








Fig. S5. Apoptosis in BTV-8–infected LNs. Immunohistochemical detection of activated caspase 3 (brown) at 24 hpi in LN sections from sheep infected with
BTV-8, UV-inactivated BTV-8, or mock-infected controls. Micrographs representative of different areas are shown. (Scale bars, 50 μm.)
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Fig. S6. Localization of attenuated BTV8H in experimentally infected sheep. (A) Graph representing rectal temperature and viremia in sheep experimentally
infected with BTV8H. Values represent average ± SD. (B) Immunohistochemical detection of BTV NS2 (brown) in LN sections of BTV8H infected sheep at 24 hpi.
Micrographs representative of different areas are shown. (Scale bars, 50 μm.) (C) Confocal tile scan image of a whole LN section of a BTV8H-infected sheep at
24 hpi. Section was stained for BTV-8 NS2 (yellow), CNA.42 (FDC, green), and Ki67 (purple). (Scale bar, 1 mm.)
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Table S1. List of primary antibodies used in immunohistochemistry and confocal microscopy

Antibodies Clone Source Targeted cells*

CD3 F7.2.38 Dako T cells
BSAP Dak-Pax5 Dako B cells
CNA.42 CNA.42 Dako FDCs
CD21 CC21 AbD Serotec FDCs, B cells
MHCII SW73.2 Moredun Research Institute APCs
CD54 (ICAM-I) 117G12 Dendritics FDCs, APCs
CD83 HB15e AbD Serotec APCs, stromal cells
CD163 EDHu-1 AbD Serotec APCs
CD169 HSn 7D2 Santa Cruz Biotechnology APCs
CD208 1010E1.01 Dendritics APCs
Desmin Polyclonal Abcam FRCs, MRCs, capsule
Desmin DE-U-10 Sigma-Aldrich FRCs, MRCs, capsule
Fascin 55K-2 Dako APCs
Smooth muscle actin 1A4 Dako Stromal cells
Von Willebrand factor Polyclonal Dako Endothelial cells
JAM-A Polyclonal Invitrogen Endothelial cells
Perlecan A71 Source bioscience Basal membrane
Cleaved caspase-3 Asp175 Cell Signaling Apoptosis

*Cell populations targeted in sheep LNs.

Table S2. Identification of stromal cells in the sheep LN

Target cells Markers

FRCs Desmin
Smooth muscle actin−

MRCs Desmin
CD83

FDCs CNA.42
CD21
CD54 (ICAM-I)
CD83
Desmin−

Dark zone reticular cells CD83
LN capsule Desmin

Smooth muscle actin
Sinus lining cells JAM-A

Von Willebrand Factorlow

CD83
Blood endothelial cells Von Willebrand Factorhigh

Perycites Desmin
Smooth muscle actin
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Movie S1. Tridimensional structure of subcapsular sinus traversing conduits. Confocal images of a sheep LN assembled into a 3D rendering, showing one of
the conduits crossing the SCS. The conduit is delimited by a basal membrane of perlecan (red) and enveloped by JAM-A+ endothelial cells (green); nuclei were
stained with DAPI (blue).

Movie S1

Movie S2. BTV infection of FDCs. Confocal images of sheep LN assembled into a 3D rendering, showing the localization of BTV NS2 protein (green) in FDCs
(red); nuclei were stained with DAPI (blue).

Movie S2

Melzi et al. www.pnas.org/cgi/content/short/1610012113 8 of 8

http://movie-usa.glencoesoftware.com/video/10.1073/pnas.1610012113/video-1
http://movie-usa.glencoesoftware.com/video/10.1073/pnas.1610012113/video-2
www.pnas.org/cgi/content/short/1610012113

