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Reagents
Unless otherwise stated, all reagents were obtained from Sigma Aldrich or Carl Roth. Retro-2 (catalog no. 554715) was purchased from Calbiochem.

Table: Plasmids
	Expressed insert
	Plasmid name
	Provider
	Reference

	eGFP
	peGFP-C1
	Invitrogen
	

	Rab11A-eGFP
	peGFP-Rab11A
	Zerial, M. 
	[1]

	YFP-Rab3D WT
	peYFP-C1-Rab3D 
	Gerke, V.
	[2]

	YFP-Rab3D T35N
	peYFP-C1-Rab3DT35N
	Gerke, V.
	[2]

	VCP-eGFP
	VCP(wt)-EGFP
	Addgene: 23971
	[3]

	eGFP-SYNGR2
	peGFP- cellugyrin
	Kandror, K.V.
	[4]

	YFP-STIM2
	pEX-CMV-SP-YFP-STM2(15-746)
	Addgene:18862
	[5]

	eGFP-DHCR7
	pEYFP-human DHCR7
	Herrmann, H. 
	[6]

	eGFP-Rootletin
	pEGFP Rootletin
	Addgene: 41166
	[7]

	eGFP-Rac1
	pcDNA3-EGFP-Rac1(wt)
	Addgene: 13719
	[8]

	eGFP-HSPB1
	pEGFP-hsp27 wt FL
	Addgene: 17444
	[9]

	pEGFP-Fis1
	pEGFP-Fis1
	Jendrach, M. 
	[10]

	mEmerald-ILK
	mEmerald-ILK-C-14
	Addgene: 54126
	-

	eGFP-Rab35
	GFP-Rab35 WT
	Addgene: 47424
	[11]

	UBXN6-mCherry
	pIRESpuro2-UBXD1-mCherry
	Addgene: 31835
	-

	GFP-TFR
	pBa.TfR.GFP
	Addgene: 45060
	[12]

	GFP-Syntaxin7
	pMRXIP GFP-Stx7
	Addgene: 45921
	[13]

	Cofilin-1-eGFP
	pEGFP-N1 human cofilin WT
	Addgene: 50859
	[14]

	eYFP-mPIK3R2
	pEYFP-C1-p85beta (mouse)
	Addgene: 1408
	-

	GFP-HSPA8
	pcDNA5/FRT/TO GFP HSPA8
	Addgene: 19487
	[15]

	Rab8A-eGFP
	pEGFP_Rab8a
	Addgene: 31803
	[16]

	HIS-FLAG-HA-YTH
	pFRT/TO/HIS/FLAG/HA-YTHDF2
	Addgene: 38089
	[17]

	mFLII-HA
	pcDNA-Flightless-1-LRR-HA (mouse)
	Addgene: 21151
	[18]

	FLAG-PKM2
	pWZL Neo Myr Flag PKM2
	Addgene: 20585
	[19]

	Syntaxin4-MYC
	Syntaxin4-myc-myc-His
	Addgene: 12377
	[20]

	FLAG-mArginase1
	pcDNA3.1-mArg1-Flag
	Addgene: 34574
	-

	eGFP-VPS35
	pEGFP-C1-VPS35
	Seaman, M. N.
	[21]

	eGFP-SNX3
	pEGFP-C1-SNX3
	Seaman, M.N
	[22]

	eGFP-SNX2
	pEGFP-C1-SNX2
	see molecular cloning

	eGFP-SNX5
	pEGFP-C1-SNX5
	see molecular cloning

	eGFP-SNX6
	pEGFP-C1-SNX6
	see molecular cloning

	eGFP-SNX12
	pEGFP-C1-SNX12
	see molecular cloning



Chlamydial infections and stock solutions
Chlamydia stock solutions were prepared as described previously [23]. All standard infections were done in DMEM (Gibco, 4.5 g/l glucose) supplemented with 1 mM sodium pyruvate containing 5 % FCS (Biochrom) at 35°C, using half the culture volume. Infected cells were washed and incubated with fresh infection medium (standard culture volume) at two hours p.i. 

