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Summary 

SARS-CoV-2 and HIV-1 are RNA viruses that have killed millions of people worldwide. 

Understanding the similarities and differences between these two infections is critical for 

understanding disease progression and for developing effective vaccines and therapies, particularly 

for 38 million HIV-1+ individuals who are vulnerable to SARS-CoV-2 co-infection. Here, we 

utilized single-cell transcriptomics to perform a systematic comparison of 94,442 PBMCs from 7 

COVID-19 and 9 HIV-1+ patients in an integrated immune atlas, in which 27 different cell types 

were identified using an accurate consensus single-cell annotation method. While immune cells in 

both cohorts show shared inflammation and disrupted mitochondrial function, COVID-19 patients 

exhibit stronger humoral immunity, broader IFN-I signaling, elevated Rho GTPase and mTOR 

pathway activities, and downregulated mitophagy. Our results elucidate transcriptional signatures 

associated with COVID-19 and HIV-1 that may reveal insights into fundamental disease biology 

and potential therapeutic targets to treat these viral infections.  
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Highlights 

• COVID-19 and HIV-1+ patients show disease-specific inflammatory immune signatures 

• COVID-19 patients show more productive humoral responses than HIV-1+ patients 

• SARS-CoV-2 elicits more enriched IFN-I signaling relative to HIV-I 

• Divergent, impaired metabolic programs distinguish SARS-CoV-2 and HIV-1 infections  
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Introduction 

SARS-CoV-2 and HIV-1 have both claimed millions of lives. SARS-CoV-2 has infected 

over 290 million people worldwide, resulting in more than 5.4 million deaths by December 2021. 

(Dong et al., 2020). There are currently over 38 million people living with HIV-1 (PLWH) and 

over 36 million AIDS-related deaths since the beginning of the AIDS epidemic (UNAIDS, 2021). 

SARS-CoV-2 and HIV-1 are both RNA viruses and thus exhibit high mutation rates relative to 

DNA viruses. SARS-CoV-2 and HIV-1 are both highly virulent, but disease progression with these 

viruses differs substantially. For instance, most of the mortality and morbidity observed with 

SARS-CoV-2 infection occurs within days of infection, compared to months or years with HIV-1 

infection. Furthermore, neutralizing antibody responses are rapidly generated following SARS-

CoV-2 infection, but these take many years to develop in PLWH (Cotugno et al., 2021; Dangi et 

al., 2021b; Stamatatos et al., 2009).  Various antiviral treatments have been developed for HIV-1, 

while treatments for SARS-CoV-2 are still limited. These clinical and immunological differences 

are driven in part by how the host responds to these distinct viral infections. In the current COVID-

19 pandemic, PLWH often have compromised immune systems, which may render them 

vulnerable to SARS-CoV-2 infection and exhibit suboptimal responses to SARS-CoV-2 

vaccination. Thus, a comprehensive immune profiling of SARS-CoV-2 and HIV-1 infections 

would help us understand the mechanisms by which these two viruses cause diseases and deaths, 

guiding the discovery of novel therapeutics. 

Patients with severe COVID-19 infection typically exhibit “cytokine storms” that are 

linked to more severe disease outcomes (Ragab et al, 2020). In particular, patients with severe 

COVID-19 produce high levels of inflammatory cytokines and chemokines including IL-6, IL-10, 

TNF-α, IFN-γ, and IP-10 (Ragab et al, 2020). Such cytokines are also expressed during the acute 
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response to HIV-1 infection, but a dysregulated cytokine response can persist if HIV-1 infection 

is left untreated (Deeks et al., 2013). Various immune cell subsets have been also implicated in 

driving inflammatory responses during HIV-1 infection, namely macrophages and monocytes 

(Campbell et al., 2014), and their inflammatory roles have also been characterized in COVID-19 

(Lee et al., 2020; Liu et al., 2021; Melms et al., 2021). However, the distribution and cell type-

specific functions of different immune cell populations (T cells, B cells, natural killer cells, 

dendritic cells, monocytes) are known to vary across different diseases, conditions, and stages of 

disease progression (Delorey et al., 2021; MacParland et al., 2018; Travaglini et al., 2020). Thus, 

studies to specifically compare immune cell populations during HIV-1 and COVID-19 infections 

at the single-cell level are still lacking.  

Given the complexity of the immune system, single-cell RNA sequencing (scRNA-seq) 

has been extensively deployed to understand the heterogeneity within immune cell subsets  (Chow 

et al., 2021; Gawad et al., 2016; Reyfman et al., 2019; Tang et al., 2009; Treutlein et al., 2014). 

scRNA-seq has been proven more powerful than most bulk methods in revealing complex cell-

cell interactions, regulatory modules, and subpopulation dynamics with the single-cell resolution 

(Chen et al., 2019a; Goveia et al., 2020; Haque et al., 2017; Kuksin et al., 2021). A main advantage 

of scRNA-seq is accurate annotation of individual cells. However, most studies utilize manual 

supervision, which can be subjective and difficult to compare across studies (Liao et al., 2020; 

Wen et al., 2020). While multiple scRNA-seq atlases have been established on COVID-19, they 

differ significantly in their granularity and markers used for annotation (Melms et al., 2021; Lee 

et al., 2020; Wen et al., 2020; Liao et al., 2020). There have been few HIV-1 scRNA-seq profiling 

studies, and it is unclear how these compare to COVID-19. In addition, different sequencing 

methods and analysis pipelines render a comparison between HIV-1 and COVID-19 difficult. 
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Therefore, a reliable and accurate integration strategy is needed to transfer and synthesize our 

understandings from COVID-19 to HIV-1 and generate insights that could lead to better and 

synergistic treatment of both diseases, which is particularly relevant to HIV-1+ patients in the 

current COVID-19 pandemic.  

To date, a study comparing gene expression at the single-cell level following SARS-CoV-

2 and HIV-1 infections to better understand the host’s response to infection with these viruses has 

not been performed. Here, we present a comprehensive strategy to integrate scRNA-seq data of 

115,272 single PBMCs from 7 COVID-19 (Wilk et al., 2020), 9 HIV-1+  (Kazer et al., 2020; Wang 

et al., 2020) and 3 healthy patients (10xGenomics, 2020). Our strategy combined the advantages 

of manual annotation, correlation-based label transfer and deep-learning-based classification to 

generate a high-quality unified cellular atlas of the immune landscape. Based on this atlas, we 

compared in detail the phenotypic features and regulatory pathways in each of the major immune 

compartments (T cells, B cells, natural killer cells, dendritic cells, and monocytes).Overall, our 

single-cell annotation method provides a straightforward scRNA-seq integration strategy that can 

be extended in multiple settings beyond the current study. In addition to finding common 

signatures of inflammation and disrupted mitochondrial function in both COVID-19 and HIV-1, 

we also found important differences in cell signaling, antibody diversity, IFN-I signaling, and 

metabolic function. Our findings provide an important resource to better understand the 

pathophysiological differences between COVID-19 and HIV-1, which may lead to novel 

molecular targets for the treatment of these diseases.   
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Results 

Consensus clustering approach corrects cell type labels and reveals additional cell subsets 

To examine the differential antiviral response, we aggregated publicly available scRNA-seq data 

from PBMCs derived from 7 severe COVID-19 (22,078 cells) (Wilk et al., 2020), 9 HIV-1+ 

(72,364 cells) (Kazer et al., 2020; Wang et al., 2020), and 3 healthy patients (20,830 cells) 

(10xGenomics, 2020) (Figure 1A, left). In order to identify the cell type-specific responses in each 

disease, we designed an integrated annotation strategy to improve and synthesize existing cell 

labels in the respective studies.  

Our integration strategy is based on the combination of three different annotation 

approaches, namely manual annotation, correlation-based label transfer and deep-learning-based 

classification (Aran et al., 2019; Xu et al., 2021). Manual annotation based on expression of known 

biological markers is widely used. However, this method can vary in accuracy because of its 

subjectivity and varying knowledge of markers (Abdelaal et al., 2019; Pasquini et al., 2021). 

Correlation-based methods such as SingleR (Aran et al., 2019) offer improved accuracy by 

correlating query scRNA-seq gene expression with bulk RNA-seq data of pure cell populations 

from healthy donors to transfer known labels but lack the context-specific or disease-specific 

features. Deep-learning based methods such as scANVI (Xu et al. 2021) train a classifier on 

context-specific or disease-specific atlas data to generate a probabilistic model that can classify 

new data independent of technical variation between datasets, making it both highly specific and 

scalable. However, overfitting can happen if such deep-learning models are left unchecked against 

known biology. To leverage the advantages of each approach, we performed cell annotation using 

each of the three methods independently, and then integrated the three sets of labels to produce 
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one final set of consensus labels (Figure 1A, center; see Materials and Methods). Our deep learning 

annotation resulted in high accuracy across cell types (Figure 1B).  

