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Figure	 S1.	 Flow	 cytometry	 gating	 strategy	 for	 analysis	 of	 T	 cell	 subsets.	 A	 representative	 example	 of	 the	 gating	 strategy	 used	 for	 the	 phenotypic	
characterization	 is	 shown.	 Cellular	 debris	 and	 non-leucocytes	 were	 excluded	 as	 CD45RA-CD45RO-	 (A);	 among	 leukocytes	 (CD45RA+	 and/or	 CD45RO+),	
lymphocytes	were	identified	based	on	FSC/SSC	profile	(B).	T	cells	(CD3+)	were	selected	from	lymphocytes	(C)	and	divided	in	CD4+	and	CD8+	cells	(D).	Naïve	and	
memory	T	cells	were	defined	as	CD45RA+CD45RO-	and	CD45RA-CD45RO+,	respectively,	among	CD8+	T	cells	(E).	Expression	of	the	activation	markers	CD69	and	
HLA-DR	was	analyzed	among	total	CD8+	cells	(H	and	I).	Gates	from	naïve,	memory,	HLA-DR+	and	CD69+	cells	were	transposed	to	CD4+	T	cells	(not	shown).		
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Figure	S2.		Flow	cytometry	gating	strategy	for	analysis	of	regulatory	T	cells	(Treg).	A	representative	example	of	the	gating	strategy	used	for	the	phenotypic	
characterization	of	Treg	is	shown.	Lymphocytes	were	identified	based	on	FSC/SSC	profile	(A)	and	CD4+	T	cells	(CD4+CD3+)	were	selected	within	these	(B).	Treg	
were	defined	as	CD127-/low	CD4+	T	cells	 (C)	 that	were	CD25+FOXP3+	 (D).	Conventional	T	cells	 (Tconv)	were	defined	using	a	“no	gate”	 from	Treg	 (not	shown).	
Naïve	(CD45RA+)	and	recent	thymic	emigrant	cells	(CD45RA+	CD31Hi)	were	selected	within	conventional	T	cells	(E)	and	gates	were	transposed	to	Treg	(F).	Ki67	
expression	was	analyzed	within	Treg	(G).		



	
Figure	 S3.	 Brain	 CT	 performed	 after	 14	 days	 under	 specific	 anti-toxoplasma	 therapy,	 after	
contrast	 injection.	 Improvement	 of	 previous	 lesions	 is	 seen;	 mass	 effect	 and	 ring	 contrast	
enhancement	are	no	longer	evident.	

	

	

	

Figure	S4.	Brain	CT	performed	after	hospital	admission,	after	contrast	injection.														
Several	hypo-density	lesions	are	present,	some	of	them	with	slight	perilesional	edema	and	ring	
enhancement.	



Table	S1:	Comparison	between	the	T	cell	subsets	dynamics	of	control	group	and	the	patient	with	toxoplasmosis	associated	CNS-IRIS.	

	

	
	

1 Mean + SD are represented for variables normally distributed; median and [min; max] are represented for the variables not normally distributed.  
2 For normally distributed variables, comparison of the control group with the clinical case was performed by one-sample T-test; for the other variables a one-sample Wilcoxon signed rank test 
was applied. Cells in bold show significant differences (p<0.05) between the value of the clinical case and the mean/median of the control group.  
 



					Table	S2:	Comparison	between	regulatory	T	cell	(Treg)	subsets	dynamics	of	control	group	and	the	patient	with	toxoplasmosis	associated	CNS-IRIS.	

	
	

1	Mean	+	SD	are	represented	for	variables	normally	distributed;	median	and	[min;	max]	are	represented	for	the	variables	not	normally	distributed.	2	For	parametric	variables,	comparison	of	the	
control	 group	 with	 the	 clinical	 case	 was	 performed	 by	 one-sample	 T-test;	 for	 non-parametric	 variables	 a	 one-sample	Wilcoxon	 signed	 rank	 test	 was	 applied.	 Cells	 in	 bold	 show	 significant	
differences	(p<0.05)	between	the	value	of	the	clinical	case	and	the	mean/median	of	the	control	group.		
	

1	Mean	+	SD	are	represented	for	variables	normally	distributed;	median	and	[min;	max]	are	represented	for	the	variables	not	normally	distributed.		
2	For	normally	distributed	variables,	comparison	of	the	control	group	with	the	clinical	case	was	performed	by	one-sample	T-test;	for	the	other	variables	a	one-sample	Wilcoxon	signed	rank	test	
was	applied.	Cells	in	bold	show	significant	differences	(p<0.05)	between	the	value	of	the	clinical	case	and	the	mean/median	of	the	control	group.		
	


