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Abstract Cytotoxic CD8 +T lymphocytes (CTLs) are key players of adaptive anti-tumor immu-
nity based on their ability to specifically recognize and destroy tumor cells. Many cancer immuno-
therapies rely on unleashing CTL function. However, tumors can evade killing through strategies 
which are not yet fully elucidated. To provide deeper insight into tumor evasion mechanisms in an 
antigen-dependent manner, we established a human co-culture system composed of tumor and 
primary immune cells. Using this system, we systematically investigated intrinsic regulators of tumor 
resistance by conducting a complementary CRISPR screen approach. By harnessing CRISPR acti-
vation (CRISPRa) and CRISPR knockout (KO) technology in parallel, we investigated gene gain-of-
function as well as loss-of-function across genes with annotated function in a colon carcinoma cell 
line. CRISPRa and CRISPR KO screens uncovered 187 and 704 hits, respectively, with 60 gene hits 
overlapping between both. These data confirmed the role of interferon-γ (IFN-γ), tumor necrosis 
factor α (TNF-α) and autophagy pathways and uncovered novel genes implicated in tumor resis-
tance to killing. Notably, we discovered that ILKAP encoding the integrin-linked kinase-associated 
serine/threonine phosphatase 2 C, a gene previously unknown to play a role in antigen specific 
CTL-mediated killing, mediate tumor resistance independently from regulating antigen presenta-
tion, IFN-γ or TNF-α responsiveness. Moreover, our work describes the contrasting role of soluble 
and membrane-bound ICAM-1 in regulating tumor cell killing. The deficiency of membrane-bound 
ICAM-1 (mICAM-1) or the overexpression of soluble ICAM-1 (sICAM-1) induced resistance to CTL 
killing, whereas PD-L1 overexpression had no impact. These results highlight the essential role 
of ICAM-1 at the immunological synapse between tumor and CTL and the antagonist function of 
sICAM-1.

Editor's evaluation
This important study uses complementary cutting-edge CRISPR approaches (CRISPR and CRISPRa) 
to identify novel determinants of cytotoxic CD8 T cell (CTL)-mediated tumor cell killing in vitro. The 
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Authors use these screens to identify that the integrin-linked kinase ILKAP and the integrin protein 
ICAM1 both mediate resistance to CTL-mediated killing, leading to a new understanding of how 
some tumours may evade killing by T cells. The strength of the evidence for these findings is excep-
tional and backed up by the study of several cancer cell lines as well as human data. This work will 
be of great interest to tumor immunologists as well as those studying evasion of checkpoint therapy 
in cancer treatment.

Introduction
Interactions between tumor cells and the immune system are complex and dynamically regulated. 
How tumors can acquire resistance to anti-tumor immunity is poorly understood (Jenkins et al., 2018; 
Schoenfeld and Hellmann, 2020). A detailed molecular understanding of tumor evasion mecha-
nisms will enable the development of new strategies to exploit the full potential of immunotherapies 
(Kalbasi and Ribas, 2020; Sambi et al., 2019; Sharma et al., 2017; Yang, 2015). Tumor susceptibility 
to CTL-mediated killing is among others dependent on genetically encoded tumor intrinsic factors 
(Kalbasi and Ribas, 2020; Sharma et al., 2017). A series of recent studies have uncovered factors 
implicated in resistance to CTL-mediated killing through straight forward CRISPR/Cas9 or siRNA-
based loss-of-function screens (Hou et al., 2021; Kearney et al., 2018; Khandelwal et al., 2015; 
Lawson et al., 2020; Manguso et al., 2017; Mezzadra et al., 2019; Pan et al., 2018; Patel et al., 
2017; Vredevoogd et  al., 2021; Vredevoogd et  al., 2019; Young et  al., 2020). Those screens 
uncovered genes involved in antigen presentation, IFN-γ and TNF-α response pathway as well as 
autophagy. Tumor cell IFN-γ sensitivity is regulated by the PBAF complex (Pan et al., 2018), schlafen 
11 (Mezzadra et al., 2019) and interaction of the apelin receptor with JAK1 (Patel et al., 2017). Main-
taining tumor cell fitness after IFN-γ exposure is regulated by the lipid-droplet-related gene (Fitm2; 
Lawson et al., 2020). The phosphatase encoded by Ptpn2 was shown to modulate IFN-γ-mediated 
effects on antigen presentation and growth (Manguso et al., 2017). Despite tumor IFN-γ responsive-
ness, tumor cell sensitivity to TNF-α influences tumor resistance to CTL attack. Genes such as Ado 
(Kearney et al., 2018), TRAF2 (Vredevoogd et al., 2019), Rb1cc1 (Young et al., 2020), PRMT1 and 
RIPK1 (Hou et al., 2021) regulate tumor sensitivity to TNF-α. Most of these studies were based on 
depletion screens which have a lower dynamic range than enrichments screen since genes that confer 
resistance are depleted. In contrast, in enrichment screens the small number of surviving cells can be 
enriched by 100-fold or greater reflecting a higher dynamic range of identified gene hits (Doench, 
2018). One study performed a gain-of-function screen for tumor resistance against T cell cytotoxicity 
and identified CD274, MCL1, JUNB, and B3GNT2 which enable melanoma cells to evade CTL killing 
(Joung et al., 2022). On the other hand, CRISPR based screens in CD8 +T cells revealed regulators of 
immune function (Belk et al., 2022; Shifrut et al., 2018; Ye et al., 2022). Using CRISPRa and CRISPR 
interference (CRISPRi) in parallel enabled functional mapping of gene networks that can modulate 
cytokine production in primary human T cells (Schmidt et al., 2022).