Reinfection assay
Numbers of infectious EBs were determined as described before [24]. Treated or mock treated cells were infected with the indicated MOI, the cells lysed after the indicated time point using glass beads and 3 minutes of vortexing in 15 ml plastic tubes. Newly formed IFU were titrated as follows: HeLa cells were seeded into 24 well cell culture plates which were prepared with glass cover slips and grown to 80 % confluency. Cells were infected with serial dilutions of lysates for 24 h, before fixation with 2 % paraformalydehyde (PFA) in PBS for 30 min at RT. Fixed cells were immunostained for bacterial heat shock protein 60 (Hsp60). Inclusions in 10 fields of view (FOV) were counted in the appropriate dilution (10-50 per FOV) with a Zeiss Axiovert 40 inverted microscope using the ID Plan Neofluar 40x/0.6 objective. Inclusions per FOV were transformed into inclusion forming units (IFU) per ml. In time course analyses, samples of different time points were frozen at -80°C before processing for titration in batch. This significantly reduces viable progeny and therefore precludes comparison to directly titered experiments.


Area and number of inclusions
Treated or mock treated cells were infected with MOI 0.5. Cells were fixed with 2 % PFA in PBS after the indicated amount of time. Immunostaining was performed against bacterial Hsp60 and epifluorescence images were randomly taken at an AxioVert 40 inverted microscope (Zeiss). A script in ImageJ software was used to count the numbers and measure the area of inclusions. The scripts were slightly different for 24 h and 48 h p.i.


Script for 24 h inclusions: 

run("Enhance Contrast", "saturated=0.01");  //contrast of the image adjusted to 1% of pixels saturated
run("Gaussian Blur...", "sigma=3"); //Gaussian blur to blur noise
run("8-bit");
run("Subtract Background...", "rolling=50"); //removal of noise using rolling circle
run("Auto Local Threshold...", "method=Bernsen radius=20 parameter_1=0 parameter_2=0 white"); //Local auto threshold to binarily define inclusion area
run("Options...", "iterations=1 count=1 black edm=Overwrite do=Nothing"); //set options for “Fill Holes” function
run("Fill Holes"); //Fill holes 
run("Watershed"); //separate partly joined particles
run("Analyze Particles...", "size=50-Infinity pixel circularity=0.5-1.00 show=Outlines display clear summarize in_situ"); //count particles and their area



Script for 48 h inclusions 

run("Enhance Contrast", "saturated=0.1"); //contrast of the image adjusted to 1% of pixels saturated
run("Subtract Background...", "rolling=1 create sliding"); //used “Subtract Background” function to create a blurred image instead of Gaussian blur
run("8-bit");
run("Auto Local Threshold...", "method=Bernsen radius=30 parameter_1=0 parameter_2=0 white"); //Local auto threshold to binarily define inclusion area
run("Options...", "iterations=1 count=1 black edm=Overwrite do=Nothing"); //set options for “Fill Holes” function
run("Fill Holes"); //Fill holes
run("Watershed"); //separate partly joined particles
run("Analyze Particles...", "size=400-Infinity pixel circularity=0.6-1.00 show=Outlines display clear summarize in_situ"); //count particles and their area

Recovery assay
HeLa cells were infected and treated with the indicated compound from 8 h p.i (Retro-2) or 24 h (Penicillin G sodium salt) until 48 h p.i. Samples for each treatment were taken and stored at -80°C for IFU determination. The cells were then washed three times with fresh infection medium and incubated until 96 h p.i.to allow for recovery of the bacteria before harvest for IFU determination. All samples of a replicate were processed in batch for IFU determination as described. 

Quantitative PCR
For determination of the relative bacterial genome copy number of Retro-2 and DMSO treated cells by quantitative PCR (qPCR), primers to amplify a 78 bp region of the chromosomal GroEL2 gene were used, similar to what was published earlier [25], but with slightly different primer sequences (forward primer: 5’ CATGCTGTGTGGGATTTTGG 3’, reverse primer: 5’ CTGGCTATATTCTACCGTTCCTGTTT 3’). Identical cell numbers were used for all samples and DNA was extracted using the DNeasy Blood and Tissue kit (Qiagen) according to manufacturer’s instructions.
To quantify the relative bacterial genome copy number in siRNA experiments, primers to amplify a region of the 16S rRNA locus were used as published previously [26] (forward primer : 5’ CCGCCAACACTGGGACT 3’, reverse primer: 5’ GGAGTTAGCCGGTGCTTCTTTAC 3’). The cells were lysed by vortexing 3 min with glass beads and DNA was extracted by boiling at 95°C for 20 minutes, followed by 10 minutes centrifugation at 500 x g, 4° C to remove cellular debris. 
 QPCR was performed on a MX3000 thermocycler (Stratagene) using the QuantiTect SYBR Green (Qiagen) kit according to manufacturer’s instructions. Relative genome copy numbers were calculated by assuming [fold difference =2ΔCt].