Our integration strategy resulted in 27 total cell types, consisting of 5 B cell subsets, 2 

dendritic cell (DC) subsets, 4 monocyte subsets, 7 CD4+ T cell subsets, 8 CD8+ T cell subsets, and 

1 natural killer (NK) cell subset (Figure 1C, bottom). This is a substantial improvement to the 15 

cell types provided from the source publication (Wilk et al, 2020), which comprised of 4 B cell 

subsets, 2 DC subsets, 2 monocyte subsets, 2 CD4+ T cell subsets, 4 CD8+ T cell subsets, and 1 

NK cell subset (Figure 1C, top). Notably, we found greater granularity amongst CD4+ T cells, 

CD8+ T cells, and unconventional T cells; we were able to identify unclassified populations: 

effector memory CD4+ T cells, cytotoxic CD4+ T cells, IFN-I+ CD4+ T cells, regulatory CD4+ T 

cells (Tregs), naïve CD8+ T cells, precursor exhausted CD8+ T cells, NKT cells, MAIT cells, and 

apoptotic T cells. While the bulk of our consensus cell assignments agreed with the original labels, 

we discovered critical discrepancies in some cell types. We compared the original label of each 

cell with their consensus label and summarized the results in a confusion matrix (Figure 1D). This 

allowed us to identify the specific subpopulations with disagreeing labels and resolve them using 

canonical gene expression. In the T cell compartment, a significant proportion of CD8+ T cells 

were originally classified as CD4+ (Figure 1D ‘i, ii’). When comparing the expression of canonical 

genes CD8A, CD8B, and CD4 in this population (Figure 1E ‘i’) to the expression of the main 

cluster of CD8+ T cells (Figure 1E ‘ii’), we saw that levels were markedly similar, leading us to 

conclude that they are indeed CD8+ T cells. Similarly, we used expressions of MZ4A1 (a canonical 

B cell marker), MZB1, and CD38 (canonical plasmablast markers, Figure 1E ‘iii, iv’) to confirm 

that the population indicated in Figure 1D ‘iii’ are plasmablasts instead of B cells, and the 

expression of CD3G, CD8A, and NCAM1 (a canonical NK cell marker, Figure 1E ‘v, vi’) to 
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confirm that the population indicated in Figure 1D ‘v’ are unconventional T cells instead of NK 

cells. Our labels also consistently displayed high cluster purity according to their ROGUE score 

(Liu et al., 2020) (Figure S1D). Overall, our consensus clustering approach allowed us to generate 

high-resolution labels with improved biological accuracy.   

 

Integrated landscape of PBMCs from COVID-19, HIV-1+ and healthy patients 

To compare the full immune landscape across our three conditions, we integrated single-cell data 

of all 19 patients (7 COVID-19, 9 HIV-1+ and 3 healthy patients) into a single UMAP and grouped 

our 27 consensus clusters into 10 major cell types (Figure 2A). The resulting balanced distribution 

of cells across the three disease conditions demonstrated the successful integration (Figure 2B 

upper). The structure of the UMAP reveals four major cell populations. The top left cluster 

comprises CD4+ and CD8+ T cells, innate-like T cells, NK cells, and proliferating cells; the central 

and bottom clusters comprise primarily plasmablasts and B cells; and the rightmost cluster consists 

of monocytes and dendritic cells (Figure 2B lower). Because scRNA-seq results can vary 

significantly due to confounding factors across batches, we explicitly regressed out any patient 

specific effects, resulting in a representative distribution of every cell type across each patient 

(Figure 2C). When comparing the frequency of major cell types across conditions, we found that 

COVID-19 and HIV-1+ patients had elevated counts of innate-like T cells, CD8+ T cells, and 

monocytes compared to healthy controls (Figure 2D), demonstrating the recruitment of 

inflammatory cells with either viral infection.  

To further contrast COVID-19 and HIV-1+ patients, we performed differential gene 

expression analysis to derive two sets of differentially expressed genes (DEGs): one set comparing 
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gene expression on COVID-19 versus healthy controls, and the other comparing HIV-1 versus 

healthy controls. We compiled all DEGs with an adjusted p-value < 0.05 and compared their 

differential expression in COVID-19 versus healthy controls and HIV-1 versus healthy controls 

(Figure 2E). We also identified two distinct sets of disease-specific DEGs. HIV-1+ patients 

exhibited substantial upregulation of IL8, CCL3, and NFKBIA, which have been implicated in the 

antiviral response and inflammation. In contrast, patients with COVID-19 showed upregulation of 

OAS2, XAF1, and MX1, which are part of the type-I interferon (IFN-I) signaling pathway (Figure 

S2A). OAS proteins function to degrade double-stranded RNAs which are intermediates during 

coronavirus replications (Choi et al., 2015). A recent genome-wide association study (GWAS) 

reported a significant association between genetic variants in human OAS genes and COVID-19 

severity (Pairo-Castineira et al., 2021). COVID-19 patients downregulated genes involved in the 

AP-1 transcription factor pathway (including JUN, JUNB, JUND, and FOSB) as well as HLA 

genes (including HLA-E, HLA-DRB1, HLA-DRA, and HLA-DPB1) (Figure S2C). We found a joint 

downregulation of LTB (which encodes for lymphotoxin-B, an inflammatory protein that plays a 

role in lymphoid tissue development) (Lu and Browning, 2014) and KLF2 (which regulates the 

differentiation and function of immune cells) (Jha and Das, 2017). We also found a joint 

upregulation of interferon-associated genes including ISG15, IFI27, and IFITM3 (Figure S2B).  

To further explore these genes, we performed gene set enrichment analysis (GSEA) on 

each set of the DEGs (Figure 2F). We found that both COVID-19 and HIV-1+ patients were highly 

enriched in interferon-alpha/beta (IFN-α/β) signaling and interferon-gamma (IFN-) signaling, 

despite a lack of shared upregulated genes. We also found a shared downregulation of ribosome 

and oxidative phosphorylation (OXPHOS) pathways, which indicates that both infections cause a 

shift in metabolic function, potentially due to viral hijacking of cellular metabolic machinery or 
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host responses. Moreover, we identified disease-specific pathways enriched only in either disease. 

Most notably, cells from COVID-19 patients were enriched in JAK-STAT signaling, IL-4 

signaling, and IL-10 production, which are known to play an important role in the antiviral 

response (de la Rica et al., 2020; Lu et al., 2011; Satarker et al., 2021). In contrast, cells from HIV-

1+ patients were enriched in CD40 signaling and CD4+ T cell activation, as well as apoptosis. In 

conclusion, while our analysis of the immune landscape in COVID-19 and HIV-1 revealed 

similarities in the biological processes that regulate each disease, expression of the specific genes 

involved are very different, revealing nuanced differences in how immune cells are responding to 

these two viral infections.  

 

Inflammatory innate immune cells are a hallmark of both COVID-19 and HIV-1 infections 

Innate immune cells play a vital role in the response to viral infection. Monocytes and DCs are 

capable of directly sensing viral particles via pattern-recognition receptors, triggering intracellular 

signaling events to initiate a cytokine and chemokine-mediated inflammatory response (Takeuchi 

and Akira, 2007). Additionally, such innate cells modulate the adaptive response to viral infection 

through cell-cell interactions or soluble factors, which help polarize T cells toward a Th1 

phenotype (Gasteiger and Rudensky, 2014). These functions have been shown to be critical in 

mounting immune responses in both COVID-19 and HIV-1 (Campbell et al., 2014; Coleman and 

Wu, 2009; Kasuga et al., 2021; Schultze and Aschenbrenner, 2021). While a strong inflammatory 

monocyte response is a hallmark of both diseases, important differences remain to be elucidated. 

For example, while peripheral monocytes have been shown to be susceptible to HIV-1 infection, 

little is known for SARS-CoV-2 infection (Kedzierska and Crowe, 2002; Zhang et al., 2021). 

Additionally, prior studies have identified polyfunctional monocytes that have been associated 
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with elite response in HIV-1 (Kazer et al, 2020), and it is unclear whether these populations are 

conserved across viral infections or specific to HIV-1. Thus, we sought to closely examine the 

transcriptomic differences between DCs and monocytes in COVID-19 and HIV-1+ patients.  

We subsetted out only the DCs and monocytes and performed integration and clustering. 

We identified 6 total clusters (Figure 3A): conventional dendritic cells (cDCs, CD1Chigh 

FCER1Ahigh CLEC10Ahigh), plasmacytoid dendritic cells (pDCs, CLEC4Chigh IL3RAhigh TCF4high), 

classical monocytes (CD14high FCGR3Alow), nonclassical monocytes (CD14low FCGR3Ahigh), 

proliferating monocytes (CD14high MKI67high TOP2Ahigh), and a mixed platelet and monocyte 

cluster (PPBPhigh PF4high CD14high) (Figure 3B). We found that HIV-1+ patients exhibited 

significantly higher proportions of cDCs compared to COVID-19 patients (Figures 3C and 3D), 

which could be explained by the dual role of cDCs in HIV-1 infection: in addition to presenting 

HIV-1 antigens, cDCs also play an antiviral role (Manches et al., 2014). We also found that HIV-

1+ patients exhibited significantly higher frequencies of nonclassical monocytes (Figures 3C and 

3D), which have been shown to massively expand in the peripheral blood in response to immune 

activation by HIV-1 infection (Campbell et al., 2014). Differential gene expression analysis 

revealed a shared inflammatory phenotype across both HIV-1 and COVID-19 sharing genes such 

as IFITM3 and IFI27, which play a role in driving IFN-I signaling (Figures 3E, 3F, and S3C). 

However, we once again found the majority of the contributing genes to be virus-specific. 

Monocytes of HIV-1+ patients highly express genes associated with proinflammatory cytokines 

including IL8, IL1B, and CCL3, all of which play a role in the acute viral response and immune 

cell recruitment (Figure 3E and S3A). Monocytes of COVID-19 patients highly express genes 

associated with inflammation including IL17RA and MX2 in addition to JAK-STAT associated 

genes STAT2 and STAT6 (Figure S3B). Interestingly, while cDCs in HIV-1 patients did slightly 
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upregulate SAMHD1, an antiretroviral protein shown to be effective in inhibiting early HIV-1 

infection, it was much more highly upregulated by cDCs in COVID-19 patients. In agreement with 

previous studies, GSEA analysis revealed joint upregulation of inflammatory pathways such as 

IFN-I response and IFN-α/β signaling (Figure 3F). However, we also found a greater diversity of 

inflammatory response in COVID-19 compared to HIV-1. Only COVID-19 monocytes and DCs 

upregulated signaling by IL-20, IL-2, IL-6, KIT, and JAK-STAT, suggesting that innate immune 

cells may be much more active and cytotoxic in COVID-19 compared to in HIV-1 (Figure 3F). 

Several of these cytokines, including IL-6, have been found to be overexpressed in COVID-19 

patients and shown to be positively correlated to disease severity (Costela-Ruiz et al., 2020; Jones 

and Hunter, 2021; Ma et al., 2021; Rubin et al., 2021; Weisberg et al., 2020).  