A pan-cancer survey showed that mutations in antigen presentation and interferon signaling 
pathway were mostly found in melanoma, bladder, gastric and lung cancer (Budczies et al., 2017). 
Although some mechanisms are shared by several cell types, others are cell line specific, likely due 
to differences in expressed genes and cell biology (Thelen et al., 2021). Here, we describe for the 
first time the combination of a CRISPRa and CRISPR KO screen to study the effect of tumor intrinsic 
genetic determinants on CTL-mediated killing. Using this approach, we were also able to study regu-
lators that are not expressed endogenously at high levels.

Our CRISPRa and CRISPR KO screens identified 187 and 704 genes implicated in tumor killing 
respectively, with 60 of them overlapping between both screens. These data confirmed previously iden-
tified genes involved in IFN-γ and TNF-α response (e.g. IFNGR1, JAK2, PTPN2, SOCS1, TNFRSF1A, 
MAP3K7, CFLAR), autophagy (e.g. ATG3, ATG10, ATG12, ATG13) and others. Our screens uncovered 
the role of ILKAP in protecting tumor cells from antigen specific CTL killing. Moreover, our data show 
that deletion of mICAM-1 induced stronger resistance compared to PD-L1 overexpression. The over-
expression of sICAM-1 induced resistance to killing presumably through inhibition of the interaction 
between mICAM-1 and LFA-1.

https://doi.org/10.7554/eLife.84314
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Results
In vitro system to investigate genes function in antigen-specific tumor 
killing
To investigate the effect of intrinsic tumor regulators on antigen-dependent tumor cell killing by 
CTLs, we established an in vitro tumor cell killing assay (Figure 1A and B). To expand CTLs with 
known antigen specificity, human PBMCs containing CD8 +T cells specific for pp65(495-503) peptide 
of human cytomegalovirus (CMV) presented in an HLA-A*02:01 restricted manner were stimulated 
with antigen peptide loaded on MHCI molecules in the presence of IL-2. The stimulation resulted in 
a 39.4-fold expansion of the antigen-specific CTL population within the PBMCs from 0.64 ± 0.02% to 
25.1 ± 2.88% after 8 days (Figure 1C and D). CMV-specific CTLs expressed CD25 (19.47 ± 2.85 %), 
PD-1 (29.49 ± 0.55 %) and LAG-3 (66.69 ± 8.93 %) displaying a more exhausted T cell phenotype after 
expansion (Figure 1E). To assess tumor cell killing, PBMCs containing expanded CTLs were co-cul-
tured with HLA-A*02:01 positive tumor cell lines with different target to effector ratios (T:E). Several 
tumor cell lines including HCT 116, Panc-1 and UACC-257 were killed by CTLs when loaded with the 
antigenic peptide (Figure 1F). The extent of tumor killing correlated with the ratio of co-cultured 
PBMCs. B2M KO cells were resistant to killing confirming the need of MHCI presentation for specific 
lysis (Figure 1G and H). To activate expression of genes that are not endogenously expressed in cell 
lines we used the CRISPR dCas9-VPR system. We generated HCT 116 cells which express catalytically 
deactivated Cas9 (dCas9) fused to the transcriptional activators VP64, p65, and Rta (VPR; Chavez 
et  al., 2015) in a stable fashion. To test gene induction, we co-transfected them transiently with 
crRNAs and trans-activating CRISPR RNA (tracrRNA) to induce the transcription of genes commonly 
expressed by tumor cells (e.g. CD274, NT5E) or genes not expressed by tumor cells such as CD80. The 
expression of CD274 and CD80 could be induced and the expression of NT5E enhanced (Figure 1I). 
Gene expression reached its maximum after 2 days. After 6 days gene expression levels returned to 
basal levels. These results show that CRISPR dCas9-VPR system is suitable to induce gene expression 
of genes that are not endogenously or not naturally (e.g. CD80) expressed in this tumor cell line 
allowing us to survey the function of genes not naturally expressed in our screening cell line.

Design of a complementary CRISPR activation/KO screen
To identify genes regulating tumor resistance and sensitivity to CTL-mediated killing, we developed 
a complementary CRISPR screen using CRISPR Cas9 and CRISPR dCas9 methodology (Figure 2A). 
First, Streptococcus pyogenes Cas9 and dCas9 single guide RNA (sgRNA) libraries containing 64,556 
and 67,833 sgRNAs that target 10,676 and 11,222 genes with annotated function (6 sgRNA per gene) 
including several non-targeting control sgRNAs were constructed. For the complementary CRISPR 
screen approach the chemoresistant, microsatellite instability (MSI)-high human colon carcinoma cell 
line HCT 116 was chosen based on clear correlation between killing and T:E ratio as well as favorable 
growth properties. Due to higher mutation burden in MSI tumors, it was presumably under high 
selective pressure in the original patient. Next, tumor cells were engineered by lentiviral transduction 
to stably express dCas9 and Cas9, respectively. Single cell clones for CRISPRa and CRISPR KO were 
selected based on their gene editing and activation efficiencies. Cells were then transduced with the 
respective sgRNA libraries and subjected to geneticin selection for 8 days. Positively selected tumor 
cells were either left untreated or loaded with CMV antigenic peptide and then exposed to PBMCs 
containing expanded CTLs at different T:E ratios for 3 days. To achieve moderate killing in CRISPR KO 
screen a T:E of 2:1 was used, whereas for CRISPRa a T:E of 1:1 was elected to ensure a high selection 
pressure. The sgRNA library representation in living tumor cells was examined by Next-Generation-
Sequencing (NGS). The specificity of sgRNA depletion and enrichment was assessed by comparing 
different conditions to remove genes controlling cell proliferation and survival (control selection: 
sgRNA library vs. transduced tumor cells) and to identify genes regulating tumor resistance and sensi-
tivity to antigen-dependent CTL killing (untreated tumor cells with PBMCs vs. antigen loaded tumor 
cells with PBMCs). To evaluate the efficiency of gene editing or activation in both screens, sgRNA 
depletion and enrichment in absence of co-culture with PBMC were assessed. As expected, essential 
genes including genes involved in RNA processing and transport (e.g. CCA, EEF1A, TGS1), cell cycle 
(e.g. CDK1, SCF, C-MYC, EP300) and spliceosome (e.g. PRP2, PRP5, PRP16, PRP22, SNU114, UAP56) 
were depleted in the CRIPSR KO screen (Figure 2B, C, E, F). Among genes which activation led to 
decreased fitness we found genes associated with calcium signaling (e.g. CaV1, CaV2, CaV3, RYR) 