siRNA (small interfering RNA) mediated knockdowns
For specific knockdown of target host cell proteins, HeLa cells were transfected with target specific siRNAs as published [27]. Briefly, cells were grown in 12 well plates to around 80 % confluency and transfected with a total of 80 pmol siRNA (approximately 1 µg). The siRNA was dissolved in 100 µl Qiagen RNAi transfection buffer followed by addition of 6 µl RNAi Fect transfection reagent (Qiagen) and incubation for 20 minutes at room temperature (RT) to allow formation of Liposomes. Cells were washed once and incubated with 600 µl fresh media before dropwise addition of the siRNA transfection mixture. Cells were grown for 72 h before starting experiments and successful knockdown was assessed by western blot. The following pooled siRNAs were used:

Table: siRNAs
	Target
	Sequence (5’ to 3’)
	Manufacturer
	Reference/ Catalog Nr.

	All Stars
	Not publicly available
	Qiagen
	SI03650318

	Luciferase
	AACUUACGCUGAGUACUUCGA
	Qiagen
	[27]

	SNX1
	CGCGGTGGTCAGTAAACATCA
	Qiagen
	Hs_SNX1_1, SI00047775

	SNX1
	CTCGGGTGACTCAATATGAAA
	Qiagen
	Hs_SNX1_2, SI00047782

	SNX2
	TGCTCCTAGAATTGAATCAAA
	Qiagen
	Hs_SNX2_6, SI04190907

	SNX2
	TAGGTAATTCTGAGGATCATA
	Qiagen
	Hs_SNX2_7, SI04206475

	SNX2
	CTGCCTAGAGCAGTTAATACA
	Qiagen
	Hs_SNX2_8, SI04258394

	SNX5
	ACAGGTATATATGGAAACAAA
	Qiagen
	Hs_SNX5_1, SI00729015

	SNX5
	CCCGACTTTGATGGTCCTCGA
	Qiagen
	Hs_SNX5_6, SI03184342

	SNX5
	CCCGTAGTTCGTCTTTAGTTA
	Qiagen
	Hs_SNX5_7, SI03186190

	SNX6
	GCCACTCTTATTTACCTTTAA
	Qiagen
	Hs_SNX6_7, SI02644698

	SNX6
	CCGAAACTTCCCAACAATTAT
	Qiagen
	Hs_SNX6_8, SI02644705




Molecular cloning
Standard molecular cloning techniques were performed. For preparation of cDNA, the QuantiTect Reverse Transcription kit (Qiagen) was used according to manufacturer’s instructions. Transcripts were amplified from cDNA by PCR using Phusion Polymerase (NEB) and specific oligonucleotide primers that contained restriction enzyme cleavage sites. Where necessary, DNA was directly cleaned up or gel purified or using the Wizard SV kit (Promega) according to manufacturer’s instructions. DNA restriction digests were performed according to manufacturer’s instructions with standard digest duration of 3 h at 37 °C for both vector and insert using enzymes from NEB. Ligations using T4 DNA ligase (NEB) were performed for 3 h at 16°C with an equimolar vector to insert ratio and a total amount of 50 ng DNA in 10 µl reaction volume, followed by clean up using the Wizard SV kit (Promega). Plasmid DNA was extracted from transformed E. coli using Plasmid Mini kit or Plasmid Midi kit (Qiagen) according to manufacturer’s instructions. All final constructs were verified by Sanger sequencing using Big Dye (Applied Biosciences) according to manufacturer’s instructions by the in house sequencing facility of the Robert Koch Institute (RKI), Berlin. The following primer pairs were used for cloning of the indicated inserts into the peGFP-C1 backbone (Invitrogen): 