 Given these differences in the functional profiles of DCs and monocytes across the two 

viral infections, and the frequent interactions with the adaptive immune system as antigen 

presenting cells, we surmised that they may also play a divergent role in mediating the adaptive 

immune response. To investigate this interaction network, we utilized CellphoneDB (Efremova et 

al., 2020) to determine the putative receptor-ligand interactions based on their gene co-expression 

patterns on pairs of cell types (Figure 3G, Figures S5A-D). We found significant differences in 

highly-interacting pairs in HIV-1 compared to COVID-19. We found that despite having a lower 

relative frequency in COVID-19 compared to HIV-1, cDCs in COVID-19 patients had more 

frequent interactions with monocytes, NK cells, and T cells but less frequent interactions with 

plasmablasts compared to cDCs in HIV-1+ patients. While monocytes had a high frequency of 

interactions in both COVID-19 and HIV-1+ patients, we found that DC-T cell and monocyte-T cell 

interactions were noticeably enriched in COVID-19 (Figures 3G, S6A, and S6B). To investigate 

this further, we selected the most significant CD4+ and CD8+ T cell interactions with 
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monocytes/DCs across the two infections (Figures 3H, 3I, and S7A-H). We found a large number 

of costimulatory and inflammatory interactions shared across cell types and diseases, notably 

CD28-CD86 (which provides a critical costimulatory signal for T cells) (Hui et al., 2017), CD6-

ALCAM (which drives immune synapse formation and activation, and migration in CD4+ T cells) 

(Ampudia et al., 2020), and TNFRSF1B-GRN (which drives apoptosis and inflammation) (Ward-

Kavanagh et al., 2016). We also found enrichment of the inhibitory interaction CD99-PILRA 

(which curbs NK-like cytotoxicity). Migratory inhibitory factor (MIF), which is responsible for 

the pathogenesis of viral infection, is known to be present in higher concentration in the periphery 

of HIV-1+ patients (Regis et al., 2010). We found the MIF-CD74 interaction between 

cDCs/monocytes and CD4+/CD8+ T cells to be unique and highly prevalent across HIV-1+ patients, 

but not COVID-19 patients (Figures 3H and 3I). We also found the interferon IFN- IFN receptor 

interaction to be uniquely upregulated in HIV-1 CD8+ T cells. In COVID-19, we found the 

inflammatory NOTCH2-IL24 interaction (which induces STAT1 and STAT3 to regulate cell 

proliferation and survival (Ouyang and O'Garra, 2019) and the inhibitory interactions CTLA4-

CD86 and HAVCR2-LGALS9. Altogether, this analysis suggests that innate-induced inflammation 

is present in both diseases but are likely driven by very different genes and cell-cell interactions.  

 

COVID-19 exhibits a stronger plasmablast and antibody response compared to HIV-1 

B cells are the primary effectors of the humoral antiviral immune response (Upasani et al., 2021). 

To investigate if B cells from COVID-19 and HIV-1+ patients exhibited distinct transcriptional 

signatures, we performed integration and clustering on B cell and plasmablast populations, 

identified by overexpression of CD19/MS4A1 and CD38 respectively (Figure 4A). We found 5 

total subpopulations: naïve B cells (TCL1Ahigh IGHDhigh CD27low), memory B cells (TCLA1low 
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CD27high AIM2high), TNFRSF1B+ B cells (TNFRSF1Bhigh CD84high), plasmablasts 

(CD38highXBP1high), and proliferating plasmablasts (CD38high MKI67high TOP2Ahigh) (Figure 4B). 

Consistent with prior COVID-19 studies that have shown extensive plasmablast expansion in 

patients (Bernardes et al., 2020; De Biasi et al., 2020; Kuri-Cervantes et al., 2020), we found that 

COVID-19 patients have significantly higher proportions of plasmablasts and proliferating 

plasmablasts compared to healthy controls (Figures 4C and 4D). Consistent with this result, we 

found that COVID-19 patients have significantly lower proportions of naïve and memory B cells 

compared to healthy controls (Figures 4C and 4D). Interestingly, we found a significant 

enrichment of TNFRSF1B+ B cells in HIV-1+ patients (Figure 4D). These B cells are a subset of 

effector memory-like B cells given their expression memory B-cell marker genes (intermediate 

expression of AIM2 and CD27) and upregulation of TNFRSF1B and CD84. CD84 has been shown 

to be upregulated on a subset of memory B cells that exhibit higher levels of proliferation and has 

been associated with B cell activation and signal transduction (Tangye et al., 2002), while 

TNFRSF1B encodes for a TNF-receptor protein that has been known to induce TNF-mediated 

apoptosis. While HIV-1+ patients also had increased proportions of plasmablast and proliferating 

plasmablast subsets compared to healthy controls, these responses were more moderate compared 

to COVID-19 patients. We found COVID-19 plasmablasts to express higher levels of MKI67, 

IGHM, CCR2, and XBP1 compared to HIV-1 plasmablasts, suggesting their elevated proliferation 

and maturation (Figure S4D).  

 To further compare B cells and plasmablasts between COVID-19 and HIV-1 patients, we 

performed dual differential gene expression analysis, relative to healthy controls (Figure 3E). We 

found joint upregulation of SIK1, a gene that regulates cell cycling and plays a role in plasmablast 

maturation. We also found joint upregulation of genes involved in apoptosis and activation 
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including TNFAIP3, XAF1, and LCP1, as well as ADAR, which has been implicated in viral RNA 

replication (Zhu et al., 2020). Interestingly, we found joint downregulation of several markers that 

are conventionally expressed on B cells including CD24, CD37, CD40, and CD79a, which play 

key roles in BCR signaling and B cell regulation. We also found downregulation of FCER2, 

FCMR, LTB, and TNFRSF13, which help regulate cell differentiation and maintain cellular 

homeostasis. Taken together, these genes suggest that B cells in both COVID and HIV-1 are 

actively responding to viral infection, and as a result they exhibit a drastic shift away from 

homeostasis.   

 We also observed enrichment of COVID-19-specific signaling genes such as MAP3K1 

(Figure 4E), which helps activate JNK and ERK pathways, and STAT6, which is involved in IL-4 

and IL-13 signaling (de la Rica et al., 2020; Goel et al., 2021b). We found upregulation of 

activation markers TRFC, CD80, CD86, IL10RA, and CD40 in HIV-1 B cells (Figure S3E). GSEA 

analysis reinforced these findings, as we found pathways relevant to apoptosis to be enriched in 

both COVID-19 and HIV-1 B cells and plasmablasts (Figure 4F). Consistent with our cell 

proportion analysis, we found terms related to plasmablasts to be positively enriched in both 

COVID-19 and HIV-1, while terms related to B cells to be negatively enriched. We also found 

several important pathways specific to HIV-1: CD40 signaling, which regulates the activation of 

the noncanonical NF-B and JNK signaling pathways (Hömig-Hölzel et al., 2008); TNF- 

signaling via NF-B, and the inflammatory response, suggesting that NF-B may play a central 

role in regulating the humoral immune response in HIV-1.  

 Given the strong B cell and plasmablast responses in both diseases, we then sought to 

explore the antibody diversity across the two viral infections. We mapped the top immunoglobulin 

light chain (IGVL) and immunoglobulin heavy chain (IGVH) combinations present to determine 
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the most frequent IGVL-IGVH pairings. We then calculated the frequency of the top combinations 

that were found in either COVID-19 or HIV-1 B cells and plasmablasts (Figure 4G). We 

categorized each combination as disease-specific if at least 1 cell expressed that combination in 

that given patient and shared if it was found in a patient from both diseases. From the top 

combinations, 150 were unique to COVID-19, 29 were unique to HIV-1, and 110 combinations 

were shared, suggesting that the plasmablast response to produce antibodies is not only stronger 

in COVID-19, but also more diverse (Figure 4H). Out of the top 20 IGVH and IGVL combinations, 

we found IGKV1-39/IGHV2-26 (a COVID-19 specific combination) to be the most frequent 

combination, which could offer insight into potential broadly neutralizing antibody (bnAb) design. 

Previous studies have shown that the BCR diversity was significantly reduced in COVID-19 

patients compared to healthy controls in addition to being skewed toward different V gene 

segments; namely, the CDR3 sequences of heavy chain in clonal BCRs in COVID-19 patients 

were more convergent than that in healthy controls (Jin et al., 2021). Here we show that the 

antibody repertoire also differs when comparing COVID-19 to HIV-1 despite both being viral 

infections. The neutralizing antibody response against HIV-1 has been known to be ineffective 

due to a variety of factors (Moir and Fauci, 2009). We show that there is a distinctly lower number 

of HIV-1-unique antibody combinations, which could imply the lack of diversity in the antibody 

response to HIV-1.  

 

T cells in COVID-19 and HIV-1 patients exhibit different IFN-I profiles 

T cell responses are important for viral control (Buggert et al., 2018; Locci et al., 2013). CD4+ T 

cells are directly targeted by HIV-1 resulting in CD4 T cell depletion. Although SARS-CoV-2 

infection occurs mostly in the respiratory tract, CD4+ T cell depletion has also been reported in 
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COVID-19 patients (Tan et al., 2020). Although the specific cause of CD4+ T cell depletion in 

COVID-19 has yet to be determined, the excess inflammation induced by cytokines such as TNF-

α have been proposed as a trigger for T cell apoptosis (Peng et al., 2020). These similarities and 

differences in T cells motivated a closer investigation into the specific subpopulations that 

represent the T cell response in both infections.  

After integration and clustering of only T cells and NK cells, we found 16 subpopulations 

in total (Figures 5A and 5B). Among those, three subpopulations were particularly noteworthy. 

