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Materials and methods

Diagnosis of VSP

Vasospasm diagnosis was performed via clinical symptoms, transcranial Doppler, or angiography between days 0 to 14 after the bleeding event. Symptomatic vasospasm was defined as worsening of the level of consciousness of ≥2 points on the Glasgow Coma Scale, or by the appearance of a focal defect (such as hemiparesis, aphasia, apraxia, hemianopia, or neglect) between days 4 and 14 after the bleeding event, not attributable to rebleeding, hematoma, hydrocephalia, metabolic alterations, infection, or oversedation. Transcranial Doppler exploration (Doppler Multidop-P, DWL) was performed with a 2-MHz ultrasound probe through the temporal window, in both hemispheres. The first study was carried out on the third day, and every day between days 3 and 14 after aSAH, and beyond this date if the transcranial Doppler recording was not normal. Transcranial Doppler vasospasm or sonographic vasospasm was defined as the mean flow velocity (MV) in any vessel of anterior cerebral circulation ≥120 cm/s. If the MV obtained reached 120 cm/s, the Lindegaard index was calculated by simultaneously recording the homolateral extracranial internal carotid artery at the submandibular site and the MV of the middle cerebral artery. The MV middle cerebral artery/MV extracranial internal carotid artery ratio of >3 was classified as sonographic vasospasm. Patients with MV >120 cm/s and Lindegaard index <3 were diagnosed with increased cerebral blood flow. Using digital subtraction angiography, angiographic vasospasm was defined as a reduction in the diameter of the cerebral artery by more than two-thirds of its baseline caliber.















Supplemental Table 1. Statistical analysis of the expression of surface adhesion molecules in circulating and adherent lymphocytes and monocytes. n= 20 control subjects and 21 patients. *, **, *** P≤ 0.05, 0.01, 0.001.
	
	
	CD162
	CD49d
	CD62L
	CD43
	CD11a

	Circulating B lymphocytes
	Ctrl vs. P24h
	0.484
	0.230
	0.411
	0.735
	0.297

	
	Ctrl vs. P5d
	0.835
	0.087
	0.175
	0.575
	0.958

	
	P24h vs. P5d
	0.571
	0.308
	0.213
	0.706
	0.538

	Circulating T lymphocytes
	Ctrl vs. P24h
	0.095
	0.046 *
	0.927
	0.735
	0.042 *

	
	Ctrl vs. P5d
	0.938
	0.052
	0.335
	0.907
	0.110

	
	P24h vs. P5d
	0.134
	0.943
	0.320
	0.642
	0.642

	Circulating monocytes
	Ctrl vs. P24h
	0.696
	0.686
	0.006 **
	0.050 *
	0.054

	
	Ctrl vs. P5d
	0.197
	0.789
	0.064
	0.068
	0.035 *

	
	P24h vs. P5d
	0.346
	0.890
	0.840
	0.920
	0.572

	
Adherent B lymphocytes
	Ctrl vs. P24h
	0.784
	0.368
	0.834
	0.938
	0.557

	
	Ctrl vs. P5d
	0.958
	0.865
	0.629
	0.876
	0.804

	
	P24h vs. P5d
	0.950
	0.624
	0.814
	0.960
	0.232

	Adherent T lymphocytes
	Ctrl vs. P24h
	0.014 *
	0.035 *
	0.047 *
	0.303
	0.150

	
	Ctrl vs. P5d
	0.335
	0.220
	0.127
	0.855
	0.486

	
	P24h vs. P5d
	0.102
	0.343
	0.734
	0.450
	0.376

	Adherent monocytes
	Ctrl vs. P24h
	0.106
	0.053
	0.958
	0.085
	0.004 **

	
	Ctrl vs. P5d
	0.025 *
	0.082
	0.309
	0.078
	0.000 ***

	
	P24h vs. P5d
	0.443
	0.816
	0.333
	0.734
	0.511






Supplemental Figure 1. Gating strategy for the immunocharacterization of PBMCs. (A) Identification of the cells of interest performed by SSC-A and FSC-A. (B) Singlets filter by FSC-A and FSC-H. (C) Alive cells by exclusion of 7-AAD. (D) Identification of PBMCs by SSC-A and expression of CD45. (E) Identification of lymphocytes and monocytes by SSC-A and expression of CD11b. (F) Identification of lymphocyte subpopulations by expression of CD3 and CD19.
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Supplemental Figure 2. Expression of surface adhesion molecules in circulating and adhered T lymphocytes and monocytes (these data are the same that are shown on Figure 4 of the manuscript, but shown patient by patient). Only statistically significant changes in the adhesion molecules are presented. Comparisons between experiments from the same patients were assessed by paired t test  (* P≤ 0.05 vs. control; #P≤ 0.05 vs. P24h). 

[image: ]
image1.tiff
A 250K

200K

<150K
@)

192)
©» 100K

P1

50K 21,4%

0 50K 100K 150K 200K 250K
FSC-A

250K -

200K |

Alive cells

<150K
1 98,1 %

O ]
w2 |
100K 4

50K 4

-103 0 10% 10* 10°
TAAD

200K
<I: 150K Monocytes
&) 14,8 %

2] Lymphocytes
©2 100K { R

50K

0 R 5 g
.10 0 103 104 10°
CDI11b

B

250K

200K
T 150K
Q
w2
100K Singlets

99,9 %
50K
0
0 50K 100K 150K 200K 250K
FSC-A
D

250K+

200K+ -

Endothelial cells, PBMCs,
< 150K CD4s cpsst
@) 393 % 60,7 %
w
100K

S0KH
0 I +
-1 0 103 104 10°
CD45
F
10 1B lymphocytes
4,18%
10*
o)) T Lymphocytes
by 89,9 %
A )
U103
0
-10°

-103 0 103 10*  10°
CD3




image2.tif
MEFI (x10° a.u.)

1 lymphocytes
CD49d, circulating

I

MFI (x10° a.u.)
(=] [\ EEN (o) [oe]

**—y
°®

— ]

o*b

® o

|

Control P24h P5d
CD11a, circulating

L J
L)

[ ]
L )

o
"~

b,
W

MFI (x10% a.u.)

Control P24h P5d
CD162, adhered

MFI (x10° a.u.)

Control P24h P5d
CD49d, adhered

T
000.
—o®l o*

®le
".'r.
3

VA

MFI (x10% a.u.)

—_
W

—_
(e}

MEFI (x10“ a.u.)

S W

Control P24h P5d
CD62L, adhered

:L‘
L] I'.

coe?® o

Control P24h PS5d

10+

201

MFI (x10% a.u.)

MFI (x10% a.u.)
N

Monocytes
CD62L, circulating

| N

—_
[«

S D

Control P24h P5d
CD43, circulating

Ze
d

p—

o
LT

/e

Control P24h P5d
CD11a, circulating

/AN

Control P24h P5d
CD162, adhered

*
Lo
L o Y.
03_::_:0
°

Control P24h P5d
CD11a, adhered

(L] i

I

—
.
[}

L)

.I..

L]
o
L]

Control P24h PS5d