https://doi.org/10.7554/eLife.84314
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Figure 1. In vitro system to investigate genes function in antigen-specific tumor killing. (A) Schematic of CMV 
specific CTL expansion within isolated PBMCs from HLA-A*0201 healthy CMV-seropositive Donors followed by 
tumor killing assay. Tumor cells either loaded with CMV pp65 antigenic peptide or untreated were co-cultured with 
PBMCs containing antigen specific CTLs and tumor cell survival was measured using a luminescent cell viability 

Figure 1 continued on next page

https://doi.org/10.7554/eLife.84314
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and ATP-binding cassette transporters (e.g. ABCA4, ABCB7, ABCB10, ABCC3, ABCC6) suggesting a 
disruption of cell homeostasis (Figure 2B, C, E, F). The overview of gene coverage per chromosome 
for both screens confirmed the homogenous distribution of targeted ~10,000 genes throughout the 
whole genome (Figure 2D). Altogether both screens resulted in successful gene disruption or activa-
tion throughout the genome regardless of chromosomal location.

Discovery of genes regulating tumor resistance and sensitivity to CTL 
killing
To identify tumor intrinsic genetic determinants that modulate resistance and sensitivity to CTL killing, 
we compared the abundance of sgRNA in tumor cells loaded or not with antigen and co-cultured 
with PBMCs containing antigen specific CTLs. Tumor cell counts after 3 days co-culture showed that 
74% tumor killing was achieved in the CRISPR KO screen and 91% in CRISPRa reflecting moderate 
and high PBMC selection pressure (Figure 3A). With a false discovery rate (FDR) of <5% threshold, 
our CRISPRa and CRISPR KO screens identified 187 and 704 genes hits respectively with 60 gene 
hits overlapping between both (Figure 3B). The overlap of gene hits found both in CRISPR KO and 
CRISPRa suggests strong involvement in controlling tumor intrinsic resistance to CTL-mediated killing. 
Best scoring genes such as PTPN2, CFLAR, CHD7, and ILKAP induced more sensitivity when depleted 
and more resistance when activated (Figure 3C). On the other hand, ICAM1 and JAK2 induced more 
resistance when depleted and more sensitivity when overexpressed (Figure  3C). Additionally, we 
identified hits specific to CRISPRa screen inducing tumor resistance or sensitivity when overexpressed 
that were not significantly depleted in CRISPR KO screen, which underlines the importance of exam-
ining gene gain-of-function. Analysis of strength and direction of linear relationship of beta score 
between CRISPR KO and CRISPRa screen gene hits showed a significant negative linear relation in line 
with the expectation that enriched gene hits in the CRISPRa screen would be depleted in the CRISPR 
KO screen and vice versa (Figure 3—figure supplement 1). Top gene hits identified through both 
screens involved in for example TNFα signaling were CFLAR, MAPK1, RIPK1, TNFRSF1A, and ICAM1, 
highlighting their role in regulating tumor sensitivity to TNF-α-induced cell death. The identification 
of genes involved in IFN-γ signaling (PTPN2, SOCS1, STAT1, JAK2) were consistent with previous find-
ings and validated our complementary CRISPR screen approach (Lawson et al., 2020; Patel et al., 
2017). Furthermore, our data showed additional overlaps with previously performed screens in genes 
regulating for example autophagy (PIK3C3, ATG3, ATG10, ATG13) thus controlling susceptibility to 
CTL attack (Lawson et al., 2020; Young et al., 2020). Using gene ontology and pathway analysis, we 
identified pathways with known function in regulating tumor resistance such as IFN-γ, TNF-α, NF-κβ, 
autophagy but also novel pathways related to tumor intrinsic immune evasion (Figure 3D). In contrast 
to other studies, enrichment of genes regulating antigen processing and presentation were not found 
among the top hits in our complementary CRISPR screen presumably due to direct loading of the 
antigenic peptide on tumor cells. To compare our results to other screens, we examined the intersec-
tion between hits from this study and a published tumor resistance core gene set identified through 
a CRISPR KO screen performed in mouse tumor cells (Lawson et al., 2020). Sizeable but incomplete 
overlap between genes identified through this screen compared to Lawson et al., 2020, validate our 

assay. (B) Schematic of CMV-specific tumor killing by CTLs. CMV-specific CTL recognize CMV antigen presented in 
an HLA-A*02:01 restricted manner on tumor cells and release cytokines and cytotoxic granules containing perforins 
and granzymes to specifically kill tumor cells. (C) Representative dot plots of CMV pp65495-503 tetramer-positive/
CD8 + T cells measured at day 0 and day 8 after stimulation for both Donors used in this study (each n=3). (D) Bar 
graph of acquired frequency of CMV pp65495-503 tetramer-positive/CD8 +T cells (n=3). (E) Amount of CD25+, PD-
1 +and LAG-3 +CMV specific CD8 + T cells (n=3). (F) Cell survival of HCT 116, Panc-1 and UACC-257 after 3 days 
of co-culturing with different ratios of PBMC containing antigen specific CTLs in antigen presence or absence. 
Bar graphs show normalized mean ± SD of triplicate representative for three independent experiments. Statistical 
significance was calculated using two-tailed t tests with adjustments for multiple comparisons (***p<0.001****, 
p<0.0001). (G) Cell survival of HCT 116 B2M KO cells assessed with tumor killing assay. Bar graphs show normalized 
mean ± SD of triplicate representative for two independent experiments. (H) Median fluorescence intensity of B2M 
expression of HCT 116 and B2M KO cells measured with flow cytometry (n=2). (I) Mean fluorescence intensities 
over time of PD-L1, CD80 and NT5E in HCT 116 dCas9 cells after induction of gene expression using CRISPRa 
compared to non-targeting control (NTC) (n=2).