Table: Oligonucleotide primers for cloning
	Expressed insert
	Restriction site
	Primer sequence (5' to 3')
	Direction

	eGFP-SNX2
	EcoRI
	gaatGAATTCAATGGCGGCCGAGAGGGAAC
	Forward

	
	SalI
	gttaGTCGACCTAGGCAATGGCTTTGGCTTC
	Reverse

	eGFP-SNX5
	EcoRI
	cttaGAATTCAATGGCCGCGGTTCCCGAG
	Forward

	
	SalI
	caatGTCGACTCAGTTATTCTTGAACAAGTCAATACAGC
	Reverse

	eGFP-SNX6
	XhoI
	gataCTCGAGGCGCCTGCGCCGGCCCTCGCCTC
	Forward

	
	BamHI
	ctatGGATCCATTTAACACTGCCAGGCAGTTC
	Reverse

	eGFP-SNX12
	HindIII
	atctaaagcttcgTCGGACACGGCAGTAGCTGATAC
	Forward

	
	Kpn
	tatggtaccCTACTGGCGCACCTTCCCCGG
	Reverse



SDS-PAGE
Standard discontinuous sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE) was performed according to Lämmli et al. For samples containing Percoll, protein extract was prepared by addition of 6 x SDS-PAGE loading buffer, heating to 95 °C for 5 minutes, followed by pelleting insoluble material and Percoll at 20’000 x g for 10 minutes. Whole cell extracts were prepared by washing cells twice in well with cold PBS and direct addition of 100 µl 1 x SDS-PAGE loading buffer per 106 cells. Protein extract was heated to 95°C for 5 minutes and insoluble material pelleted by centrifugation at 20’000 x g for 10 minutes. Equal cell numbers corresponding to 15-20 µg protein were used for western blot. 

Western blot and immunodetection
Proteins separated by SDS-PAGE were transferred to a Immobilon-P polyvinylidene difluoride (PVDF) membrane (Millipore) either by semi dry blot in a Trans-Blot SD semi-dry transfer cell (BioRad) or by wet blot in a Mini-Protean Tetra electrophoresis cell (BioRad) according to manufacturer’s instructions. After transfer, the PVDF membrane was incubated in Tris buffered saline supplemented with tween and 3 % milk (TBST-M) for 1 h at RT, followed by incubation with the primary antibody over night at 4 °C or for 3 h at RT on a rotating mixer. The membrane was washed 3 x 10 min with TBS-T followed by incubation with a species specific horse radish peroxidase linked secondary antibody (Amersham Biosciences) for 1 h at RT. The membrane was washed again (3 x 10 min) with TBS-T before the antibody was detected by enhanced chemiluminescence (ECL) using the ECL Plus kit (Pierce) to expose an X-ray film (Kodak). The film was developed in a Citrix 60 developer (Agfa) and scanned on a Scanjet G4050 flatbed scanner (Hewlett Packard) for digitalization.
Polyclonal mouse or rabbit anti-IncG antibody was produced by immunization of mice or rabbits, respectively. For immunization, the C-terminal cytoplasmic fragment of IncG (V91-F167) fused to Schistosoma japonicum glutathione S-transferase (GST) was used. All animal handling was performed by Biogenes, Berlin. The antigen was produced in Escherichia coli BL21 (Merck) using the pGEX-3X N-terminal GST expression vector (GE Healthcare). Cloning was done by using EcoRI and BamHI restriction sites in E.coli DH5α (Invitrogen). The following primers were used: forward: 5’-CGCGGGATCCTAGTTGTAAAAAGAGATCACCTGAAG-3’; reverse: 5’- CCGGGAATTCATGTCATCCTTAGAAGGAG-3’. GST-IncG fusion protein was expressed and purified using Glutathione HiCap Matrix slurry (Qiagen) according to manufacturer’s instructions. IncG-specific antibodies were directly used from animal sera.

	Table: Primary antibodies
	
	

	Antigen
	From species
	Source
	Catalog Nr. 

	SNX1
	mouse
	BD Bioscience
	611482

	SNX2
	mouse
	BD Bioscience
	611308

	SNX5
	rabbit
	Abcam
	ab180520

	SNX6
	goat
	Santa Cruz
	sc-8679

	VPS35
	goat
	Imgenex
	IMG-3575

	VPS35
	mouse
	Abcam
	ab57632

	CI-M6PR
	mouse
	AbD seroTec
	MCA2048

	IncA 
	rabbit
	In house
	[28]

	IncG
	rabbit
	In house
	

	IncG
	mouse
	In house
	

	GAPDH
	mouse
	Pierce
	MA5-15738

	Sam68
	mouse
	Santa Cruz
	sc-1238

	Hsp60
	mouse
	Enzo Life Sciences
	ALX-804-072

	Hsp60
	mouse
	Enzo Life Sciences
	ALX-804-071

	COXI
	mouse
	Santa Cruz
	sc-58347

	GRP94
	mouse
	GeneTex
	40016

	p62
	mouse
	BD Biosciences
	610497

	LAMP-1
	mouse
	BD Biosciences
	611042

	Bcl-2
	mouse
	BD Biosciences
	610538

	Annexin II
	mouse
	BD Biosciences
	610068

	ß-actin
	mouse
	Sigma
	A5441

	MOMP
	mouse
	[29]
	

