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Supplemental Experimental Procedures
Generation of CCR2 Depleter Mice

To generate CCR2 depleter mice, BAC clone RP23-182D4 (CHORI, Oakland,
CA) encoding the endogenous CCR2 locus was modified by homologous
recombination using the recombineering strategy pioneered by Heintz and
colleagues (Gong et al., 2002). The same technique was used to generate CCR2
reporter mice (Serbina et al., 2009). Briefly, the murine CCR2 locus was identified on
BAC clone RP23-182D4 by PCR screening of candidate BACs mapped to the distal
end of chromosome 9. A 1.7 Kb fragment that contained 1.0 kb upstream and 0.7 kb
downstream of the CCR2 gene start codon was amplified and modified between the
first and second codon of CCR2 through insertion of nucleotides that encode amino
acids 1-208 of African green monkey DTR (GenBank M93012) followed by a 12
residue linker (-GSGGSGGSGGTG-), a 19 residue aphthovirus 2A cleavage site (-
APVKQTLNFDLLKLAGDVESNPGP-) (Donnelly et al.,, 2001) and enhanced cyan
fluorescent protein (amino acids 2-239) (Tsien, 1998). The CFP coding sequence

was followed by a stop codon and the ensuing nucleotide at position 4 of the



endogenous CCR2 locus was deleted. The resulting 3.2 Kb fragment encoding the
DTR-CFP insert was cloned into Asc I and Not I sites in the shuttle vector
pLD53SC.AB, kindly obtained from Dr. Daniel Littman (New York University, New

York, NY).

The linker sequence between the DTR and the fluorescent protein coding
sequences was optimized for fluorescence as described in Fig. S2. Briefly, DTR-GFP
constructs encoding the indicated linker sequences between the DTR and GFP
modules were assembled by overlap PCR, sequenced, and cloned into the Mlu I and
Not I sites of the pCl-neo plasmid (Promega). RAW 264.7 cells were transfected with

indicated constructs and analyzed by flow cytometry for fluorescence intensity.

The shuttle vector containing the 3.2 Kb fragment encoding the DTR-CFP
insert was integrated into the BAC by homologous recombination and co-integrates
were identified by chloramphenicol and ampicillin selection. Resolution of co-
integrates through a second homologous recombination event was achieved by
negative selection on sucrose, resulting in the complete excision of the shuttle
vector backbone that includes the SacB gene (for details see (Gong et al., 2002)). The
resulting modified BAC encoding DTR-CFP under control of the endogenous CCR2
promoter and regulatory elements was analyzed by Southern blotting to verify CFP
integration at the expected site, sequenced over the modified CCR2 gene locus,
purified by centrifugation through a cesium chloride gradient, and injected into
fertilized C57BL6/] oocytes. Two potential founder animals were identified among

15 offspring screened by PCR and flow cytometric analysis of peripheral blood



samples. Germline transmission was observed in one of two candidate CCR2

depleter founders.

CCR2 depleter mice were crossed to CX3CR1(&P/8f) “knock-in” mice (Jung et
al,, 2000) to generate progeny that encode fluorescent transgenes under control of
the CX3CR1 (GFP) and CCR2 (CFP) promoters. CCR2 reporter mice were crossed with
C57BL/6.SJL mice (Jackson Labs) to generate CD45.1+*CD45.2+ CCR2 reporters for

adoptive transfer experiments.

Antibodies for Flow Cytometry

All antibodies were purchased from BD Biosciences unless stated otherwise.
The staining protocols included combinations of the following antibodies: anti-Ly6C
(clone AL-21, FITC or Alexa 700 conjugate), anti-Ly6G (1A8, PE), anti-CD11b
(M1/70, PerCP-Cy5.5), anti-CD11c (HL3, APC or PE-Cy7), anti-CD103 (0X62, PE;
eBioscience), anti-7/4 (7/4, Alexa 700; AbD Serotec), anti-CD45 (30F-11; APC-Cy7),
anti-CD45.1 (A20, APC-Cy7), anti-CD45.2 (104, Alexa 700; eBioscience), anti-MHC
class II (M5/114.15.2; PE or Alexa 700; eBioscience), anti-CD8a (53-6.7, PE), anti-
CD4 (GK1.5, APC-Alexa Fluor 750), anti-CD90.1 (OX-7, PerCP), anti-CD90.2 (53-2.1,
APC), and anti-HB-EGF (biotinylated anti-DTR; R&D Systems, Cat. No. BAF259). The
anti-Ly6C-Alexa 700 conjugate was generated in-house at the MSKCC monoclonal
Ab core facility. The CCR2 mAb (clone MC-21) (Mack et al., 2001) was used at 5
mg/ml to bind to cells blocked with 4 pg/ml mouse anti-mouse anti-CD16.2 /anti-
CD32.2 (). CCR2 staining was visualized by staining cells sequentially with 0.1 pg/ml

biotinylated anti-rat IgG2, (AbD Serotec) and 0.5 pg/ml APC-linked strepavidin



together with conjugated antibodies.