Figure 1 continued

https://doi.org/10.7554/eLife.84314
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Figure 2. Design of a complementary CRISPR activation/CRISPR KO screen. (A) Schematic of complementary CRISPR KO/CRISPRa screen setup. 
HLA-A*0201+ HCT 116 Cas9 or dCas9 colon carcinoma cells were transduced with the respective sgRNA library targeting approx. 10,000 annotated 
genes. Cells were exposed to PBMCs containing antigen specific CTLs in the presence or absence of CMV antigenic peptide. Control condition was not 
exposed to PBMCs and antigen. Next-generation sequencing (NGS) was used to determine sgRNA representation of each condition. Each condition 

Figure 2 continued on next page

https://doi.org/10.7554/eLife.84314
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approach while demonstrating that it also discovered numerous novel genes (Figure 3E). The top 5 
ranked genes were indicated in each sector. A key immune evasion mechanism is the loss of TNFα 
pathway related genes (Kearney et al., 2018). TAK1 (MAP3K7) is a key regulator of TNFα induced 
signaling controlling the balance between cell survival and death which was found in our killing screen 
as well as in other CRIPSR KO screens investigating tumor resistance mechanisms to CTL-mediated 
killing (Vredevoogd et al., 2019; Young et al., 2020). Thus, to confirm the role of TNFα signaling in 
tumor resistance to CTL killing in our model, we assessed tumor cell survival in presence or absence of 
a TAK1 inhibitor (Takinib). Addition of Takinib significantly enhanced tumor killing in a dose-dependent 
manner compared to control condition rendering tumor cells more sensitive to TNFα-induced cell 
death (Figure 3F). Taken together, our complementary CRISPR screen identified previously known 
genes as well as novel gene hits regulating tumor susceptibility to CTL-mediated killing.

Depletion of ICAM1 induces tumor resistance to antigen-specific CTL 
killing
The role of ICAM-1 in the immune response is well documented but its role in regulating anti-tumor 
response and tumor-CTL interaction remains elusive. Although there are other ICAM family members 
with overlapping functions and the ability to bind similar ligands (Binnerts et al., 1994; Campanero 
et al., 1993; Casasnovas et al., 1999), we did not identify other ICAMs in our screen. The most 
important ICAM-1 ligand for the interaction between CTLs and tumor cells is LFA-1 (Jenkinson et al., 
2005; Marlin and Springer, 1987). LFA-1 is present on the antigen-specific CTLs used in this model 
(Figure 4A). To validate the role of ICAM-1 in controlling tumor cell sensitivity to killing by CTLs, we 
disrupted ICAM1 in three tumor cell lines expressing low, medium, and high ICAM-1 (HCT 116, Panc-1 
and UACC-257, respectively) using two different sgRNAs. Depletion of ICAM-1 in these cell popu-
lations was confirmed by cell surface staining (Figure 4B). ICAM-1 deletion led to resistance to CTL 
killing in all cell lines tested (Figure 4C). Resistance could not be attributed to an increase in antigen 
presentation as HLA-A2 cell surface level was not affected by ICAM1 depletion (Figure 4D). PD-L1 
level on the cell surface was increased in UACC-257 cells upon ICAM1 depletion induced by sgRNA2 
(Figure 5D). To investigate the role of PD-1-PD-L1 axis in our system, we activated PDL1 expression by 
using CRISPRa in tumor cells and measured killing in the presence or absence of Nivolumab (anti-PD-1 
antibody) (Figure 4E, F). Our results demonstrate that the interaction of PD-1 on antigen-specific 
CTLs (Figure 4G) with PD-L1 had little to no role in the interaction of activated CTLs with tumor cells. 
PD-1/PD-L1 blockade may rather increase T cell priming and expansion (Borst et al., 2021; Lin et al., 
2018; Peng et al., 2020). Altogether these results show that in our system, ICAM-1 plays a crucial role 
in the productive interaction between tumor and activated CTL and that ICAM-1 depletion has more 
effect than PD-1 overexpression in inducing killing resistance.

ICAM-1 isoforms differently regulate antigen specific tumor cell killing 
by CTLs
Multiple isoforms of ICAM-1 exist including secreted variants (Ramos et al., 2014; Seth et al., 1991; 
Wakatsuki et al., 1995). Secreted ICAM-1 may in fact function as LFA-1 antagonist (Meyer et al., 
1995) altogether mimicking ICAM-1 deficiency by disrupting mICAM-1/LFA1 interaction. Shedding of 

was performed in triplicate. (B) Ranked-ordered, RRA scores (robust ranking aggregation; log2 fold change) for control selection CRISPRa (left) and 
CRISPR KO (right) screens in absence of PBMCs and antigen. Hits at FDR <2% are highlighted in red (positive selection – enriched control genes) and 
blue (negative selection – depleted control genes) with the top ten best scoring hits being indicated. (C) Enrichment of essential genes (orange; Atlas 
project - Depmap) as a fraction of gene subset: all screened (black), enriched control genes (red), and depleted control genes (blue) for CRISPRa (left) 
and CRISPR KO (right) screens. The raw gene counts are indicated in white. (D) Overview of gene coverage per chromosome for CRISPR KO (inner circle) 
and CRISPRa (outer circle); red - enriched control genes, blue - depleted control genes, gray - not significant gene hits. (E) Global relation of screened 
genes between CRISPRa and CRISPR KO assays: purple – common gene hits, red and blue – enriched control gene hits (CRISPRa and CRISPR KO 
respectively), orange and green - depleted control gene hits (CRISPRa and CRISPR KO respectively). (F) Most significant pathways according to KEGG 
enriched among the significant gene hits of (E).