	STIM1
	mouse
	BD Biosciences
	610954

	Sec22b
	rabbit
	Synaptic Systems
	186 003

	SQSTM1
	mouse
	abnova
	H00008878-M01

	HA-probe (Y-11)
	mouse
	Santa Cruz
	sc-805

	ANTI-FLAG M2
	mouse
	Sigma 
	F3165

	Anti-myc
	mouse
	Santa Cruz
	sc-40



	Table: Secondary antibodies
	
	

	Name
	Use
	Manufacturer

	ECL anti-mouse IgG, HRP conjugated 
	WB
	Amersham Biosciences

	ECL anti-rabbit IgG, HRP conjugated 
	WB
	Amersham Biosciences

	Cy2: Goat anti-mouse IgG
	IF
	Dianova

	Cy2: Goat anti-rabbit IgG 
	IF
	Dianova

	Cy3: Goat anti-mouse IgG 
	IF
	Dianova

	Cy3: Goat anti-rabbit IgG 
	IF
	Dianova

	Cy5: Goat anti-mouse IgG 
	IF
	Dianova

	Alexa Fluor 488: goat anti mouse IgG
	IF
	Dianova

	Alexa Fluor 647: goat anti rabbit IgG
	IF
	Dianova

	MACS goat anti-rabbit IgG micro-beads
	MACS
	Miltenyi



Immunostaining
Indirect immunofluorescence staining was performed as described [30]. For live cells microscopy, cells were seeded onto glass-bottom live cell dishes (ibidi µ dishes) and treated as indicated before imaging. Immunostained samples and live cell samples were analyzed on a Zeiss LSM 780 LSCM equipped with Zeiss Zen software. Images were processed with Adobe Photoshop CS6 for image corrections (brightness, contrast, intensity) where necessary.

Inclusion counting
Inclusions in HSMG lysis buffer were counted by hand on a Zeiss Axiovert 40 phase contrast microscope using KOVA Glasstic 10 slides (Hycor). Visually intact inclusions were identified by eye by a characteristic halo surrounding the spheres in solution. No size exclusion was performed, counted inclusion diameters ranged from approximately 3 to 15 µm. At least five fields were counted for each sample with a minimum of 50 counted inclusions in total. 

Small scale isolations for validations by confocal microscopy
Two wells of a six well plate (3 x 106 cells) were each transfected with 1 µg of the respective plasmid using Lipofectamine2000 as described above. 4 hours after transfection, cells were infected with MOI = 2 for 24 h. After removal of the media, cells were washed with PBS, followed by a wash with HSMG buffer. The cells were then scraped into 2 ml lysis buffer containing 33 % Percoll and lysed by 13 passages in a ball homogenizer (Isobiotec) using 16 µm clearance. The lysate was split into two 2 ml tubes and each taken to 1.6 ml. The lysate was then centrifuged at 19´000 x g for 55 minutes at 4°C in a R5417R centrifuge (Eppendorf). The top 1 ml was removed and the lower fractions pooled, diluted 1:2 with HSMG and spun down at 1500 x g for 10 minutes on a Poly-D-Lysine coated live cell dish (ibidi) for microscopic analysis.

Immunofluorescence of isolated inclusions
Inclusions were centrifuged (1200 x g for 10 minutes) on Poly-D-Lysine coated live cell dishes. The specimen was fixed with 4 % PFA in HSM (HSMG without EGTA) buffer and the dish incubated over night at 4°C. The buffer was exchanged with PBS and IF was performed in well essentially as described for whole cells.