We found an increase in IFN-I+ CD4+ cells in both COVID-19 and HIV-1+ patients, showing high 

expression of IFN-I-stimulated genes ISG15 and IFIT3, as well as IL7R, which were reported to 

be upregulated by IFNβ in CD4+ T cells (Hoe et al., 2010). The second is apoptotic T cells (Figures 

5A and 5B), which feature a high expression of mitochondrial genes characteristic of dying cells 

(Zhu et al., 2020). These two clusters are enriched in both COVID-19 and HIV-1+ patients 

compared to healthy controls, although COVID-19 patients have an even higher proportion of IFN-

1+ CD4+ T cells compared to HIV-1+ patients (Figures 5C and 5D). The enrichment of apoptotic 

T-cell subpopulations in both groups is consistent with the notion that HIV-1 infection leads to 

low levels of CD4+ T cells through pyroptosis of abortively infected T cells (Doitsh et al., 2014) 

and apoptosis of uninfected bystander cells (Garg et al., 2012) as well as the observation that severe 

COVID-19 patients frequently experienced lymphopenia (Chen et al., 2020b). Finally, there exists 

a third cytotoxic CD4+ T-cell subpopulation, featuring elevated markers of cytotoxicity (GZMH, 

GNLY, NK7G, PRF1, and GZMB), indicating a more cytotoxic phenotype (Figures 5A and 5B). 

The frequency of cytotoxic CD4+ T cells is dramatically increased for both cohorts and is higher 

in COVID-19 patients, suggesting that viral infection can induce CD4+ T cell cytotoxicity and the 

effect is stronger in SARS-CoV-2 infection (Figures 5C and 5D). The frequency of naïve T cells 

(which was not certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission. 
The copyright holder for this preprintthis version posted January 11, 2022. ; https://doi.org/10.1101/2022.01.10.475725doi: bioRxiv preprint 

https://doi.org/10.1101/2022.01.10.475725


decreased significantly in COVID-19 and HIV-1+ patients; correspondingly, effector memory T 

cells and effector T cells are enriched in both patients, with more enrichment in HIV-1+ patients, 

suggesting these two viral infections can cause different levels of T-cell activation (Figures 5C 

and 5D).  

With further gene enrichment analysis, we also found that various T-cell activation-

associated genes to be upregulated. PTPRCAP, which is associated with the key regulator of T 

lymphocyte activation CD45, as well as CD97, which plays an important role in T cell activation, 

was consistently upregulated in T cells from both COVID-19 and HIV-1+ patients. COVID-19 

subsets additionally expressed LCP1, STAT5B, and ILF3, which are involved in T-cell activation 

and signaling. We also found that subsets from both diseases express high levels of genes encoding 

for inflammatory proteins and chemokines; however, the specific upregulated genes were largely 

different. COVID-19 subsets expressed high levels of GZMB and CXC3CR1, suggesting increased 

cytotoxicity and terminal effector function. HIV-1 subsets upregulated CXCR4 and TNFAIP3, 

which modulate cell proliferation and initiate inflammatory immune responses, respectively. IFN-

stimulated, disease-specific genes are also observed to be upregulated in these two diseases; for 

example: XAF1 is specifically upregulated in COVID-19 patients while IFITM1 is specifically 

upregulated in HIV-1+ patients. Interestingly, While IFITM1 can inhibit HIV-1 infection by 

interfering with its replication and entry (Lu et al., 2011), GLTSCR2 is also upregulated, a protein 

central to viral replication (Wang et al., 2016), indicating the complex interactions between virus 

and host. In addition to its antiviral capability, XAF1 can enhance IFN-induced apoptosis. Another 

interesting finding is the specific down-regulation of NKG7 and NEAT1 in innate-like T cells and 

NKs in COVID-19 patients. Since NKG7 is important for cytotoxic degranulation and downstream 

inflammation and NEAT1 is an activator of the NLRP3 inflammasome, their downregulation may 
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indicate their diminished inflammatory state in COVID-19 patients (Chen et al., 2019b; 

Malarkannan, 2020)  (Figure 5E). Pathway enrichment further revealed enhanced activation and 

cytokine signaling, namely IFN-α and IFN-. We found diverse signaling pathways and general 

activation pathways associated with COVID-19 subsets, which were enriched in IL2/STAT5, 

PDGF, and MTOR signaling (Figure 5F). HIV-1 subsets, in contrast, exhibited a less terminally 

differentiated phenotype, and upregulated IFN-β signaling (Figure 5F).  

Altogether, our results revealed a shared activated profile characterized by a robust IFN-I 

response in T cells from both COVID-19 and HIV-1+ patients, relative to healthy donors, though 

important differences remain between these two viral infections. The stronger apoptosis signature 

in COVID-19 patients could be driven by elevated IFN-I signaling. These findings motivated 

further investigation into IFN-I signaling in the two diseases as detailed in following sections.  

 

IFN-I response is correlated with distinct biological functions in COVID-19 versus HIV-1 

Throughout our analysis, we repeatedly found genes and pathways related to IFN-I signaling to be 

jointly upregulated in both COVID-19 and HIV-1 immune cells compared to healthy controls. 

This was expected, since IFN-I is produced during viral infections, driving the transcription of 

IFN-stimulated genes leading to the production of effector molecules capable of curtailing viral 

infection (McNab et al., 2015). However, we found significant disease-specific differences, as the 

majority of IFN-I genes were differentially upregulated in one disease or the other (Figure 6A). 

We categorized these three groups of genes into modules and calculated the module scores across 

cells in each disease for clearer comparisons (Figure 6B, top). As anticipated, the expression of 

each module was found to be highest in their corresponding diseases. We found that HIV-1 
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monocytes and cDCs exhibited the highest associated IFN-I score, suggesting that they may be 

primarily responsible in driving the IFN-I response (Figure 6B, bottom). We examined the cell 

type-specific expression of important genes and found that the effector molecule CCL5 was jointly 

expressed in CD8+ T cells in both diseases. In addition, IFI30 was specifically upregulated in 

monocytes during HIV-1 infection, whereas SLAMF7 and IFIT3 were upregulated in plasmablasts 

and T cells from COVID-19 patients respectively (Figure 6C).  

IFN-I signaling plays pleiotropic roles during viral infection, including stimulating T cell 

survival, proliferation, and memory formation. We reasoned that the distinct or “modular” 

expression of IFN-I-associated genes during COVID-19 and HIV-1 could help explain some of 

the differences in these two viral infections. Using bicorrelation analysis on disease-specific IFN-

I genes, we found a much higher number of top correlated genes and enriched pathways in COVID-

19 compared to HIV-1 (Figure 6D). Notably, COVID-19 IFN-I correlated genes were enriched in 

MAPK signaling and interleukin signaling, which have been implicated in inflammation, 

thrombosis, and pulmonary injury and cytokine storm, respectively (Figure 6D, left). The 

ubiquitin-proteasome system (UPS) has been known to be a key target of viral manipulation 

(including SARS-CoV) in order to facilitate the production of viral proteins (Longhitano et al., 

2020). As a result, proteasome inhibitors have been proposed for COVID-19 treatment 

(Longhitano et al., 2020). We also found an enrichment of proteasomal genes in COVID-19 

patients, suggesting their unique role during SARS-CoV-2 infection (Lee et al., 2021).  

Finally, we found an enrichment of the Rho GTPase metabolic pathway in COVID-19 

patients (Figure 6D, left). Rho GTPases regulate a diversity of cellular processes, including cell 

migration and cell cycling, as well as modulating cytoskeletal rearrangement (Hodge and Ridley, 

2016). The overlap between Rho GTPase and actin cytoskeleton genes confirmed this relationship. 
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The actin cytoskeleton signature was especially pronounced in effector CD8+ T cells and antigen 

presenting cells in COVID-19 patients, indicating their preferential response (Figure 6E). GTPase 

activation has been found to contribute to immune cell activation and migration, as well as 

coagulation, often resulting in severe lung injury (Abedi et al., 2020a). In contrast, fewer 

significant pathways correlated with IFN-I signaling in HIV-1+ patients were all related to immune 

activation, including TLR signaling and CD28 co-stimulation (Figure 6F). Chronic viral antigen 

in HIV-1+ patients can induce chronic inflammation and constitutive TLR signaling, partly via 

LPS translocation which can lead to disease progression (Brenchley et al., 2006; Meier and Altfeld, 

2007). Interestingly, we found that TLR signaling signature to be strongest in effector CD4+ and 

CD8+ T cells. Overall, our analysis demonstrates the differential IFN-I signaling following SARS-

CoV-2 and HIV-1 infections and suggests that IFN-I signaling could play a more significant role 

in activating a greater diversity of immune cell functions in COVID-19 compared to HIV-1 (Lee 

and Shin, 2020; Schreiber, 2020).  

 

Metabolic differences between COVID-19 and HIV-1  

The strong correlation of COVID-19 IFN-I signaling with Rho GTPase signaling suggested that 

enhanced IFN-I signaling in T cells could give rise to divergent metabolic profiles. Supporting 

this, two recent studies demonstrated that cellular metabolism is intimately linked to Rho GTPase 

activation and actin cytoskeleton organizations (Hu et al., 2016; Wu et al., 2021a). Our analysis 

also consistently revealed pathways associated with apoptosis and impaired metabolic function 

(Figure 5F). We hypothesized that SARS-CoV-2 and HIV-1 infections may also induce 

metabolically distinct signatures in immune cells. To investigate this, we built gene modules from 

the differentially enriched pathways we found and scored their expression. We found that immune 
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cells in COVID-19 exhibited significantly lower mitophagy (Figure 7A, left), a process that 

maintains cellular homeostasis by removing damaged or dysfunctional mitochondria (Chen et al., 

2020a) compared to immune cells in HIV-1 and healthy controls. Previous studies have reported 

that SARS-CoV-2 can activate the coagulation cascade in the blood, which could lead to a 

reduction in mitophagy (Ganji and Reddy, 2021). This altered rate of mitophagy forces cells to 

adopt apoptosis as an alternative, which could explain the elevated levels of apoptosis seen in 