For intracellular cytokine staining, splenic APCs were loaded with hyphal antigens
overnight prior to addition of BAL cells. Cultures were incubated for 5 h in the
presence of GolgiPlug (BD Biosciences) prior to processing for intracellular cytokine

staining as described in (Rivera et al., 2005).

Generation of Bone Marrow Chimeric Mice

C57BL/6 mice were irradiated with 950 cGy and infused with 2 x 106
CD45.1/CD45.2 bone marrow cells from CCR2 depleter mice on the following day.
The mice were treated with enrofloxacin in the drinking water to prevent bacterial

infections and rested for eight weeks prior to use in experiments.
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Supplemental Figures
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Figure S1. GFP Expression by Circulating Monocytes in CCR2 Reporter Mice

Ly6Chi monocytes express higher GFP transgene levels than Ly6Cle
monocytes. The plot shows GFP and Ly6C expression by CD115* blood monocytes
isolated from a CCR2 reporter mouse (green dots) or a non-transgenic C57BL/6

littermate (black dots).
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Figure S2. Optimization of Linker Sequence between DTR and Fluorescent Protein

Coding Sequences

(A) Flow cytometric analysis of RAW264.7 cells transfected with a pCI-neo
plasmid construct that encodes a DTR-GSG-2A-GFP gene. The plot is gated on live
cells 24 h post-transfection with forward scatter on the ordinate and GFP expression
on the abscissa. (B) The table shows a comparison of the mean fluorescence
intensity (MFI) of GFP+ cells (see gate in panel A) of RAW 264.7 cells transfected
with the indicated constructs. The 19 residue 2A cleavage site consists of the
sequence -APVKQTLNFDLLKLAGDVESNPGP-. The DTR-GFP linker sequence is

derived from (Jung et al., 2002).
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Figure S3. Characterization of CCR2 Depleter Mice
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(A) Transgene expression recapitulates CCR2 expression. The plot shows CFP

expression by bone marrow cells on the ordinate with CCR2 Ab surface staining on

the abcissa. (B, C) CD11b*Ly6Chi bone marrow monocytes from CCR2 depleter mice

were analyzed for (B) CFP (cyan line) and (C) DTR (pink line) expression. The

background fluorescence signal from non-transgenic mice (B) and isotype control

staining (C) is shown in the grey histograms. (D) The plot shows CFP and Ly6C

expression by CD115* blood monocytes isolated from a CCR2 depleter mouse (blue

dots) or a non-transgenic C57BL/6 mouse (black dots).
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Figure S4. Toxin-Mediated Ablation of MDPs

(A) DT administration leads to MDP depletion in mice that express a GFP
transgene at the CX3CR1 locus and CFP and DTR transgenes under control of the
CCR2 promoter (CX3CR1(&fr/+) CCR2 depleter mice). Littermates were treated with no
DT (top row) or 10 ng/gram body weight DT (bottom row) and bone marrow cells
were analyzed by flow cytometry 24 h after DT administration. The plots in the
bottom row show a ~75% reduction in the frequency of CD117+Lin- cells (green
gate, left column). CD117+Lin- cells were further analyzed for GFP (CX3CR1) and
CD11b expression and MDPs are indicated in the oval-shaped green gate (middle
column). (B) MDPs express low levels of the CFP transgene. The histogram shows
CFP (CCR2) fluorescence from MDPs gated according to the strategy in (A) from
CX3CR1(&/+) CCR2 depleter mice (black line)or CX3CR1(fP/+) littermates (filled grey

line).
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Figure S5. Depletion of Lung and Spleen DC Subsets in Bone Marrow Chimeric Mice

(A-B) Irradiated C57BL/6 mice were reconstituted with CCR2 depleter bone
marrow cells and rested for 8 weeks prior to DT (10 ng/gram body weight) or no
DT (controls) administration on day 0. At indicated time points, mice were
euthanized and single cell lung (A) and spleen (B) suspensions were enumerated

and analyzed by flow cytometry to determine toxin-induced cell depletion.

For the top panel in (A), the baseline lung monocyte, CD103+* DC, CD11b* DC,
and lung macrophage counts (+ SEM) were (in log10 units) 6.293+5.631,
5.591+5.055, 5.879+5.388, and 6.033+5.261, respectively. For the top panel in (B),
the baseline spleen monocyte, CD8a* DC, and CD11b* DC counts (+SEM) were

5.913+4.707, 5.463+4.778, and 6.009+4.683, respectively.
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Figure S6. Compartment-Specific CD4 T Cell Expansion in CCR2 Depleter Mice

following Intratracheal or Intravenous Challenge with ActA- Listeria Monocytogenes

The bar graph shows the number (+SEM, n=3-4/group) of ESAT-6-specific
clone 7 TCR-Tg CD4 T cells in the lungs and spleen of CCR2 depleter (black columns)
or control mice (white columns) 6 days post-challenge with ESAT-6-expressing
ActA- L. monocytogenes (A. Gallegos et al., manuscript in preparation) via the i.t. (105
inoculum) or i.v. route (2 x 103 inoculum), respectively. All mice received104 ESAT-
6-specific clone 7 TCR-Tg CD4 T cells via the lateral tail vein 2 days prior to infection

and a single 10 ng/gram body weight DT injection one day prior to infection.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


