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Figures SI Fig.S1 to Fig.S5 

 

SI Fig.S1  

 

 

Accumulation of T cells in the trigeminal ganglion  
Trigeminal ganglia dissected from people following death due to drug overdose (A), traffic 
accident (C) and self-inflicted strangulation (B and D) show the presence of CD3 positive (T) 
cells (red fluorescence) and cell nuclei in blue (DAPI). A few of the ganglion cells are labelled 
with stars. 

Scale bar: 100 µm 
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SI Fig.S2  

 

 
Colocalization of two lymphatic markers in the wall of a small vessel and attached T cells in 
the subarachnoideal space (SAS) 

A - LYVE1 (green fluorescence to mark Alexa-488)) stained two vascular loops in the SAS in 
the same structure where VEGFR3 (C) staining (colored yellow for far-red fluorochrome, 
Alexa-650) is also present. CD3 positive (red fluorescence, colored for Alexa-594) T cells (B) 
are attached to the LMPCs as the overlay (D) demonstrates.  Arrows point at T cells. 

Scale bar: 25 µm  
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SI Fig.S3  

  

 
Control amplified staining for LYVE1 
LYVE1 staining of vasculature in the parenchyma of a control section.  A (LYVE1) and B 
(no primary antibody) were visualized using green fluorescence (Alexa-488). C and D are 
showing a nuclear staining with DAPI of sections in A and B, respectively and F are the 
overlay of green and blue fluorescence above. The asterisk depicts the vascular lumina.  

Scale bar: 20 µm 
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SI Fig.S4 

 
Staining of barrier associated macrophages (BAM)s with the LYVE1 antibody 

After pretreatment as described in the paper a rabbit LYVE1 and a mouse CD163 antibody 
were used in a control section of a human brain for double immunostaining. An overnight 
incubation at 4°C with the LYVE1 antibody (1:100) was followed by an anti-rabbit Alexa-
488 (1:1000) secondary for 1 hour at RT. Then the mouse primary antibody to CD163 (1:100) 
was applied O/N and developed using an anti-mouse Alexa-594 fluorochrome. Following 
DAPI and Sudan black staining the section was examined using a Leica DMI6000 inverted 
microscope. An adjacent section was processed the same way with no primary antibodies 
used.  Panel A demonstrates the staining with no primary antibody showing no specific signal 
in either filter. Panels B and C are images of the same area on an adjacent section that received 
primary antibody.  Arrows point at three cells that seem to be double labelled.  Following 
deconvolution D, E and F show a 0.5 µm thin optical section of the staining confirming the 
presence of both antigens in the same three cells (arrowheads).  In the upper right corner of A 
and C a portion of a vessel can be seen with red blood cells causing autofluorescence in red 
(labelled with an asterisk). Scale bar: 25 µm 
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SI Fig.S5. 
 

 

Dr.	John	Batty	Tuke's	drawing	of	perivascular	pathways	in	the	human	brain	from	1894	

Reprinted from ref (1). 
 
Dr. Tuke’s legend to his drawing:  
“DIAGRAMMATIC SCHEME OF THE CONSTITUENTS OF A CONVOLUTION. As 
regards the cells, fibers, and neuroglia, this diagram is founded on plates by Retzius, Cajal, 
and Andriezen. The arrangement of the vessels is purely diagrammatic. Endothelium is 
indicated by dotted yellow lines. Lymphatic spaces and channels are left white. ,' Dura mater ;  
s. d. s., Sub-dural space ;  A. P., Arachno-pia;  p. s., Pial space ;  f-, Visceral pia;  S. Z., 
Superficial zone;  Z. S. P., Zone of small pyramids;  Z.L.P.;  Zone of large pyramids;  Z. P. 
C., Zone of polymorphous cells;  W. M., white matter;  h. s., Hyaline sheath;  p.g.c., 
Protoplasmic glia cells;  s.c.g.c., superficial condensation of glia fibre cells;  v. c. g. c., 
Vascular condensation of glia fibre cells.” 
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SI Table S1 – Antibody specifications	

 
Primary Ab target Clone Vendor Cat# Dilution 
Ms Podoplanin PDPN/1433 enQuire BioReagents 10630-MSM1-P1 1:4000 
Ms CD45 130 BD Pharmingen 555480 1:1000 
Rbt CD3   SP7 Abcam Ab16669 1:1000 
Ms CD8 C8/144B Dako M7103 1:1000 
Rbt FOXP3 5H10L18 Thermo Fisher Scientific 700914 1:200 
Rbt ICAM1 EP1442Y Abcam Ab53013 1:1000 
Rbt VCAM1 EPR5047 Abcam Ab134047 1:700 
Rbt Stabilin2  Abcam Ab121893 1:500 
Rbt CD62L  Abcam Ab18959 1:200 
Rbt VEGFR3  Abcam Ab27278 1:500 
Rbt LYVE1  Millipore Ab2988 1:10 000 
Rbt von Willebrand 
Factor  

 Vector VP-V686 1:5000 

Ms CD163 10D6 NeoMarkers Ms1103-S0    1:100 
 

List of Primer sequences used for PCR: 

• PDPN 
o Forward: AGAGCAACAACTCAACGGGA 
o Reverse: TGTAGTCTCAGTGTCATCTTC 

• LYVE1 
o Forward: TGGGGATCACCCTTGTGAG 
o Reverse: AGCCATAGCTGCAAGTTTCAAA 

• VEGFR3 
o Forward: GCACTGCCACAAGAAGTACCT 
o Reverse: GCTGCACAGATAGCGTCCC 

• PROX1 
o Forward: GGATGTTGAGTATTCAGTGGTGC 
o Reverse: CTGGGAAATTATGGTTGCTCCT 

• ICAM1 
o Forward: CGTGGGGAGAAGGAGCTGAA 
o Reverse: CAGTGCGGCACGAGAAATTG 

• VCAM1 
o Forward: TGGGCTGTGAATCCCCATCT 
o Reverse: GGGTCAGCGCGTGGAATTGGTC 

• SELL (CD62L) 
o Forward: CAGCCCTCTGTTACACAGCTT 
o Reverse: GCCCATAGTACCCCACATCA 

• HPRT1  
o Hs_HPRT_SG 
Qiagen QuantiTect Primer Assay (Catalog number QT00059066) 
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