The online version of this article includes the following source data for figure 2:

Source data 1. The excel file contains enrichment/depletion scores for each gene, their significance and categorization (control condition: tumor cells 
only).

Figure 2 continued

https://doi.org/10.7554/eLife.84314
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Figure 3. Discovery of genes regulating tumor resistance and sensitivity to CTL killing. (A) Cell survival after co-culturing with PBMCs containing 
antigen specific CTLs for 3 days normalized to tumor cells not exposed to PBMCs and antigen for CRISPR KO (left) and CRISPRa (right) screen. (B) 
Table displaying the numbers of gene hits specific for antigen-dependent setup identified by CRISPR KO and CRISPRa screen. (C) Ranked-ordered, 
beta-scores for antigen-dependent screen setup (CRISPRa – left; CRISPR KO – right). The top best scoring overlapping gene hits between CRISPR KO 

Figure 3 continued on next page

https://doi.org/10.7554/eLife.84314
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ICAM-1 from the cell surface is mediated by several proteases including MMP-9 (Fiore et al., 2002). 
The substitution of proline in position 404 with glutamic acid (P404E) inhibited shedding of ICAM-1 
in the presence of MMP-9 without affecting mICAM-1 levels (Fiore et al., 2002). ICAM-1 cleavage 
process is regulated by multiple kinases acting through specific tyrosine residues Y474 and Y485 
within the cytoplasmic region of ICAM-1 (Tsakadze et al., 2004). In order to investigate the role of 
ICAM-1 isoforms and such mutants important for ICAM-1 shedding, we transfected ICAM1 KO or WT 
cells with plasmids encoding for ICAM-1 variants (Figure 5A) and investigated tumor cell killing by 
CTLs. To monitor transfection efficacy and kinetics of tumor killing, all plasmids contained enhanced 
GFP (eGFP) (Figure 5B, C). The fraction of eGFP + cells after transfection was similar between all 
ICAM-1 variants reflecting equal transfection efficiency (Figure  5C). Detection of ICAM-1 variants 
via cell surface staining against N-terminal DYKDDDDK Tag (flag-tag) showed differential levels of 
ICAM-1 in the plasma membrane upon transfection (Figure 5D). Flag-tag levels of mutated ICAM1 
(P404E), ICAM-1 lacking cytoplasmic tail (ICAM1-ΔC) and GPI-anchored ICAM-1 (ICAM1-ΔTM-
ΔC-GPI) were comparable to full length ICAM1. Expression levels of mutant ICAM1 Y474A+Y485 A 
were lower compared to other ICAM-1 variants as measured by Flag-tag. Mutant versions of ICAM-1, 
Y474A+Y485 A and P404E, were previously described to inhibit proteolytic cleavage and subsequent 
shedding of ICAM-1 in other cell types (Fiore et al., 2002; Tsakadze et al., 2004). In our model, 
neither mICAM-1 levels (Figure 5D) nor secreted amounts of sICAM-1 (Figure 5E) were altered after 
transfection compared to full length ICAM-1. These results indicate that these mutations are not rele-
vant for ICAM-1 cleavage under these conditions in HCT 116 cells.

Transfection of sICAM1 in ICAM1 KO cells resulted in no detectable flag-tag expression on the 
cell surface, but enhanced sICAM-1 levels in the supernatant 5.21±0.42 fold (Figure 5E). Additionally, 
reintroduction of full length ICAM1 in ICAM1 KO resulted in 2.21±0.11 fold higher sICAM-1 levels. 
Inversely, ICAM1 KO cells secrete 4-fold less compared to WT cells (Figure 5E). Levels of sICAM-1 in 
the supernatants of WT cells transfected with sICAM1 were 2.39±0.19 fold higher than in control WT 
cells (Figure 5E).

Finally, we co-cultured tumor cells transfected with ICAM-1 variants with PBMCs containing 
expanded antigen specific CTLs and monitored tumor cell killing over time. The expression of full-
length ICAM1 rescued antigen-specific tumor cell killing by CTLs in ICAM1 KO cells confirming the 
important role of ICAM-1 in controlling CTL-mediated killing (Figure 6A). We also tested two compu-
tationally mapped potential isoforms of ICAM-1 (source UniProt) which proved neither detectable 
on the cell surface nor in the supernatant and therefore, as expected, had no effect on tumor killing 
(data not shown). The mutant ICAM1 P404E rescued tumor killing by CTLs to similar extent as full 
length ICAM1, whereas no rescue could be detected upon transfection with ICAM1 Y474A+Y485 A 
(Figure 6A). These data emphasize the importance of the ratio of mICAM-1 and sICAM-1 for the 
productive interaction between tumor cells and CTLs. No significant change in killing could be 
detected upon expression of sICAM1 in ICAM1 KO cells. Overexpression of sICAM-1 in WT cells had 
no impact on mICAM-1 expression (Figure 6—figure supplement 1) but protected cells from CTL 
killing, possibly due to interference of sICAM-1 with mICAM-1/LFA-1 interaction (Figure 6B). To inves-
tigate the cell extrinsic effect of sICAM-1 on killing, tumor killing was investigated in the presence 
of conditioned media containing external sICAM-1 and untreated tumor cells. Addition of medium 
harvested from cells overexpressing sICAM-1 (Figure 6—figure supplement 2A, B) or medium with 
recombinant sICAM-1 (Figure 6—figure supplement 3A, B) had no effect on tumor killing. These 

and CRISPRa screen are indicated. Hits at FDR <5% are highlighted in red (positive selection - resistor genes) and blue (negative selection - sensitizing 
genes). (D) KEGG pathway enrichments for top 15 best scoring pathways in CRISPR KO, CRISPRa or pooled screen hits represented as heatmap: white – 
not statically significant (FDR corrected hypergeometric overrepresentation test). (E) Venn diagram displaying intersection of CRISPRa screen gene hits, 
CRISPR KO screen gene hits and previously published tumor resistance core gene data set of Lawson et al., 2020. Top 5 ranked genes were indicated 
in each sector. (F) Tumor killing assay in the presence of different concentrations of TAK1 inhibitor (Takinib) as indicated or DMSO control and cell 
survival was measured after 3 days (top). Bar graphs show normalized mean ± SD in triplicate representative for two independent experiments. Two-way 
ANOVA corrected for multiple comparison according to Dunnett was used to determine statistical significance (bottom) (ns: not significant).