COVID-19 cells compared to HIV-1 and healthy controls. However, we did not find a severity-

dependent expression of mitophagy in COVID-19 patients (Figure 7A, right). We also confirmed 

the high expression of Rho GTPase activity in COVID-19 patients (Figure 7B, top left); while 

once again the expression was not stratified by disease severity (Figure 7B, top right), the trend 

was clear across every major cell type (Figure 7B, bottom). Finally, we found that while immune 

cells in COVID-19 patients upregulated the mTOR pathway compared to healthy controls, immune 

cells in HIV-1+ patients downregulated mTOR (Figure 7C, top). The mTOR pathway plays an 

important role in the response to viral infection by regulating cell proliferation and survival, as 

well as CD4+ T cell and B cell responses (Akbay et al., 2020; Ye et al., 2017). HIV-1 infection has 

been shown to interfere with mTOR signaling, usually resulting in diminished levels of mTOR 

expression in immune cells, particularly in CD4+ T cells (Akbay et al., 2020). We saw the same 

trend in CD4+ T cells of HIV-1+ patients (Figure 7C, bottom), which had the lowest mTOR 

expression across all cell types. These results suggest that elevated Rho GTPase and mTOR 

pathway activity and downregulated mitophagy is specific to COVID-19. Inhibitors to these 

pathways could be potential therapeutic targets for COVID-19 patients to alleviate the excessive 

activation commonly seen in severe cases. 
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We further examined metabolic signatures in T cells. We found specific downregulation 

of genes associated with autophagy, which is the process of degrading unnecessary cellular 

material. Since a subtype of autophagy is to selectively degrade damaged mitochondria, (i.e. 

mitophagy) our findings are consistent with previous reports that SARS-CoV-2 infection can cause 

the reduction of proteins responsible for autophagy initiation (Figure 5F). Additionally, general 

autophagy and specific mitophagy were both reported to be important for T-cell homeostasis, 

function, and differentiation. Deficiency in this process can lead to cell death, which may also 

explain the cell apoptosis and lymphopenia experienced by severe COVID-19 patients (Botbol et 

al., 2016; Gassen et al., 2021; Kovacs et al., 2012; Pua et al., 2009; Watanabe et al., 2014), and 

could be a potential therapeutic target. Interestingly, we also observed the shared downregulation 

of genes associated with ATP biosynthesis in both COVID-19 and HIV-1+ patients. Along with it, 

we found downregulation of genes associated with mitochondrial respiratory chain complex 

assembly in COVID-19 patients, and the comparable downregulation of OXPHOS in both groups 

(Figures 5F and 7D). Other studies have reported that mitochondria are affected during COVID-

19 (Hoffmann et al., 2020; Singh et al., 2020). Prior studies have suggested that SARS-CoV-2 may 

hijack the host cell’s mitochondria, resulting in a reduction of ATP biosynthesis (Ganji and Reddy, 

2021). Moreover, we found downregulation of genes associated with ribosome assembly in both 

groups, with a lower score in COVID-19 patients (Figure 7E). This result suggests that SARS-

CoV-2 may also inhibit translation.  
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Discussion 

Since the COVID-19 pandemic, scRNA-seq has been extensively used to study the immune 

landscape of COVID-19 (Melms et al, 2021; Lee et al, 2020; Wen et al, 2020; Liao et al, 2020). 

While HIV-1 has been studied for almost 4 decades, the gene expression profile of HIV-1 infection 

at the single-cell level remains understudied. In particular, integration of scRNA-seq data across 

studies remains challenging and few attempts were made to integrate scRNA-seq data from 

COVID-19 and HIV-1+ patients. Here, we designed a consensus integration strategy that combined 

the advantages of deep-learning-based label transfer, molecular-profile-correlation-based label 

transfer and manual-supervised annotation methods that can be readily applied to scRNA-seq 

datasets. We leveraged the accuracy and portability of our method to generate a high-quality 

unified cellular atlas of the immune landscape of PBMCs from COVID-19 and HIV-1+ patients. 

While manually supervised annotation offers domain-specific knowledge of known 

immune subset markers, a correlation-based method such as SingleR (Aran et al., 2019) 

complements it with unbiased comparisons with sorted a purified immune subset from healthy 

donors. However, both methods rely on the most typical and commonly known markers of 

different immune cell types, and neither incorporates disease-specific or context-specific 

knowledge from past studies of similar disease or context. This limitation can be well addressed 

with deep-learning based classification methods such as scANVI (Xu et al., 2021). The deep 

generative neural network can learn highly non-linear representations of each immune subset from 

the most finely-manually-annotated disease-specific scRNA-seq atlas and can leverage on the 

knowledge to classify new cells from the same disease in the same representation space. 

Nevertheless, overfitting can be a common issue for deep learning models, and expert knowledge 

is still required to keep the classification results in check. Thus, our strategy effectively 
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consolidates the advantages of all three methods to annotate scRNA-seq data by 1) overcoming 

the subjectivity of manual annotation, 2) leveraging existing knowledge of cell phenotypes to 

quickly and accurately assign labels with a trained model, and 3) validating classified labels with 

biologically relevant markers.  

Besides integration of COVID-19 and HIV-1 PBMC data, we anticipate our integration 

strategy can be easily adapted for integration of scRNA-seq data from different tissues, organs, or 

diseases. While we highlighted the integration of manual, correlation-based, and deep-learning-

based annotation methods, there is flexibility for the specific software used in each method. The 

software we used in this study, namely Seurat, SingleR and scANVI, are all publicly available and 

highly rated across multiple benchmarking studies (Abdelaal et al., 2019; Huang et al., 2021; 

Krzak et al., 2019), so the current implementation can be adapted as is. One potential limitation is 

that there may not be high quality reference data for training the deep learning model for certain 

context or disease. However, we envision it will be increasingly easy to overcome this, given 

multiple ongoing efforts to make large atlases of specific tissues, organs, and diseases easily 

accessible such as Azimuth (Hao et al., 2021) and the human protein atlas (Uhlen et al., 2017). 

Using our integration strategy, we identified 27 different cell types, consisting of 5 B cell subsets, 

2 DC subsets, 4 monocyte subsets, 7 CD4+ T cell subsets, 8 CD8+ T cell subsets, and 1 NK cell 

subset. We also conducted detailed comparison within each immune compartment between each 

disease against healthy control as well as between the two diseases to identify the key common 

and differential regulatory pathways.  

We found a consistent inflammatory signature highlighted by IFN-I and cytokine-mediated 

signaling among innate immune cells in both diseases (Bieberich et al., 2021; Hasan et al., 2021; 

Liu et al., 2021). However, we also discovered that the types and frequencies of cellular 
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communications among immune cells can be very different between COVID-19 and HIV-1 

patients. This allowed us to identify the disease-specific inflammatory and cytotoxic molecules 

that drive the innate immune response in either disease. Interestingly, we found an enrichment of 

inhibitory interactions mediated by CTLA4 and HAVCR2 that were unique to COVID-19 patients, 

which could be out of necessity to curb the heightened inflammation present in severe COVID-19. 

Further experiments are necessary to validate these hypotheses.    

Consistent with prior literature, we found a strong humoral immune response in both 

COVID-19 and HIV-1+ patients (Baum, 2010; Wu et al., 2021b) driven by plasmablast maturation 

and activation. While we could not evaluate the functionality of the antibody repertoire by single-

cell RNA-seq analysis, we were able to demonstrate that the HIV-1 repertoire was much less 

diverse compared to the COVID-19 repertoire. Our study is aligned with the vaccine efficacy 

results against both viruses. Multiple SARS-CoV-2 vaccines have shown efficacy due in part to 

their ability to generate broadly protective neutralizing antibodies, but this is not the case for 

candidate HIV-1 vaccines (Baden et al., 2021; Baum, 2010; Dangi et al., 2021a; Dangi et al., 

2021b; Goel et al., 2021a; Mercado et al., 2020; Polack et al., 2020; Sanchez et al., 2021; Turner 

et al., 2021). Repertoire mapping also allowed us to pinpoint high-frequency as well as overlapping 

combinations and could inspire antibody-based therapeutics to treat comorbid patients. 

Additionally, we found the COVID-19-specific IGKV1-39/IGHV2-26 combination to have 

significant enrichment among our patients, which could pose as a promising therapeutic candidate.  

IFN-I can play a double-edged role during viral infection; while it restricts viral replication 

and viral antigen expression in addition to modulating the antigen-specific CD8+ T cell response 

(Moseman et al., 2016; Palacio et al., 2020), overactive IFN-I signaling can contribute to immune 

dysfunction, non-canonical inflammasome activation, and pyroptosis (Kopitar-Jerala, 2017; 
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Teijaro et al., 2013; Wilson et al., 2013). Previous studies comparing the immune response in 

COVID-19 and influenza have investigated the role of IFN-I signaling in both driving the antiviral 

response and disease progression (Galani et al., 2021; Lee et al., 2020; Nguyen et al., 2021). While 

a positive effect of IFN-I has been defined in the immune response to influenza, the role of IFN-I 

during severe COVID-19 remains unclear. In acute HIV-1 infection, IFN-I signaling has been 

generally characterized as beneficial (Abraham et al., 2016; Lavender et al., 2016; Sandler et al., 

2014; Wang et al., 2017). However, during the late stages of chronic viral infection, IFN-I 

signaling shifts toward a pathogenic role by contributing to systemic inflammation (Soper et al., 

2017; Teijaro et al., 2013; Utay and Douek, 2016; Wilson et al., 2013). However, the precise role 

of IFN-I at the single-cell level in COVID-19 (which results in an acutely controlled infection) and 

HIV-1 (which results in a chronic infection) is still unclear. 

We identified IFN-I signaling to be a key pathway induced across various immune cells. 

IFN-I is critical to prime innate and adaptive immune responses during both SARS-CoV-2 and 

HIV-1 infection, as well as limiting viral replication and promoting effector cell function 

(Schreiber, 2020; Sugawara et al., 2019). As a result, IFN-I therapy has been proposed for both 

diseases. While IFN-I signaling was upregulated in both COVID-19 and HIV-1 patients relative 

to healthy controls, our analysis suggests a more robust role of IFN-I in COVID-19. We found that 

IFN-I signaling in COVID-19 is more intimately tied to important cellular functions such as cell 

signaling, motility, and cytokine secretion. In support of our findings, previous studies have found 

that exposure to IFN-I results in upregulation of MAPK signaling cascades (Zhao et al., 2011). 

