CMV Associated CD4+ TEMRA Cell Expansion and Vaccine Responsiveness in Older Nursing Home Residents

Adam H Dyer et al. 

Supplementary Material 


































Table S1. 

	Characteristic 
	Previous SARS-CoV-2
(N = 39)
	No Previous SARS-CoV-2
(N = 47)

	Age, years (std. dev)
	80.8 (10.1)
	81.4 (11.5)

	Sex, female (%)
	23 (59.0%)
	33 (70.2%)

	Body Mass Index, m/kg2 (std. dev)
	27.8 (5.8)
	26.1 (6.9)

	Cognitive Status
Mild Cognitive Impairment (%)
Dementia (%)
	
9 (23.1%)
7 (17.95%)
	
14 (29.8%)
13 (27.7%)

	Medical History
Comorbidity Count (IQR)
Diabetes (%)
Neurodegenerative Disorder (%)
Solid Tumour (%)
Chronic Obstructive Pulmonary Disease (%)
Stroke (%)
Congestive Cardiac Failure (%)
Myocardial Infarction (%)
	
5 (4-7)
7 (17.8%)
6 (15.4%)
5 (12.8%)
7 (18.0%)
10 (25.6%)
8 (20.5%)
4 (10.3%)
	
4 (3-6)
11 (23.4%)
4 (8.5%)
5 (10.6%)
8 (17.0%)
9 (19.2%)
3 (6.8%)
4 (8.5%)

	Medication History
Number of Regular Medications (IQR)
	
13 (10-18)
	
13 (11-16)

	Frailty Assessment
Clinical Frailty Scale
FRAIL-NH
        Less-Frail 
        More-Frail
        Most-Frail
	
7 (6-7)

20 (51.3%)
13 (33.3%)
6 (15.38%)
	
6 (6-7)

24 (51.1%)
18 (38.3%)
5 (10.6%)

	Grip Strength (IQR) (kg)
	11 (7-17)
	14 (7.5-18.5)

	Barthel Index (IQR)
	10 (4-14)
	9 (4-14)



Table S1. Participant characteristics by prior SARS-CoV-2 infection status. Data are presented as mean (standard deviation), median (interquartile range), or number (percentage), as appropriate. Previous SARS-CoV-2 infection was determined from serial polymerase chain reaction testing, anti-nucleocapsid antibody testing, and clinical records. Abbreviations: FRAIL-NH, FRAIL-Nursing Home scale; IQR, interquartile range.





Table S2.
	Fluorophore
	Antigen
	Supplier/Cat No.

	BV421
	Vα24Jα18
	Becton Dickinson 743998

	VioBlue
	Vδ2
	Miltenyi 130-111-015

	BV480
	Vα7.2
	Becton Dickinson 749493

	BV510
	CD69
	BioLegend 310936

	BV570
	CD56
	BioLegend 318330

	BV605
	CD137
	BioLegend 309822

	BV711
	CD28
	Becton Dickinson 563131

	BV750
	CCR7
	BioLegend 353524

	PE-Fire810
	TIGIT
	BioLegend 372745

	BV786
	CD25
	Becton Dickinson 563701

	BB515
	CD27
	Becton Dickinson 564642

	BB630
	CD4
	Becton Dickinson Custom Order

	BB700
	CD154
	Becton Dickinson 745814

	BB790
	CD8
	Becton Dickinson Custom Order

	Spark Blue 550
	CD3
	BioLegend 344852

	PerCP-eF710
	NKG2D
	ThermoFisher 46-5878-42

	PE
	Vδ1
	Bio-Sciences 61-5679-42

	PE-CF594
	CD57
	Becton Dickinson 562488

	PE-Cy5
	CD161
	Becton Dickinson 551138

	PE-Cy5.5
	CD45RA
	BioSciences 15-0458-42

	APC
	KLRG1
	BioLegend 388606

	Spark NIR 685
	CD127
	BioLegend 351362

	APC-Fire 810
	CD45
	BioLegend 304076

	BV650
	Ki67
	Becton Dickinson 563757

	R718
	FoxP3
	Becton Dickinson 566935



Table S2. Antibody panel used for flow-cytometric characterisation of baseline T-cell and unconventional T-cell subsets. Fluorophore conjugates, target antigens, suppliers, and catalogue numbers are presented for each antibody included in the panel.










Figure S3
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Figure S3. Flow-cytometry gating strategy for baseline T-cell and unconventional T-cell subsets. Representative plots illustrating the sequential gating strategy. (A) A time gate was applied before (B) singlet selection and exclusion of doublets. (C) Viable cells were identified by exclusion of Zombie NIR-positive cells, followed by selection of (D) CD45-positive leukocytes and (E) lymphocytes according to forward- and side-scatter characteristics. (F) Invariant natural killer T cells and mucosal-associated invariant T cells were identified by expression of Vα24-Jα18 and Vα7.2, respectively. (G) γδ T-cell subsets were identified according to Vδ1 and Vδ2 expression, and (H) natural killer-cell subsets according to CD3 and CD56 expression. (I) CD4-positive, CD8-positive, and CD4/CD8 double-positive T cells were subsequently identified. (J) CD4-positive T cells were classified using CD27 and CD45RA expression as naïve (CD27-positive/CD45RA-positive), central memory (CD27-positive/CD45RA-negative), effector memory (CD27-negative/CD45RA-negative), or effector memory cells re-expressing CD45RA (CD27-negative/CD45RA-positive). (K) Regulatory T cells were identified within the CD4-positive population as CD127-low/CD25-positive cells. (L) The corresponding CD27/CD45RA gating strategy was applied to CD8-positive T cells.
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