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Figure S1. rAAV2/5 and rAAV2/7 do not efficiently transduce organotypic BSCs. Organotypic BSCs were prepared and transduced at 0 DIV with rAAVs
(1–2 × 1010 VGs per well) packaged in capsid serotype 2/5 and 2/7 to express an EGFP transgene driven by the hCBA promoter. BSCs were maintained in culture
until DIV 28, and then slices were fixed, and fluorescence of EGFP throughout the BSC was imaged. Bar, 100 µm. n = 9 slices from n = 3 wells.
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Figure S2. Multiple CNS cell types can be transduced in the same organotypic BSC. (A) Organotypic BSCs were prepared and transduced at 0 DIV with
three rAAVs (1–2 × 1010 VGs per well); a MAP-2 promoter to express YFP packaged in rAAV2/8 (green), a CD68 promoter to express mCherry packaged in
rAAV2/6 with three mutations—Y731F/Y705F/T492V (TM6; red), and a GFAP promoter to express EBFP packaged in rAAV2/8 (blue) and fixed at 14 DIV, and
then fluorescence was imaged. Bar, 50 µm. (B) BSCs were prepared from CX3CR1-GFP transgenic mice and transduced with rAAV2/TM6-CD68-mCherry, and
fluorescence was imaged. Bar, 10 µm. Colocalization of mCherry as a proportion of EGFP expressing cells was quantified as percent transduction efficiency and
is plotted on the graph. Data are mean ± SEM. (C–E) BSCswere prepared and transduced with rAAV2/8-MBP-EGFP (C), rAAV2/8-GFAP-EBFP (D), or rAAVTM6-
CD68-GFP (E) at 0 DIV, maintained until 14 DIV, fixed, and then immunostained with anti-MBP, anti-GFAP, or anti-CD68 (red), respectively, to examine
colocalization between transduced cells and cell markers. DAPI is also shown to mark cell nuclei. Bars, 10 µm.
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Figure S3. rAAV expression is maintained in neurons and astrocytes until at least 9 mo in culture.Organotypic BSCs were prepared and transduced at 0
DIV with rAAVs (1–2 × 1010 VGs per well) with a CamKII promoter to express EGFP packaged in rAAV2/8, or a GFAP promoter to express EBFP packaged in
rAAV2/8. BSCs were maintained in culture until 9 mo in vitro. Slices were then fixed, and fluorescence of EGFP/EBFP of CNS cells at this time point in the BSCs
were imaged. Bar, 400 µm.

Figure S4. WT or single mutations in MAPT do not induce Thioflavin S–positive tau inclusions in BSCs by 28 DIV.Organotypic BSCs were prepared and
transduced with rAAV2/1-WT-htau, rAAV2/1-P301L-htau, rAAV2/1-P301S-htau, rAAV2/1-S320F-htau, or rAAV2/1-P301L/S320F-htau (1–2 × 1010 VGs per well)
at 0 DIV and thenmaintained in culture until 28 DIV. BSCs were fixed, stained with 0.0125% Thioflavin S, and imaged to identify any β-sheet structures in these
sections. A DAPI counterstain is also shown. Bar, 50 µm. n = 9.

Croft et al. Journal of Experimental Medicine S3

Proteinopathies in brain slice cultures https://doi.org/10.1084/jem.20182184

https://doi.org/10.1084/jem.20182184

	rAAV
	Introduction
	Results
	rAAV vectors drive long
	Progressive and robust neurofibrillary inclusion pathology driven by rAAVs expressing MAPT in BSCs
	Robust neurofibrillary pathology by transduction of MAPT drives neurodegeneration in BSCs
	Compounds that reduce tau aggregation can be screened in tau
	Robust LB pathology can also be driven by rAAVs expressing α

	Discussion
	Materials and methods
	rAAV preparation
	Microscale preparation of rAAV
	Organotypic BSC
	Treatment of organotypic slice cultures
	Sarkosyl extraction of BSC lysates
	Triton X
	Antibodies
	SDS
	Immunohistochemistry
	Thioflavin S staining
	Imaging of slice cultures
	EthD
	EM
	Post
	Statistical analysis
	Online supplemental material

	Acknowledgments
	References

	jem20182184si.pdf
	Outline placeholder
	Supplemental material
	Croft et al., https://doi.org/10.1084/jem.20182184





<<
  /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 ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 299
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /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 300
  /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