The online version of this article includes the following source data and figure supplement(s) for figure 3:

Source data 1. Complete list of screened genes containing beta-scores, FDR and specificity.

Figure supplement 1. Correlation between CRISPR KO and CRISPRa screen gene hits within certain pathways.

Figure 3 continued
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Figure 4. Depletion of ICAM1 induces tumor resistance to antigen-specific CTL killing. (A) LFA-1 cell surface expression of CMV-specific CD8 + T cells 
measured by flow cytometry displayed as histogram (n=2). (B) Histograms showing ICAM-1 levels of HCT 116, Panc-1 and UACC-257 cell lines and 
respective KO pools after fluorescence activated cell sorting (n=3). (C) Cell survival of antigen loaded and untreated HCT 116, Panc-1, UACC-257 cells 
and ICAM1 KO pools using CRISPR KO and 2 sgRNAs cells against CTL killing after 3 days of co-culturing with different ratios of PBMCs containing 

Figure 4 continued on next page

https://doi.org/10.7554/eLife.84314
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results demonstrate that cells must produce sICAM-1 to be protected from CTL killing. Truncation 
of cytoplasmic tail of ICAM-1 (ICAM1-ΔC) did not alter rescue of tumor cell killing compared to full-
length ICAM1 (Figure 6C). However, ICAM1-ΔTM-ΔC-GPI was not as efficient as full-length ICAM1 in 
rescuing tumor killing (Figure 6C).

In summary, mICAM-1 and sICAM-1 play opposite roles in the interaction of CTL with tumor cells. 
mICAM-1 promotes tumor killing by CTL whereas sICAM-1 increases resistance.

Expression of ICAM1 and ICAM-1 cleavage related metalloproteases 
is upregulated in human cancers and associated with poor clinical 
outcome
ICAM-1 is constitutively expressed and up-regulated by inflammatory activation such as stimulation 
by TNF-α or IFN-γ (Becker et al., 1991; Figenschau et al., 2018; Ramos et al., 2014). To test induc-
tion of mICAM-1 expression and sICAM-1 release, we stimulated various tumor cell lines with TNF-α, 
IFN-γ or the combination of both. Both TNF-α and IFN-γ enhanced mICAM-1 expression and induced 
release of sICAM-1 in all cell lines tested suggesting this mechanism in generalizable across different 
cancer types (Figure 7A and B). The release of sICAM-1 induced by the combination of both was 
higher than that induced by the individual cytokines (Figure 7B). The soluble form of ICAM-1 is gener-
ated by alternative splicing of ICAM1 or proteolytic cleavage of mICAM-1 through human neutrophil 
elastase, cathepsin G, MMP-9, ADAM10 and ADAM17 (Fiore et al., 2002; Morsing et al., 2021; 
Robledo et al., 2003; Tsakadze et al., 2006; Wakatsuki et al., 1995). To evaluate the expression of 
ICAM1 and ICAM-1 cleavage related proteases, we analyzed gene expression of 22 human cancers 
obtained from The Cancer Genome Atlas (TCGA) and Genotype-Tissue Expression Portal (GTEx). 
All normal healthy tissue types analyzed expressed ICAM1 at varying basal levels (Figure 7C). In 12 
human cancers it was significantly upregulated compared to normal tissue. Moreover, MMP9 expres-
sion was elevated in all tumor types compared to normal (Figure 7D). In some tumor types expression 
of ADAM10 and ADAM17 was increased compared to normal tissue. Expression of ELANE and CTSG 
was lower compared to normal tissue. Next, we sought to evaluate whether the expression of ICAM1 
and ICAM-1 cleavage related proteases is associated with clinical outcome. In this analysis, patients 
were categorized into ‘high’ and ‘low’ groups according to the highest and the lowest quartiles of each 
individual gene expression. We found high expression of ICAM1 and high expression of MMP9 was 
related to shorter survival in glioblastoma multiforme patients (Figure 7E). Moreover, high expression 
of ICAM1 and high expression of ADAM10 or ADAM17 was associated with poor clinical outcome 
in pancreatic adenocarcinoma patients (Figure  7E). The expression of the combination of ICAM1 
and protease have a worse impact on survival than each gene alone (Figure 7—figure supplement 
1). Collectively, expression of ICAM1 and ICAM-1 cleavage related metalloproteinases is elevated in 
various human cancers. Moreover, high co-expression of ICAM1 and MMP9, ADAM10, or ADAM17 
is associated with poor clinical outcome. Altogether, our data suggest that CTL-mediated tumor cell 
killing is modulated by mICAM-1 level and release of sICAM-1 (Figure 7F). While ICAM-1 contrib-
utes to the formation of a productive immunological synapse leading to tumor killing, its absence or 
release of sICAM-1 inhibits tumor cell killing.