While MAPK signaling regulates important functions such as cellular proliferation and survival, 

further studies are needed to investigate whether IFN-I mediated MAPK signaling in COVID-19 

contributes to antiviral immune response or apoptosis (Zhang and Liu, 2002). Dysregulation of 
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actin cytoskeleton following viral infection activates RLR signaling and downstream IFN-I 

signaling, which could explain the origin of the IFN-I response in COVID-19 patients (Trono et 

al., 2021). Previous studies have reported an antagonistic relationship between IFN-I and IL-1, the 

prototypical proinflammatory cytokine (Guarda et al., 2011; Mayer-Barber and Yan, 2017). 

Interestingly, we found that IFN-I signaling in COVID-19 patients is highly correlated with 

immune-activating cytokine signaling pathways such as IL-2, IL-16, and IL-17, which could 

provide novel insights on the coregulatory relationship of IFN-I with other effector cytokines. In 

contrast, we found a much narrower scope of highly correlated genes and pathways in HIV-1+ 

patients, including the CD161+ CD8+ T cell signature and TLR signaling. CD161+ CD8+ T cells 

represent a subset of innate-like memory CD8+ T cells that feature elevated levels of cytotoxicity, 

cytokine production, and survival, in addition to providing antigen-specific protection against 

viruses such as HBV, CMV, and influenza (Fergusson et al., 2016; Konduri et al., 2020). While 

CD161+ CD8+ T cells have not been well characterized in the context of HIV-1, CD161+ CD8+ T 

cells have demonstrated increased sensitivity to IFN-I stimulation, synergizing with TCR/CD3 

activation to trigger high cytotoxicity and cytokine production (Pavlovic et al., 2020). Thus, the 

IFN-I driven CD161+ CD8+ T cell response can be an important antiviral mediator during HIV-1 

infection. Additionally, the correlation of TLR signaling with IFN-I signaling is expected, since 

TLR triggering induces downstream IFN-I responses and subsequent induction of interferon-

stimulated genes (Uematsu and Akira, 2007; Wang et al., 2019). However, the specific enrichment 

of TLR signaling in HIV-1+ patients could suggest a disease-specific driver of immune activation. 

Stimulation of TLRs can result in latency reversal (Macedo et al., 2019; Meås et al., 2020), which 

in turn activates IFN-I production, thereby contributing to chronic inflammation. Overall, our 

findings show that while IFN-I response is robust in both diseases, they are tied to drastically 
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different biological functions in HIV-1 compared to COVID-19, with the latter featuring a much 

more diverse spectrum of cellular responses. These insights are important to consider given the 

recent proposals to utilize IFN-I as a potential treatment for COVID-19. In agreement with our 

findings, recent analyses integrating genome-wide association study (GWAS) and transcriptome-

wide association study (TWAS) suggested an important role of IFN responses in determining the 

COVID-19 severity (Pairo-Castineira et al., 2021) .  

We reason that our gene expression comparison could elucidate pathways that could be 

targeted for the treatment of COVID-19 or HIV-1. In particular, our analyses corroborated the 

contribution of various molecular pathways that regulate COVID-19 pathophysiology, many of 

which are already considered for COVID-19 treatments. For instance, we found JAK-STAT 

signaling, IL-4 signaling, and IL-6 signaling to be enriched in COVID-19 patients, and 

interestingly, all of these pathways have been targeted for the treatment of COVID-19. Three JAK 

inhibitors, namely Baricitinib, Tofacitinib, and Ruxolitinib have been used to treat COVID-19 

patients by reducing excessive inflammation, among which Baricitinib and Tofacitinib are 

recommended for hospitalized patients who require high-flow oxygen or noninvasive ventilation 

according to NIH COVID-19 Treatment Guidelines (Satarker et al., 2021). In addition, 

Dupilumab, an IL-4Rα inhibitor, was also reported to be useful for treating COVID-19 patients 

(Thangaraju et al., 2020). Furthermore, IL-6R inhibitors Sarilumab and Tocilizumab were also 

shown to be beneficial for COVID-19 patients and were recommended for use in hospitalized 

patients who require supplemental oxygen, high-flow oxygen, noninvasive ventilation, or invasive 

mechanical ventilation by NIH COVID-19 Treatment Guidelines. Interestingly, we also found 

COVID-19 specific enrichment of MAP3K1, which activates the JNK and ERK pathway. Since 

JNK inhibition were reported to preclude the development of persistent SARS-CoV infections 
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(Mizutani et al., 2005) and MEK1/2 inhibition can diminish the production of viral progeny of 

coronavirus (Cai et al., 2007), inhibitors targeting both JNK and ERK pathway have the potential 

to be used for COVID-19 treatment. Besides, our findings suggest that COVID-19-specific IFN-I 

correlated genes were enriched in MAPK signaling, and p38 MAPK inhibition was previously 

reported to reduce human coronavirus HCoV-229E viral replication in human lung epithelial cells 

(Kono et al., 2008). Therefore, inhibitors targeting MAPK signaling also have the potential to be 

used for treating COVID-19 patients. We also found the IFN-γ/IFN-γ receptor interaction between 

CD8+ T cells and APCs to be enriched in HIV-1+ patients. While IFN-γ production in the acute 

phase of HIV-1 infection can help curtail infection, it can also contribute to persistent inflammation 

and tissue damage during the chronic disease (Roff et al., 2014). We found this interaction to be 

specifically active between CD8+ T cells and dendritic cells and monocytes in both acute and 

chronic HIV-1+ patients. Thus, molecules aimed to stimulate or inhibit IFN-γ signaling in specific 

cell types could help address HIV-1 pathogenesis at different stages of disease. In addition, our 

studies independently highlighted the significance of JAK and IFN-I in SARS-CoV-2 infection 

which was suggested by recent human GWAS and TWAS results (Pairo-Castineira et al., 2021).   

Notably, our analysis also revealed disease-specific altered metabolism profiles. We 

characterize a decrease in OXPHOS and ribosome biogenesis in response to both SARS-CoV-2 

and HIV-1 infection. Virus-induced reduction of OXPHOS has been previously characterized in 

other diseases and could be a result of oxidative stress triggered by mitochondrial clustering (Khan 

et al., 2015). Viral hijacking of ribosomal function is also crucial to viral replication and survival 

in the host (Li, 2019). Disruption of these viral interactions could be advantageous for COVID-19 

and HIV-1 treatment. We also unveiled molecular metabolic pathways which could also be 

targeted for therapy. For example, we found enriched proteasomal genes in COVID-19 patients. It 
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has been proposed that proteasome inhibitors may be a possible therapy for COVID-19, since 

proteasome inhibitor may interfere with the viral replication processes and reduce the cytokine 

storm associated with various inflammatory conditions (Longhitano et al., 2020). Consistent with 

our observation of the upregulation of Rho GTPase in COVID-19 patients; the plausibility of using 

Rho kinase inhibitors to treat COVID-19 has been discussed, as they can restore the activity and 

level of ACE2 which is inhibited by SARS-CoV-2 without increasing the risk of infection (Abedi 

et al., 2020b). Although remained to be investigated in immune cells, a recent study demonstrated 

that small GTPase RhoA activation drives increased cellular glycolytic capacity (Wu et al., 2021a) 

which is typically associated with reduced mitochondrial metabolism, in agreement with the 

upregulation of Rho GTPase and disrupted mitochondrial function in COVID-19 patients. 

Moreover, Rho GTPases have been linked to additional key metabolic controls such as mTOR 

signaling pathways. (Mutvei et al., 2020; Senoo et al., 2019). Finally, we found COVID-19 specific 

upregulation of the mTOR pathway, and thus its inhibitors may also be used for treatment, since 

mTOR inhibitors can adjust T cells by induction of autophagy without apoptosis, reduce viral 

replication, restore T-cell function, and decrease cytokine storm (Mashayekhi-Sardoo and 

Hosseinjani, 2021). 

In conclusion, our study provides a comprehensive comparison of the immunological 

landscape of SARS-CoV-2 and HIV-1 infections in humans. The high resolution of single-cell 

RNA sequencing, diversity of patient samples, and large dataset allowed us to unveil important 

shared and disease-specific features that offer insight into the next generation of antiviral 

treatments. Through cell type-specific analysis, we found a common enrichment of activated B 

cells and plasmablasts, inflammatory monocyte and effector T cell subsets, and cytokine signaling 

that appear to drive the antiviral response to SARS-CoV-2 and HIV-1. We also found dendritic 
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cells and monocytes to be highly interactive with adaptive immune cells in both diseases, but found 

that innate cells in COVID-19 appear to be more capable of immunosuppressive function through 

CTLA-4 and TIM-3-mediated interactions. We also found that the cytokine response was more 

diverse in COVID-19 patients, which is highlighted by IL-2, IL-4, and IL-20 signaling, while HIV-

1+ individuals primarily exhibited high levels of NF-kB signaling. Our analysis corroborated 

pathways in COVID-19 patients that have already shown therapeutic benefits, but further in vitro 

and in vivo experiments are necessary to measure the contribution of other molecular pathways 

(such as Rho GTPase and IL-2 signaling) that also appear to be distinctively enriched. Overall, our 

study provides a roadmap to help develop novel drugs to treat COVID-19 and HIV-1 infections. 
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Methods 

Preprocessing, integration, and clustering 

Raw single-cell count matrices were collected from publicly available sources (PBMCs from a 

Healthy Donor: Whole Transcriptome Analysis, 2020; Kazer et al., 2020; Wang et al., 2020; Wilk 

et al., 2020) and merged. We performed quality control and downstream analysis using the Seurat 

package (v4.0.4) (Stuart et al., 2019). We removed cells with greater than 15,000 UMIs or fewer 

than 500 UMIs, as well as greater than 20% mitochondrial reads per cell, resulting in a total of 

115,272 cells. We performed log-based normalization with the “NormalizeData” function with the 

“LogNormalize” parameter and selected the top 10,000 variable features with the “vst” parameter 

using “FindVariableFeatures”. We scaled and centered the count matrix using the “ScaleData” 

function and supplied “percent.mito” as a latent variable to regress out the effect of percentage 

mitochondrial reads. We performed principal component analysis (PCA) on the top 100 PCs using 

the “RunPCA” function. To remove study-specific batch effects, we performed integration across 

each patient using the Harmony algorithm (v0.1.0) (Korsunsky et al., 2019) on the top 50 PCs with 

the “RunHarmony” function. We then performed Uniform Manifold Approximation and 

Projection (UMAP) reduction using the “RunUMAP” function on the top 50 PCs with “min.dist” 

= 0.1 and “n.neighbors” = 20. We ran the “FindNeighbors” function on the top 50 Harmony 

dimensions, then performed Louvain clustering using the “FindClusters” function with a resolution 

of 0.3. We annotated the clusters using known cell type-specific markers, resulting in a total of 19 

cell types, including 7 CD8+ T cell subtypes, 3 Monocyte subtypes, and 4 CD4+ T cell subtypes, 

and added the labels to the main object. 

