ToxoROP16Ⅰ/Ⅲ) induced RAW264.7 polarization to M2 macrophage, down-regulated the M1-associated inflammation response and played a protective role in Caco-2 intestinal epithelial cells. 

Research objectives
.The pathogenesis of IBDs remains unclear and the efficacy of current treatments is uncertain. Toxoplasma ROP16I/III-induced M2 macrophages might provide a promising strategy for the immunotherapy of IBDs using the parasite-derived molecules.

Research methods
ToxoROP16Ⅰ/Ⅲ induced RAW264.7 polarization to M2 macrophage, enhanced the synthesis of arginase-1 (Arg-1), interleukin (IL)-10, transformed growth factor (TGF)-β1, and IL-13, down-regulated the M1-associated inflammation response IL-1β, tumor necrosis factor (TNF)-α, IL-6, nitric oxide (NO), and inducible nitric oxide synthase (iNOS) as shown by quantitative real-time reverse transcriptase polymerase chain reaction. M1 and M2 cells co-cultured with Caco-2 cells through transwell alleviated Caco-2 cell apoptosis and its associated proteins by flow cytometry assay and Western blotting.

Research results
[bookmark: OLE_LINK750][bookmark: OLE_LINK751]M1 cells exhibited dramatically increased production of iNOS, NO, TNF-α, IL-1β, and IL-6, while ToxoROP16Ⅰ/Ⅲ induced macrophage bias to M2 cells in vitro, showing increased expression of Arg-1, IL-10, and TGF-β1 and elevated production of p-Stat3 and p-Stat6. The M2 mixed with M1 cell culture downregulated the production of iNOS, NO, TNF-α, IL-1β, and IL-6 by M1 cells, resulting in apoptotic alleviation of Caco-2 cells.

Research conclusions
ToxoROP16Ⅰ/Ⅲ-induced macrophages with an M2 phenotype inhibited the apoptosis of Caco-2 cells caused by lipopolysaccharide macrophage stimulation. These findings may be helpful for gaining a better understanding of the underlying mechanism and may represent a promising strategy for a novel immunotherapy against IBD.

Research perspectives
[bookmark: OLE_LINK614][bookmark: OLE_LINK613]ToxoROP16Ⅰ/Ⅲ may be a new method for the treatment of IBD, and there are few side effects in the course of treatment. It will become another new aspect of study in the treatment of IBD.
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[bookmark: OLE_LINK723][bookmark: OLE_LINK701][bookmark: OLE_LINK732][bookmark: OLE_LINK154][bookmark: OLE_LINK144][bookmark: OLE_LINK736][bookmark: OLE_LINK724][bookmark: OLE_LINK119]Figure 1 Stable transfection of RAW264.7 cells with LV-rop16Ⅰ/Ⅲ recombinant lentivirus. A: Fluorescence microscopy was used to observe the expression of green fluorescent protein in macrophages, Lv-Mφ and Lv-rop16Ⅰ/Ⅲ-Mφ cells stably transfected with recombinant lentivirus. B: Macrophages, Lv-Mφ, and Lv-rop16Ⅰ/Ⅲ-Mφ stably-transfected cells were analyzed by Western blotting. C: Statistical analysis of protein expression in Lv-rop16Ⅰ/Ⅲ-Mφ cells relative to non-transfected macrophages and mock Lv-Mφ by Western blotting. aP<0.001 vs Mφ. Mφ: Macrophages; LV-Mφ: Lentivirus transfer into macrophages; LV-rop16Ⅰ/Ⅲ-Mφ: Lentivirus-rop16Ⅰ/Ⅲ transfer into macrophages. 