Depletion of ILKAP promotes antigen-specific CTL-mediated tumor cell 
killing
ILKAP is a protein serine/threonine phosphatase of the PP2C family linked to cancer through phos-
phorylation of integrin-linked kinase (ILK) thereby modulating downstream integrin signaling. 

antigen specific CTLs. Bar graphs show normalized mean ± SD of triplicate representative for two (Panc-1, UACC-257) or three (HCT-116) independent 
experiments. Two-way ANOVA corrected for multiple comparison according to Dunnett was used to determine statistical significance (*p<0.05, 
**p<0.01, ***p<0.001, ****p<0.0001). (D) Mean fluorescence intensities of HLA-A2 and PD-L-1 on the cell surface of HCT 116 WT or HCT 116 ICAM1 
KO cells. Bar graphs show mean ± s.e.m (n=2). Unpaired two-tailed t test was used to determine statistical significance (*p<0.05). (E) Cell survival of 
untreated or antigen loaded HCT 116 and HCT 116 PD-L1 cells in the presence of Nivolumab or isotype with different ratios of PBMCs containing 
antigen-specific CTLs. Bar graphs show normalized mean ± s.e.m. in triplicate representative for two independent experiments. (F) Representative 
histogram of CRISPRa-induced PDL1 expression in HCT 116 cells (n=2). NTC = non-targeting control. (G) Representative histogram of PD-1 expression 
of stimulated CMV-specific CTLs (n=3).

Figure 4 continued
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Figure 5. Design and expression of different ICAM-1 isoform eGFP-plasmids. (A) Design of different ICAM1 isoforms carrying eGFP-plasmids. (B) 
Representative pictures of HCT 116 or ICAM1 KO cells transfected with ICAM-1-eGFP-plasmids. Pictures were obtained 20 hr after transfection 
with a 10 x objective using phase contrast channel as well as the green fluorescent channel (n=3). Scale bars, 400 μm. (C) eGFP + cells one day post 
transfection (dpt) measured by flow cytometry. Bar graphs show mean frequency ± s.e.m. (n=3). (D) Flag-tag level on the cell surface after 1 day of 
transfected cells measured by flow cytometry. Bar graphs show mean fluorescent intensity ± s.e.m. (n=3). (E) Fold change of sICAM-1 in the supernatant 
of transfected cells compared to WT (left) or KO (right) measured by IQELISA. Bar graphs show mean ± s.e.m. (n=3.). Two-tailed t tests with adjustments 
for multiple comparisons were performed (*p<0.05, **p<0.01, ***p<0.001).

https://doi.org/10.7554/eLife.84314
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Figure 6. ICAM-1 isoforms differently regulate antigen-specific tumor cell killing by CTLs. (A) Real time kinetic of tumor cell killing by PBMCs with T:E 
ratio of 1:4. HCT 116 ICAM1 KO cells were transfected with empty vector (gray), ICAM1 (green), ICAM1 Y474A+Y485 A (black) or ICAM1 P404E (red). (B) 
Real-time kinetic of tumor cell killing by PBMCs with T:E ratio of 1:4. WT or HCT 116 ICAM1 KO cells were transfected with empty vector (WT – black; 
KO – gray) or sICAM1 (WT – orange; KO – blue). (C) Real-time kinetic of tumor cell killing by PBMCs with T:E ratio of 1:4. HCT 116 ICAM1 KO cells were 
transfected with empty vector (gray), ICAM1- ΔC (purple), ICAM1-ΔTM-ΔC-GPI (light blue). Cell survival was determined counting green objects every 
6 hours by using the IncuCyte system and normalized to timepoint zero. Conditions were performed in triplicate and four pictures of each triplicate 
were used for analysis (in total 12). Line graphs show mean ± SD for each timepoint representative for at least two independent experiments. Two-
way ANOVA with Geisser-Greenhouse correction was used to determine statistical significance of each timepoint. Depicted stars represent statistical 
significance for t=42 hr (*p<0.05, **p<0.01, ***p<0.001, **** p<0.0001).

The online version of this article includes the following source data and figure supplement(s) for figure 6:

Source data 1. Sequences of ICAM-1 isoform eGFP-plasmids.

Figure supplement 1. mICAM-1 levels measured by flow cytometry of HCT 116 cells transfected with full length ICAM-1, sICAM-1 or empty vector as 
control.

Figure supplement 2. Media enriched with sICAM1 from stimulated Panc-1 cells does not protect HCT116 cells from CTL killing.

Figure supplement 3. Addition of recombinant sICAM1 in media does not protect HCT 116 cells from CTL killing.

https://doi.org/10.7554/eLife.84314


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 14 of 30

Figure 7. Expression of ICAM1 and ICAM-1 cleavage related metalloproteases is upregulated in human cancers and associated with poor clinical 
outcome. (A) Membrane-bound ICAM-1 (mICAM-1) on the cell surface and (B) soluble ICAM-1 in the supernatant of untreated or stimulated cells with 
100 ng/mL IFN-γ, 20 ng/mL TNF-α or both. Bar graphs show normalized mean ± SD of triplicate for each condition. Two-tailed t tests with adjustments 
for multiple comparisons were performed (*p<0.05, **p<0.01, ***p<0.001, **** p<0.0001). (C) ICAM1 expression in normal (N) or tumor tissue (T) of 22 

Figure 7 continued on next page
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However, its role in antigen recognition and antigen specific killing has not been characterized. To 
validate the role of ILKAP in antigen-dependent tumor killing by CTLs, we disrupted gene expression 
with multiple sgRNAs in HCT 116 and Panc-1 cell lines. The depletion of ILKAP induced increased 
tumor sensitivity to antigen-specific CTL killing in both cell lines which correlated with remaining 
expression (Figure  8A–C). The effect of ILKAP depletion and basal expression in Panc-1 cells on 
CTL-mediated tumor killing was more moderate compared to HCT 116 cells. To investigate if ILKAP 
induces tumor resistance to CTL killing through a mechanism dependent on regulating IFN-γ or TNFα 
sensitivity, we stimulated ILKAP KO HCT 116 clone with IFN-γ or TNFα. No significant difference in 
cell death between ILKAP KO and control cells upon IFN-γ or TNFα stimulation could be detected 
(Figure 8D). Next, to explore if ILKAP regulates antigen presentation, cell adhesion or PD-L1 expres-
sion, we measured cell surface levels of HLA-A2, ICAM-1, and PD-L1. Upregulation of HLA-A2, 
ICAM-1 and PD-L1 was similar between ILKAP KO and control cells upon INF-γ or TNF-α stimulation 
(Figure 8E). Interestingly, ILKAP KO cells showed an enhanced basal level of ICAM-1 compared to 
control cells, whereas PD-L1 and HLA-A2 levels were similar (Figure 8F). To further clarify the connec-
tion between ILKAP and ICAM-1, ILKAP and a catalytic inactive mutant of ILKAP (H154D) unable to 
inhibit ILK activity (Leung-Hagesteijn et al., 2001) were overexpressed in tumor cells and mICAM-1 
and sICAM-1 levels were measured. Overexpression of both variants was confirmed by western blot 
(Figure 8G). We observed a non-significant decrease of mICAM-1 and sICAM-1 following transient 
transfection of ILKAP but not catalytic dead ILKAP (H154D) (Figure 8H and I).