Cell subset annotation 
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For manual annotation, we subsetted the three major cell populations (T cells + NK cells, B cells 

+ Plasmablasts, and Dendritic cells + Monocytes) and separately performed normalization, scaling, 

feature selection, PCA, integration, UMAP, and clustering. For reference-based annotation, we 

utilized the “SingleR” method from the SingleR package (v1.4.1) (Aran et al., 2019) using data 

from Monaco et.al (Monaco et al., 2019) and default parameters, and transferred the fine and 

coarse labels to the main object. In total, we found 7 major cell types and 27 subtypes with SingleR. 

For deep learning-based annotation, we used the scANVI package (v0.7.0) from the scvi-tools 

library (Xu et al., 2021) to train a deep generative model using reference data from Ren et. al. (Ren 

et al., 2021). We first merged the raw counts from our object data with raw counts from the 

reference into a combined AnnData object. We normalized and logarithmized the matrix with the 

Scanpy package (Wolf et al., 2018) (v1.4.5) using the “normalize_total” method with “target_sum” 

= 10,000 and “log1p” method. We found highly variable genes using the “highly_variable_genes” 

method with “flavor” = “seurat_v3” and “n_top_genes” = 4000. In order to improve the accuracy 

of the model, we performed hierarchical clustering on the reference data and merged labels that 

fell under a common hierarchy, resulting in 32 total labels: 5 B cell subsets, 3 DC subsets, 4 

Monocyte subsets, 7 CD4+ T cell subsets, and 8 CD8+ T cell subsets (Figures S1A and S1B). We 

supplied the resulting labels to the reference data. We subsampled approximately 500 cells from 

each cell subset from the reference data to act as the training set and built the model with a latent 

dimensionality of 30 and 2 hidden layers using the “model.SCANVI” method. We then trained the 

model using 300 passes for semi-supervised training using the “train” method. We obtained the 

labels using the “predict” method and transferred the labels to the main object. Our resulting model 

had an overall accuracy of 76% and a median F1 score of .78, which was significantly higher than 
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the reported accuracy of existing methods such as LAmDA, scmapcluster, and LDA (Abdelaal et 

al., 2019) (Figures S1C and S1E).  

Consensus annotation 

Generation of consensus markers was performed using the following steps: 

1. Compare manual and SingleR labels. If they are identical, leave the label as-is.  

2. If one label is at higher resolution (i.e. is a subset of the other), assign the higher resolution label.  

3. If the two labels are inconsistent, subset out and pool with similarly inconsistent labels. Plot 

gene expression using markers of either label type. Assign the label with corresponding marker 

expression (Consensus 1).  

4. Repeat 1-3 using Consensus 1 and scANVI labels.  

Cell type composition comparison 

We computed frequencies of each cell type for each patient and performed Wilcoxon rank-sum 

tests on the medians to find significantly different compositions between pairs of patient types 

(HIV, COVID-19, and healthy).  

Cluster purity assessment 

We utilized the ROGUE package (Liu et al., 2020) (v1.0)  to assess purity of clusters determined 

by consensus labels. We calculated the expression entropy of each gene using the “SE_fun” 

method with “span” = 1.0. We calculated the ROGUE value of each consensus label across each 

patient using the “CalculateRogue” function with “platform” = “UMI”.  

Differential gene expression analysis and gene set enrichment analysis (GSEA) 
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To compare the relative similarities and differences of HIV-1 and COVID-19 gene expression, we 

performed differential gene expression analysis for either disease with respect to healthy controls. 

Differentially expressed genes were determined using a Wilcoxon Rank Sum test with Seurat’s 

“FindMarkers” function with the parameters “logfc.threshold” = 0 and “min.pct” = .1. P values 

were adjusted based on bonferroni correction. We denoted differentially expressed genes (DGEs) 

with average log-2-fold change greater than 1 or less than -1 as differentially upregulated or 

downregulated, respectively. We performed GSEA on DGEs using the clusterProfiler package 

(v3.18.1) (Yu et al., 2012) with the “GSEA” function using default parameters using pathways 

from the MSigDB database (Subramanian et al., 2005).  

B cell chain analysis 

We determined the frequency of heavy chain/light chain combinations using a method adopted 

from Melms (Melms et al., 2021). We filtered B cells and Plasmablasts to only the cells that 

expressed both heavy chain (IGVH) and light chain (IGVL) genes. These consisted of genes 

beginning with IGHG, IGHM, IGHA, or IGHE for heavy chain genes, and IGLV or IGKV for 

light chain genes. We then counted the number of mRNA transcripts for each IGVH and each 

IGVL gene expressed on a per-cell basis, then assigned the most highly expressed IGVH and IGVL 

genes to be that cell’s IGVH-IGVL pairing. We aggregated the number of cells that expressed each 

IGVH-IGVL pairing and plotted the frequency of each combination in a heatmap (Figures S4A-

D). If that pairing only appeared in HIV-1+ or COVID-19 patients, we assigned it to its respective 

disease. Otherwise, we classified as “shared”.  

Receptor-ligand analysis 
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To infer the putative receptor-ligand interactions between pairs of cell types, we utilized 

CellPhoneDB (Efremova et al., 2020). We first normalized raw count matrices to counts per 

10,000 for each patient. We then performed CellphoneDB separately for each patient using the 

statistical method and default parameters, while supplying labels as the metadata for the 10 broad 

cell types. This was done to maintain biological accuracy, as feasible ligand-receptor interactions 

are only meaningful when measured within a given patient. We filtered out all ligand-receptor 

pairs with negative values, then merged interactions from patients of the same disease, treating 

each ligand-receptor/cell type combination as a unique interaction while preserving directionality 

(i.e. Monocyte-NK is unique from NK-Monocyte). This was done to capture the full spectrum of 

possible interactions across cell types. We averaged expression values and p-values for each 

interaction across patients. We repeated this process for all 27 consensus labels.  

IFN-I correlation analysis 

We first compiled genes belonging to MSigDB pathways including the term “Type-I Interferon 

Signaling) into an IFN-I gene list. We then found differentially expressed genes between HIV-1+ 

and COVID-19 patients using the previously mentioned parameters and filtered them to keep only 

IFN-I related genes. We scored each gene module using the Seurat function “AddModuleScore”. 

To perform correlation analysis, we first used the SuperCell package (Okhotnikov et al., 2016) to 

group cells from each batch into supercells of 100 cells each using 5 K-Nearest-Neighbors and 

2000 variable genes and combined the resulting gene expression matrices from common diseases 

together. We then ran the “bicor” function from the WGCNA package (v1.70) (Langfelder and 

Horvath, 2008) on each gene belonging to the COVID-19 IFN-I module with each gene present in 

the COVID-19 supercell matrix, and extracted the top correlated genes (>.65). This was repeated 
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for the HIV-1 IFN-I module and supercell matrix. We then performed GSEA enrichment on each 

set of top correlated genes.  
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Figure Legends 

Figure 1: Consensus clustering method to annotate single cell transcriptomic data from multiple 

sources 

(A) Illustrated workflow of data collection, consensus annotation, and downstream analysis.  

(B) Balanced accuracy of trained scANVI model on cell labels derived from Ren Cell 2021. Error 

bars denote variation of accuracy across labels within major cell categories.  

(C) Left: Uniform manifold approximation and projection (UMAP) embeddings of the integrated 

datasets colored by original (top) and consensus labels (bottom). Right: UMAP embeddings split 

by major cell categories colored by original (top) and consensus labels (bottom) illustrating the 

contrast in cell proportions using consensus method.  

(D) Confusion matrix illustrating percentage overlap of original labels and consensus labels across 

major cell categories. Percentage overlap was calculated by dividing each cell count by the total 

number of cells in each column.  

(E) Violin plots of canonical normalized gene expression of designated cell populations indicated 

in 1D (rows).  
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Figure 2: Integrated single-cell landscape of PBMC in HIV, COVID-19, and healthy controls 

(A) UMAP embeddings of integrated HIV-1+ and COVID-19 patients together with healthy 

controls colored by major cell populations. 

(B) Top: UMAP split across disease conditions after regressing out patient-specific effects using 

the Harmony algorithm. Bottom: UMAP highlighting distribution of major cell populations.  

(C) Stacked bar plots of the relative frequency of major cell populations present in each patient. 

CP: COVID-19 patient. HP: HIV-1 patient. HD: Healthy donor.  

(D) Box plots of the relative frequency of major cell populations present in each condition. Each 

point represents one patient.  

(E) Double differential gene expression plot of genes that are differentially expressed between 

COVID-19 patients compared to healthy controls (Y-axis) or differentially expressed between 

HIV-1+ patients compared to healthy controls (X-axis). Log2FC: Log-2-fold change.  

(F) Dot plot of enriched biological pathways from differentially expressed genes that were found 

to be upregulated (right, positive) or downregulated (left, negative) compared to healthy controls. 

Size of dot corresponds to adjusted P value of enriched pathway. NES: Normalized enrichment 

score. 
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Figure 3: Monocytes in COVID-19 and HIV-1 share inflammatory signatures 

(A) UMAP embeddings of monocytes and DCs colored by subtype.  

(B) Dot plot of canonical monocyte and DC marker expression across subtypes.  