[image: ]
[bookmark: OLE_LINK734][bookmark: OLE_LINK639]Figure 2 Lipopolysaccharide polarized to M1 cells. Protein was extracted from M1 cells at different time intervals over 24 h. iNOS expression was significantly increased at 6 h. iNOS: Inducible nitric oxide synthase.
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[bookmark: OLE_LINK640][bookmark: OLE_LINK567][bookmark: OLE_LINK200][bookmark: OLE_LINK740][bookmark: OLE_LINK22]Figure 3 The proinflammatory cytokines produced by M1, and mixed M1 and M2 cells. A-D: The mRNA expression levels of interleukin (IL)-6, IL-1β, tumour necrosis factor (TNF)-α, and iNOS were significantly increased in M1 cells by quantitative real-time reverse transcriptase polymerase chain reaction. Levels were normalized to those of β-actin. E-G: E-G: Expression of IL-6, IL-1β, and TNF-α was remarkably increased in the M1 cells in comparison with the control when examined by ELISA. D: The relative mRNA expression of iNOS was also increased in the M1 cell group. H: The nitric oxide (NO) was upregulated relative to normal macrophages as measured by the Griess method. The production of proinflammatory cytokines was markedly decreased in mixed M1 and M2 cells compared with M1 cells. The NO was measured by the Griess method. aP < 0.001 vs Mφ; bP < 0.001 vs lipopolysaccharide + Mφ. iNOS: Inducible nitric oxide synthase; NO: Nitric oxide; IL: Interleukin; LPS: Lipopolysaccharide; LV- Mφ: Lentivirus transfer into macrophages; LV-rop16Ⅰ/Ⅲ- Mφ: Lentivirus-rop16Ⅰ/Ⅲ transfer into macrophages.
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[bookmark: OLE_LINK521][bookmark: OLE_LINK522][bookmark: OLE_LINK537][bookmark: OLE_LINK745][bookmark: OLE_LINK761][bookmark: OLE_LINK739]Figure 4 Western blotting analysis for the detection of M1 and M2 cell signatures. A-C: LV-rop16Ⅰ/Ⅲ polarized macrophages to M2 cells via the phosphorylation of Stat3 and Stat6. The expression of p-Stat3 and p-Stat6 was significantly elevated in M2 cells relative to normal macrophages. D and E: The expression of PD-L2 (33 kDa) was obviously increased in M2 cells while Lv-Mφ was significantly increased in M1 cells relative to macrophages. F-H: The expression of Arg-1 was obviously increased in M2 cells while iNOS was significantly increased in M1 cells relative to macrophages. aP < 0.01 vs Lv-Mφ; bP < 0.001 vs Lv-Mφ; cP < 0.001 vs Mφ. Stat3: Signal transducer and activator of transcription 3; Stat6: Signal transducer and activator of transcription 6; p-Stat3: Phosphorylate signal transducer and activator of transcription 3; p-Stat6: Phosphorylate signal transducer and activator of transcription 6; iNOS: Inducible nitric oxide synthase; PD-L2: Programmed death ligand-2; Arg-1: Arginase-1; Mφ: Macrophages; LPS: Lipopolysaccharide; LV-Mφ: Lentivirus transfer into macrophages; LV-rop16Ⅰ/Ⅲ-Mφ: Lentivirus-rop16Ⅰ/Ⅲ transfer into macrophages.
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[bookmark: OLE_LINK641][bookmark: OLE_LINK674][bookmark: OLE_LINK568][bookmark: OLE_LINK744][bookmark: OLE_LINK737][bookmark: OLE_LINK733]Figure 5 Cytokine expression was detected in M2 eclls and mixed M1 and M2 cells. A-C: The relative mRNA expression of interleukin (IL)-10, transforming growth factor (TGF)-β1 and Arg-1 in M2 cells was markedly upregulated in Lv-rop16Ⅰ/Ⅲ-Mφ cells relative to LV-Mφ cells, while the production of cytokines was increased in mixed M1 and M2 cells relative to M1 cells. D and E: The culture supernatants were collected and analyzed by ELISA for IL-10 and TGF-β1, consistent with the result of relative mRNA. aP < 0.05 vs lipopolysaccharide (LPS) + Mφ; bP < 0.001 vs LPS + Mφ; cP < 0.01 vs Lv-Mφ, dP < 0.001 vs Lv-Mφ. Mφ: Macrophages; LV-Mφ: Lentivirus transfer into macrophages; LV-rop16Ⅰ/Ⅲ-Mφ: Lentivirus-rop16Ⅰ/Ⅲ transfer into macrophages.
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[bookmark: OLE_LINK675][bookmark: OLE_LINK698][bookmark: OLE_LINK747]Figure 6 Caco-2 cell apoptosis was restrained by M1 cells mixed with M2 cells. Lipopolysaccharide (LPS)-induced macrophages with the M1-like phenotype were co-cultured with Caco-2 cells. A-D: Western blotting indicated that the expression of caspase-3, caspase-8, and caspase-9 was significantly increased in M1 cells compared to normal macrophages. M1 cells and M2 cells were co-cultured with Caco-2 cells, the expression levels of apoptosis-associated proteins were significantly reduced compared to the M1 cell group. The above proteins were detected by Western blotting, and the data were analyzed by grey values. aP < 0.01 vs Mφ; bP < 0.01 vs LPS + Mφ; cP < 0.001 vs Mφ, dP < 0.001 vs LPS + Mφ. Mφ: Macrophages; LV-Mφ: Lentivirus transfer into macrophages; LV-rop16Ⅰ/Ⅲ-Mφ: Lentivirus-rop16Ⅰ/Ⅲ transfer into macrophages; LPS: Lipopolysaccharide.
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[bookmark: OLE_LINK722][bookmark: OLE_LINK681][bookmark: OLE_LINK749][bookmark: OLE_LINK748][bookmark: OLE_LINK746]Figure 7 M2 cells reduced iNOS expression in M1 inflammatory macrophages. LV-rop16Ⅰ/Ⅲ-induced M2-like macrophages restricted the production of iNOS in M1 cells. A and B: The iNOS level was downregulated in mixed M1 and M2 cells relative to that in M1 cells. A, C-E: Arg-1 and PD-L2 expression was higher in M2 cells than in Lv-Mφ cells. The above proteins were detected by Western blotting, and the data were analyzed by grey values. aP < 0.05 vs lipopolysaccharide (LPS) + Mφ; bP < 0.01 vs Mφ; cP < 0.001 vs Lv-Mφ, dP < 0.001 vs LPS + Mφ. iNOS: Inducible nitric oxide synthase; PD-L2: Programmed death ligand-2; Arg-1: Arginase-1; Mφ: Macrophages; LPS: Lipopolysaccharide; LV-Mφ: Lentivirus transfer into macrophages; LV-rop16Ⅰ/Ⅲ-Mφ: Lentivirus-rop16Ⅰ/Ⅲ transfer into macrophages.
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Figure 8 M1 cells mixed with M2 cells lead to reduction of Caco-2 cell apoptosis in co-culture. A: M1 cells co-cultured with Caco-2 cells for 24 h induced higher Caco-2 cell apoptosis relative to normal macrophages, as detected by FCM. A and B: M1 cells mixed with M2 cells in the co-culture system resulted in a notable decrease in Caco-2 cell apoptosis M1 cells. aP < 0.001 vs Mφ; bP < 0.001 vs lipopolysaccharide + Mφ. Mφ: Macrophages; LPS: Lipopolysaccharide; LV- Mφ: Lentivirus transfer into macrophages; LV-rop16I/III - Mφ: Lentivirus-rop16I/III transfer into macrophages; LPS: Lipopolysaccharide.
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