Transmission electron microscopy (TEM)
For TEM of isolated inclusions, freshly isolated inclusions were centrifuged (1200 x g, 10 minutes) on Poly-D-Lysine coated live cell dishes (ibidi µ-dish). The specimen was fixed with 4 % PFA in HSM buffer and the dish incubated at RT for 1h. The buffer was exchanged with glutaraldehyde fixation solution (2.5 % glutaraldehyde, 50 mM HEPES) and incubated at 4°C overnight. The samples were post-fixed in 1 % osmium tetroxide followed by dehydration through a series of increasing ethanol concentrations. The samples were infiltrated with acetone before embedding in epon. Embedded samples were polymerized for 48 h at 60 °C.
[bookmark: _GoBack]For morphology assays, infected cells were treated as indicated (see Fig 6E) in six well plates and fixed with glutaraldehyde (2.5 % in 50 mM HEPES) for 2 h at room temperature, harvested by scraping and embedded in low-melting point agarose. Samples were post fixed with osmium tetroxide (1% in distilled water) followed by tannic acid (0.1 % in 50 mM HEPES) and block contrasting with uranyl acetate (2% in distilled water). Dehydration was done by incubation in a stepwise-graded ethanol series. Finally, samples were embedded in epon resin which was polymerized for 48 h at 60 °C. Pictures were taken from each sample at randomly selected positions as described below. The morphology of the bacteria was assessed by manual counting of at least 500 bacteria per experimental treatment. Ultra-thin sectioning of epon-embedded samples was performed using a Leica UC7 ultramicrotome and sections were stained with uranyl acetate and lead citrate to increase contrast. The sections were examined using a FEI Tecnai12 transmission electron microscope operated at 120 kV. Digital images were taken with an OSIS Megaview III CCD camera. 

SILAC labeling of HeLa cells
HeLa cells were labeled by culturing for 6 passages in SILAC DMEM (Dulbecco’s modiﬁed Eagle's medium, PAA) containing either isotope labeled (13C615N4 L- arginine, 13C615N2 L-Lysine ) or unlabeled (12C614N4 L-arginine, 12C614N2 L-Lysine) L-lysine (96 mg/l) and L-arginine (42 mg/l) and 10 % dialyzed FCS (dFCS, Biochrom). To reduce metabolic proline to arginine conversion due to oversupply of arginine in the growth medium [31], the concentration of L-arginine and L-lysine was titrated to conditions where the growth rate of cells was equal to standard DMEM concentrations over 10 passages. Complete incorporation of isotope labeled amino acids was assessed by LC-MS/MS of tryptic peptides. Incorporation of heavy labeled amino acids to peptides was above 98 % (average) with 88 % of peptides appearing only in the heavy labeled state. Complete labeling was therefore assumed for all bioinformatic purposes.
SILAC MACS inclusion isolation
SILAC labeled cells were thawed and passaged for a maximum of 4 passages and cultured in the appropriate media containing 10 % dFCS with growth conditions and handling equal to normal cell culture. For infections, cells were washed with SILAC DMEM, and infected with C. trachomatis L2 at an MOI of 4 for 24 h at 35 °C in SILAC DMEM supplemented with 5 % non-dialyzed FCS (infection, H label) or 5 % dialyzed FCS (mock controls, L label) and the appropriate amino acids using half the culture volume of media. The inoculum was replaced with fresh infection media (standard volume) after washing once with SILAC DMEM at 2 h p.i.
Inclusions were isolated as described above but 6 x 107 infected cells were mixed with the same amount of mock infected cells before lysis. The protocol was carried out in twice the volume (32 ml total gradient volume) and 2 x 6 ml crude inclusions were loaded on one column before washing with 3 x 12 ml HSMG. 
Isolated inclusions were concentrated to 30 µl by spinning down at 1200 x g for 10 minutes. Inclusion samples were prepared for LC-MS/MS by FASP. 10 % of the sample was used for direct injection after desalting by STAGE tip. The remaining peptides were separated by strong anion exchange chromatography into 6 fractions before desalting by STAGE tip followed by LC-MS/MS as described below. 

Sample preparation by FASP and peptide pre-fractionation
For sample preparation for LC-MS/MS of both whole cell lysates and isolated inclusions the FASP procedure was used essentially as previously described [32]. For tryptic digests, sequencing grade modified trypsin (Promega) was used. For desalting of tryptic peptides Stop and Go extraction (STAGE) were used as previously described [33,34], using Empore C18 disks (3M).
Where indicated, tryptic peptides were fractionated into six fractions using strong anion exchange (SAX) chromatograhy in STAGE tip format as previously described [32,35]. In brief, SAX tips were prepared by stacking six layers of Empore Anion Exchange disks (3M) in a 200 µl pipet tip. The peptide solution was diluted with Britton and Robinson universal buffer (BR, 20 mM acetic acid, 20 mM phosphoric acid, 20 mM boric acid) at pH 11 before assembling the conditioned SAX tip into a freshly conditioned STAGE tip. The peptide solution was then loaded by centrifugation at 3000 x g for 1 min followed by a wash with 100 µl BR at pH 11. The STAGE tip was replaced and the SAX fractions were eluted subsequently with BR at pH 8, 6, 5, 4 and 3 into individual STAGE tips. STAGE tips were washed with 50 µl 0.1 % TFA before elution with 60 % ACN directly into glass vials or 96 well plates. Fractionated peptides were dried in a SpeedVac (Eppendorf) and resuspended in 20 µl Buffer A (0.1 % acetic acid, 2 % ACN).