(C) Stacked bar plots of the relative frequency of subtypes present in each patient.  

(D) Box plots of the relative frequency of subtypes present in each condition. Significance testing 

was doing using student’s t-test. “*”: P < .05, “**”: P < .01, 

(E) Double differential gene expression plot of genes that are differentially expressed between 

COVID-19 patients compared to healthy controls or differentially expressed between HIV-1+ 

patients compared to healthy controls. 

(F) Dot plot of enriched biological pathways from differentially expressed genes that were found 

to be upregulated (right, positive) or downregulated (left, negative) compared to healthy controls.  

(G) Heatmap of the number of receptor-ligand interactions between each cell type in COVID-19 

patients (top) and HIV-1+ patients (bottom).  

(H) Dot plot of selected receptor-ligand interactions between CD4+ T cells and monocytes/DCs in 

COVID-19 patients (left) versus HIV-1+ patients (right). Color of each dot corresponds to the 

inverse log of the P value of the interaction. Size of the dot corresponds to the number of patients 

the interaction was found to be significant in.  

(I) Dot plot of selected receptor-ligand interactions between CD8+ T cells and monocytes/DCs in 

COVID-19 patients (left) versus HIV-1+ patients (right). Color of each dot corresponds to the 

inverse log of the P value of the interaction. Size of the dot corresponds to the number of patients 

the interaction was found to be significant in.  
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Figure 4: B cells in COVID-19 show more robust plasmablast response and antibody diversity 

relative to HIV-1 

(A) UMAP embeddings of B cells colored by subtype.  

(B) Dot plot of canonical B cell marker expression across subtypes.  

(C) Stacked bar plots of the relative frequency of subtypes present in each patient.  

(D) Box plots of the relative frequency of subtypes present in each condition. Significance testing 

was doing using student’s t-test. “*”: P < .05.  

(E) Double differential gene expression plot of genes that are differentially expressed between 

COVID-19 patients compared to healthy controls or differentially expressed between HIV-1 

patients compared to healthy controls. 

(F) Dot plot of enriched biological pathways from differentially expressed genes that were found 

to be upregulated (right, positive) or downregulated (left, negative) compared to healthy controls.  

(G) Heatmap of top 20 light chain (Y axis) and heavy chain (X axis) combinations found in HIV-

1+ and COVID-19 patients.  

H) Heatmap indicating the light chain/heavy chain combinations that are either unique to HIV-1 

(light blue), COVID-19 (red), or shared across the two diseases (dark blue).  
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Figure 5: T cells in COVID-19 and HIV-1 show varied IFN-I and activation signatures 

(A) UMAP embeddings of T cells colored by subtype.  

(B) Dot plot of canonical T cell marker expression across subtypes.  

(C) Stacked bar plots of the relative frequency of subtypes present in each patient.  

(D) Box plots of the relative frequency of subtypes present in each condition. Significance testing 

was doing using student’s t-test. “*”: P < .05, “**”: P < .01. 

(E) Dot plots of the key genes differentially upregulated (top) or downregulated (bottom) 

compared to healthy controls.  

(F) Dot plot of enriched biological pathways from differentially expressed genes that were found 

to be upregulated (top) or downregulated (bottom) compared to healthy controls.  
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Figure 6: IFN-I signaling is correlated with divergent biological functions in COVID-19 versus 

HIV-1 

(A) Network plot of genes related to IFN-I signaling that are differentially upregulated in COVID-

19 (Right), HIV-1 (Left), or jointly upregulated compared to healthy controls. Genes are colored 

based on Log-2-fold change in expression in HIV-1+ versus COVID-19 patients.  

(B) Violin plots of the normalized gene expression of the three IFN-I signatures in A), split across 

conditions (top) and major cell populations (bottom).  

(C) Normalized gene expression plots of IFN-I genes in COVID-19 (top) and HIV-1 (bottom).  

(D) Network plot of key pathways correlated with IFN-I signaling in COVID-19 (left) and HIV-

1+ patients (right). Size of each center corresponds to the number of genes present in the pathway. 

Genes are colored based on Log-2-fold change in expression in HIV-1+ versus COVID-19 patients. 

(E) Violin plot of the normalized gene expression of the actin polymerization pathway across each 

condition, split by selected cell subsets exhibiting high expression.  

(F) Violin plot of the normalized gene expression of the TLR signaling pathway across each 

condition, split by selected cell subsets exhibiting high expression. 
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Figure 7: Metabolic differences associated with HIV-1 and COVID-19 

(A) Violin plots of the normalized gene expression of the mitophagy pathway signature, split 

across diseases (left) and disease conditions (right).  

(B) Violin plots of the normalized gene expression of the Rho GTPase pathway signature, split 

across diseases (left), disease conditions (right), and major cell populations (bottom).  

(C) Violin plots of the normalized gene expression of the mTOR pathway signature, split across 

diseases (left), disease conditions (right), and major cell populations (bottom). 

(D) Violin plot of the normalized gene expression of the oxidative phosphorylation pathway across 

each condition, split by cell subset.  

(E) Violin plot of the normalized gene expression of the ribosomal pathway across each condition, 

split by cell subset.  
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Supplemental Figure Legends 

 

Figure S1: Assessment of scANVI training and consensus clustering 

(A) Hierarchical clustering of original labels derived from Ren Cell 2021. 

(B) Table depicting the merging of labels from Ren Cell 2021 that were used for scANVI training.  

(C) Balanced accuracies of scANVI-derived labels compared against their original label from Ren 

Cell 2021.   

(D) ROGUE scores of final consensus labels. Error bars denote variation across patients.  

(E) Confusion matrix comparing the observed labels provided by scANVI (Y axis) and predicted 

labels (X axis) 
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Figure S2: Gene expression heatmaps across COVID-19, HIV-1+, and healthy patients 

(A) Heatmap of selected genes found to be upregulated in COVID-19 patients from Zhu Immunity 

2020 (Zhu et al., 2020) plotted across cell types and patient conditions.  

(B) Heatmaps of selected genes found to be upreguated in COVID-19 patients from Xu Cell 

Discovery 2020 (Xu et al., 2020) plotted across cell types and patient conditions.  

(C) Heatmaps of selected genes found to be downregulated in COVID-19 patients from Xu Cell 

Discovery 2020 (Xu et al., 2020) plotted across cell types and patient conditions.  
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Figure S3: Violin plots of gene expression across COVID-19, HIV-1+, and healthy patients 

(A) Violin plots of selected genes upregulated in monocytes from HIV-1+ patients compared to 

monocytes from COVID-19 patients. 

(B) Violin plots of selected genes upregulated in monocytes from COVID-19 patients compared 

to monocytes from HIV-1+ patients. 

(C) Violin plots of selected genes jointly upregulated in monocytes from COVID-19 and HIV-1+  

patients. 

(D) Violin plots of selected genes in plasmablasts from COVID-19 and HIV-1+  patients. 

(E) Violin plots of selected genes in B cells from COVID-19 and HIV-1+  patients. 
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Figure S4: Immunoglobulin combinations in B cells and Plasmablasts 

(A) Heatmap of the frequencies of variable heavy (X axis) and light (Y axis) chains in B cells and 

plasmablasts in COVID-19 (left) and HIV-1+ (right) patients. Color indicates number of cells 

expressing the specific heavy/light chain pairing. Hierarchical clustering was performed on 

average linkage.   

(B) Barplots of the frequency of each light chain (top) and heavy chain (bottom) compared across 

COVID-19 and HIV-1+ patients.  

(C) Heatmap of heavy chain (X axis) and light chain (Y axis) combinations colored by constant 

region in COVID-19 (left) and HIV-1+ (right) patients. 

(D) Heatmap of all heavy chain (X axis) and light chain (Y axis) combinations colored by 

frequency expressed in patients in COVID-19 (left) and HIV-1+ (right) patients. 
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Figure S5: Comparative receptor-ligand interactions in COVID-19 and HIV-1+ patients. 

(A) Chord plots illustrating the top 25% expressed putative receptor-ligand interactions in COVID-

19 (left) and HIV-1+ (right) patients between monocytes and DCs and adaptive immune cells. 

Interactions are depicted with the base of the arrow indicating the ligand, and the head of the arrow 

indicating the receptor.  

(B) As in (A), but split across nonventilated COVID-19 patients (top left), ventilated COVID-19 

patients (top right), acute HIV-1+ patients (bottom left) and chronic HIV-1+ patients (bottom right). 

(C) Heatmap of the number of receptor-ligand interactions between each broad cell type in 

nonventilated COVID-19 patients (top left), ventilated COVID-19 patients (top right), acute HIV-

1+ patients (bottom left) and chronic HIV-1+ patients (bottom right).  

(D) Heatmap of the number of receptor-ligand interactions between each cell type in COVID-19 

patients (left), and HIV-1+ patients (right).  
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Figure S6: Receptor-ligand interactions of DCs and Monocytes 

(A) Dot plot of receptor-ligand interactions between cDCs and other immune cells in COVID-19 

patients (top) versus HIV-1+ patients (bottom). Color of each dot corresponds to the log2 of the 

mean expression of the interaction. Size of the dot corresponds to the number of patients the 

interaction was found to be significant in.  

(B) as in (A), but between monocytes and other immune cells.  
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Figure S7: Receptor-ligand interactions between DCs/monocytes and CD4+/CD8+ T cells 

(A) Dot plot of selected receptor-ligand interactions between Tregs and monocytes/DCs in 

COVID-19 patients (left) versus HIV-1+ patients (right). Color of each dot corresponds to the 

inverse log of the P value of the interaction. Size of the dot corresponds to the number of 

patients the interaction was found to be significant in.  

(B) As in (A), but with effector memory CD4+ T cells.  

(C) As in (A), but with cytotoxic CD4+ T cells.  

(D) As in (A), but with IFN-I+ CD4+ T cells.  

(E) As in (A), but with effector CD8+ T cells.  

(F) As in (A), but with precursor exhausted CD8+ T cells.  

(G) As in (A), but with apoptotic T cells.  

(H) As in (A), but with NKT cells 
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