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Figure S1. aDC depletion at 48 h p.i. does not alter IAV-specific CD8 T cell proliferation in the lungs. (A and B) Influenza-specific, CD90.2* CL-
4T cells were adoptively transferred to groups of CD90.1* BALB/c mice as in Fig. 1. 24 h later, mice were infected with a sublethal dose of IAV with or
without aDC depletion. On days 4 and 5 p.i., mice were sacrificed and proliferation, as measured by Ki67 expression, of adoptively transferred CD90.2* CL-
4T cells was assessed by flow cytometry. (A) Shown are representative isotype (shaded) or Ki67 (continuous line) staining for control, undepleted, and
aDC-depleted mice on days 4 and 5 p.i. Data in A and B are representative of three experiments and represent means + SEM (n = 3-4 mice/group). (C)
Groups of BALB/c mice were IAV infected with or without aDC depletion as in Fig. S1. On days 4 and 5 p.i., mice were sacrificed and proliferation, as mea-
sured by Ki67 expression, of tetramert CD8 T cells was assessed by flow cytometry. Data in C are pooled from two separate experiments and represent
means + SEM (n = 6 mice/group). (D and E) Mice were infected and aDC depleted as in C; however, groups of aDC-depleted mice were reconstituted with
purified pulmonary pDCs (light gray bars) or CD8a* DCs (dark gray bars) on day 3 p.i. (i.e., 24 h after depletion). Mice were sacrificed on day 5 p.i. and
assessed for IAV-specific CD8 T cell proliferation as in C. (D) Shown are representative isotype (shaded) or Ki67 staining (continuous line) for control un-
depleted, aDC-depleted, pDC-reconstituted, and CD8a* DC-reconstituted groups. Data are gated on CD3*CD8*tetramer* T cells. Data in E are pooled from
two separate experiments and represent means + SEM (n = 6 mice/group).
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Figure S2. aDC depletion at 48 h p.i. results in increased apoptosis by virus-specific CD8 T cells. Influenza-specific, CD90.2* CL-4 T cells were

adoptively transferred to groups of CD90.2* BALB/c mice as described in Materials and methods. 24 h later, mice were infected with a sublethal dose of

IAV with or without aDC depletion as outlined in Fig. S1. On days 4 and 5 p.i., mice were sacrificed and apoptosis, as measured by the presence of active
caspase 3/7, of CD90.2* CL-4 T cells was measured by flow cytometry. (A) Representative FACS plots from day 4 and 5 p.i. are gated on CD3*CD8* T cells.
Data are representative of three separate experiments (n = 3-4 mice/group). Means + SEM are shown.
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Figure S3. Pulmonary pDC- and CD8«* DC-mediated rescue of IAV-specific CD8 T cell responses from aDC-depleted mice requires IL-15
trans-presentation. Influenza-specific, CD90.1+ CL-4 T cells were adoptively transferred to groups of CD90.2+ BALB/c mice as described in Materials
and methods. 24 h later, mice were infected with a sublethal dose of IAV with or without aDC depletion as outlined in Fig. 1. On day 3 p.i., groups of
aDC-depleted mice were reconstituted i.n. with 2.5 x 10 purified pulmonary pDCs (light gray bars) or CD8a* DCs (dark gray bars) that were left un-
treated or blocked in vitro with anti-IL-15Ra antibody. On day 6 p.i., the number of pulmonary adoptively transferred, CD90.1+ CL-4 CD8 T cells was
enumerated by flow cytometry. Data are pooled from two separate experiments and represent means + SEM (n = 7-8 mice/group). *, P < 0.05 compared
to influenza-only control mice.
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Figure S4. Blocking IL-15 or IL-15R« on the surface of pulmonary DC subsets before adoptive transfer ablates pulmonary DC-mediated
rescue of |AV-specific CD8 T cell apoptosis in the lungs of aDC-depleted mice. Groups of BALB/c mice were infected with a sublethal dose of IAV
with or without aDC depletion as in Fig. 1. On day 3 p.i., groups of aDC-depleted mice were then reconstituted i.n. with 2.5 x 10* purified pulmonary pDCs
(light gray bars) or CD8a* DCs (dark gray bars) that were blocked in vitro with anti-IL-15 (15) or anti-IL-15Ra (15R) antibody before adoptive transfer. On
day 5 p.i, the lungs were analyzed for the frequency of apoptosis of tetramer* CD8 T cells. Data are representative of two separate experiments and rep-
resent means + SEM (n = 3-4 mice/group). *, P < 0.05 relative to influenza virus infection-only controls.
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Figure S5. IL-15=/~ mice exhibit reduced IAV-specific CD8 T cell numbers in the lungs after IAV infection. Groups of IL-157/~ and wild-type
control IL-15+** C57BL/6 mice were infected with a sublethal dose of IAV. On day 8 p.i., the (A) frequency and (B) number of virus-specific CD8 T cells in
the lungs were measured by tetramer (left) or ICS for IFN-+y (right). Representative FACS plots in A are gated on CD3*CD8* T cells. Numbers of tetramer*
or IFN-y* CD8 T cells in the lungs were determined by subtracting background staining using the media control (A, top). Data are representative of two
separate experiments and represent means + SEM (n = 4-5 mice/group). *, P < 0.05 relative to influenza virus infection-only controls.

JEM S3




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /UseDeviceIndependentColor
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings true
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue true
  /ColorSettingsFile (U.S. Prepress Defaults)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 299
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 600
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /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 299
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 600
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.00000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /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 599
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