LC-MS/MS
Tryptic peptides were analyzed on a Q Exactive mass spectrometer (Thermo) coupled to a TriVersa NanoMate source (Advion). Ten µl of tryptic peptides were separated with an UltiMate 3000 nHPLC (Dionex). Peptides were ionized by ESI. Approximately 1 µg of peptides were loaded on an Acclaim PepMap 100 precolum (Thermo) (0.75 µm inner diameter, packed with 3 µm C18 particles). Separation by reversed phase chromatography was achieved on a 25 cm Acclaim PepMap RSLC C18 column (Thermo) with 2 µm C18 particles using a 120 min linear gradient from 2 % to 25 % Buffer A (0.1 % acetic acid, 2 % ACN) in Buffer B (0.1 % acetic acid in ACN) at a flow rate of 300 nl/ min. The column was heated to 40 °C. The mass spectra were acquired in a data-dependent “top 10” method which dynamically chooses the ten most abundant precursor ions from the survey scan (300-1650 m/z, 70’000 resolution, 120 ms injection time, automatic gain control target value of 3 x 106). Precursors with a charge of ≥2 were isolated within a 3 m/z window and fragmented by higher energy collisional dissociation using normalized collision energy of 27.5 %, automatic gain control target value of 2 x 105 and 17’500 resolution, 100 m/z fixed first mass. Dynamic exclusion was defined by exclusion duration of 30 s.

Analysis of raw data and initial filtering
Raw data was analyzed with MaxQuant Version 1.3.0.5 [36] in standard settings with the requantify feature enabled using a false discovery rate (FDR) of < 1%. Quantification by intensity based absolute quantification (iBAQ) was enabled [37], without introduction of external reference peptides (iBAQ logarithmic fit disabled). The human reviewed reference proteome .FASTA file (organism 9606, keyword 1185) and the reference proteome for C. trachomatis serovar L2 (strain 434/Bu / ATCC VR-902B) were retrieved from uniprot.org on September 12, 2012 and concatenated. The .raw files for the lysates (3 .raw files) were processed independently of the .raw files of the fractionated and full inclusion measurements. All six SAX fractions plus the overview fraction of each experiment were treated as a single experiment and analyzed together (21 .raw files).
The data obtained from MaxQuant was filtered initially by removing common contaminations included in the common contaminations FASTA file provided by MaxQuant 1.3.0.5 [36], as well as identifications based solely on proteins from the decoy database (reverse database from .FASTA file). Furthermore only proteins that were found in all three experiments of a triplicate were retained. 
For determination of the host cell derived proteome of the inclusion, all bacterial proteins were filtered. Protein groups that had less than two unique+ razor peptides in at least one experiment were filtered. 

Statistical test for enrichment (SILAC exclusion approach)
Each host protein in the inclusion fraction data set that showed three (first test, n = 1095) or two (second test, n = 305) SILAC ratios was tested for a significant shift of its ratios compared to the empirical lysate distribution.
SILAC ratios of all the proteins after filtering were transformed by taking the logarithm. An empirical distribution was calculated based on the lysate SILAC ratios of proteins which were measured in both data sets (lysate and inclusion fractions, each in three replicates). A two-sided Wilcoxon test was applied to determine the differentially enriched proteins in the inclusion fraction data. P-values were adjusted for multiple testing by the Benjamini-Hochberg approach. If proteins were quantified by three SILAC ratios, an adjusted p-value of 0.01 was required, whereas a less stringent adjusted p-value of 0.05 was required for those proteins which only showed a SILAC ratio in two out of three experiments, as the Wilcoxon test statistic is more limited in its number of attainable p-values for this scenario.
For the first test with three SILAC ratios, the overlap of proteins between the data sets corresponded to 724 proteins of 1095 proteins and overall 1882 lysate ratios contributed to the distribution since not all lysate proteins showed a SILAC ratio in all of the 3 replicates. As a result, 892 human proteins were reported to be differentially enriched, among these, 253 were enriched in the inclusion fraction of infected cells with a p-value of below 0.01.
In the second test, the overlap between proteins with either two or three SILAC ratios in the inclusion fraction was used for the empirical lysate distribution, resulting in a total of 903 proteins with 2344 contributing SILAC ratios from the lysate fraction. As a result, an additional 191 proteins were differentially enriched, among these, 98 proteins were enriched in the inclusion fraction with p-values below 0.05. 

Abundance analyses
For the lysate proteome, the relative abundance of each protein was determined by performing a sumtotal normalization. In short, the iBAQ intensity of a protein was divided by the summed iBAQ intensites of all proteins that were found in all three experiments after initial filtering and had a reported iBAQ intensity (n = 2002).


with n = total number of protein groups in the lysate

For the abundance of proteins in the inclusion proteome, only proteins that passed the SILAC based cutoff were considered. We estimate an initial protein abundance factor (ipaf)
)

as the ratio of the average SILAC ratio of the respective experiment in the lysate (after filtering as described above) . We then normalize the L iBAQ intensity by the ipaf to account for difference in the initial protein abundance

We then further normalize each iBAQ L value to account for the proportion of contaminating protein. Here, the SILAC ratio of the protein in the inclusion fractions serves as an estimate of the proportion of contaminating protein.

After this, a sumtotal normalization was performed to determine the relative contribution of each protein to the inclusion proteome. To this end the normalized iBAQ intensity of a protein was divided by the summed normalized iBAQ intensity of all protein groups (m = 351).

with m = total number of proteins in the inclusion
For proteins that had a coefficient of variation above 0.5, the protein group was flagged as only limited quantitative (621 of 2002 in lysates and 145 of 351 in inclusion fractions). For the gene ontology (GO) distribution and enrichment analyses also non-quantitative protein groups were considered as their total percentage was negligible (10 % of total iBAQ intensity). 

iBAQ enrichment score
The iBAQ enrichment score equals the ratio of the relative contributions of inclusion vs. lysate as described above.

For proteins that were never found in in the lysates, we used a published dataset in which HeLa cells were prepared with the same protocols we used and analyzed with a similar proteomics platform but in more depth, to approximate the relative abundance of these proteins in the samples [23]. Only proteins that were identified based on tryptic peptides were used and these proteins were also flagged. In total, 228 protein groups of the inclusion dataset were found in the lysate in all three experiments with at least 2 unique + razor peptides per experiment. An additional 33 with less than 2 unique + razor peptides per experiment and 44 in less than three experiments. 40 were not quantified nor found in the lysate, all of which were reliably quantified in the inclusion dataset and the published dataset. Three protein groups were neither found in the published dataset (SH3TC1, SH3TC2; PRAMEF4, 5, 6, 9, 20, 23 and DNAH6). In all cases protein groups were matched by their Majority protein identifiers (IDs) among different datasets and, if necessary, matched by the first identifier (10 proteins) or by hand (2 proteins) due to different .FASTA files used for processing. The obtained enrichment scores were capped at an upper limit of 250 fold. 

Organellar contribution analysis and enrichment analysis
The organellar contribution of proteins from both datasets (inclusion and lysate) was calculated individually. Subcellular localization data was retrieved from UniprotKB [38] for all proteins. The first protein ID was used in the case of protein groups consisting of multiple IDs.
GO enrichment analyses were performed with GOrilla [39], GO data [40] was current as of October 11, 2014. The dataset of the HeLa proteome from Nagaraj et al. [41] was used of as background after filtering for 2 or more unique tryptic peptides (n = 6331) of which 5635 proteins were mappable to GO terms, to account for detection bias in mass spectrometric measurements. 

Protein protein interaction analysis
Protein-protein interactions of inclusion associated proteins annotated with the highly enriched GO term “protein localization” (GO:0008104, n = 86) were analyzed using STRING 9.1 [42] with standard settings in confidence view as of May 25, 2014. The interaction network was imported to Cytoscape 3.1.0 [43] and annotated with quantitative experimental data. 
Statistical analysis
Data apart from proteome analyses are indicated as mean ± standard deviation (SD) or standard error of the mean (SE). Significant differences between means were determined using Student’s t test. P-values below 0.05 were considered to be significant.
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