Taken together, these results show that ILKAP deletion enhances tumor killing independently of 
increasing sensitivity to IFNγ or TNF. ILKAP KO led to concomitant increase in mICAM-1 but ILKAP 
overexpression had minor impact on surface ICAM-1 expression. The characterization of the potential 
regulation of ICAM-1 by ILKAP would need further investigation.

Discussion
We developed a complementary CRISPR screen to identify tumor intrinsic genetic determinants that 
control tumor susceptibility to CTL-mediated killing. In contrast to previous studies, we combined 
a CRISPRa screen with a CRISPR KO screen to study upregulation of genes that are not expressed 
endogenously at high levels. In line with previously published CRISPR KO screens in mouse and human 
tumor cells, we identified genes involved in autophagy, IFN-γ and TNF-α signaling pathway (Kearney 
et al., 2018; Lawson et al., 2020; Patel et al., 2017; Vredevoogd et al., 2019). Due to the external 
loading of tumor cells with the respective antigenic peptide, tumor intrinsic antigen processing and 
presentation pathways are not detectable allowing us to map gene hits besides this tumor evasion 
strategy.

Our approach uncovered ILKAP as novel regulator of tumor sensitivity to CTL killing. ILKAP was 
first identified in a yeast two-hybrid screen associated with Integrin-linked kinase 1 (ILK1) and shown 
to negatively regulate ILK1 activity thereby targeting ILK1 signaling components of Wnt pathway 
(Leung-Hagesteijn et  al., 2001). In the context of cancer, ILKAP was described to regulate the 
susceptibility of ovarian tumor cells to cisplatin, a platinum-based anti-cancer drug (Lorenzato et al., 
2016), but never associated with antigen-specific tumor killing by CTLs. Our screens showed that 
depletion of ILKAP leads to more tumor killing and activation of ILKAP expression to more resistance 
to CTL killing. Upon ILKAP KO, we found elevated basal ICAM-1 cell surface levels. It was previously 
shown that ILK regulates ICAM-1 expression via NF-κB signaling (Lee et al., 2006). Since we observed 
a trend towards decreased levels of ICAM-1 upon overexpression of ILKAP but not with the catalytic 

different human cancers. Number of samples used for analysis as indicated. (D) Heatmaps showing expression of ICAM1 and ICAM-1 cleavage related 
proteases MMP9, ELANE, CTSG, ADAM10, and ADAM17 in normal or tumor tissue of 22 different cancer types. Expression data were obtained using 
GEPIA. (E) Kaplan–Meier survival plots of patient overall survival with the expression of ICAM1 and MMP9 (left), ICAM1 and ADAM10 (middle), ICAM1 
and ADAM17 (right). Patients were categorized into ‘high’ and ‘low’ groups according to the highest and the lowest quartiles of each individual gene 
expression. Data were obtained from TCGA and GTEx. (E) Schematic describing the effect on tumor killing by mICAM-1 and sICAM-1. More details see 
text.

The online version of this article includes the following figure supplement(s) for figure 7:

Figure supplement 1. Kaplan–Meier survival plots of patient overall survival with the expression of each gene alone.

Figure 7 continued
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Figure 8. Depletion of ILKAP promotes antigen-specific CTL-mediated tumor cell killing. (A) Cell survival of antigen loaded and untreated HCT 
116 WT or ILKAP KO cells using 3 sgRNAs after 3 days of co-culturing with different ratios of PBMCs containing antigen specific CTLs. Bar graphs show 
normalized mean ± SD of triplicate representative of three independent experiments. (B) Cell survival of antigen loaded and untreated Panc-1 WT or 
ILKAP KO cells using 2 sgRNAs after 3 days of co-culturing with different ratios PBMCs containing antigen-specific CTLs. Bar graphs show normalized 
mean ± SD of triplicate representative of three independent experiments (C) ILKAP protein levels normalized to β-actin determined by Simple Western 
system. Bar graphs show normalized mean ± SD (n=3). (n.d. – not detectable). (D) Cell death of HCT 116 WT or ILKAP KO cells untreated or treated 
with 100 ng/mL IFN-γ or 40 ng/mL TNF-α determined with live/dead staining (FVS780) using flow cytometry. Bar graphs show mean ± s.e.m (n=3). (E) 
Fold change of HLA-A2, ICAM-1 and PD-L-1 cell surface levels after treatment with 100 ng/mL IFN-γ or 40 ng/mL TNF-α of WT or HCT 116 ILKAP KO 
cells. Bar graphs show mean ± s.e.m (n=3). (F) Mean fluorescence intensities (MFI) of HLA-A2, ICAM-1 and PD-L-1 of HCT 116 WT or HCT 116 ILKAP 
KO cells. Bar graphs show mean ± s.e.m (n=3). (G) ILKAP protein levels of Panc-1 cells transiently transfected with ILKAP or ILKAP H154D assessed by 
western blot. (H) Level of mICAM-1 measured with flow cytometry and (I) secreted sICAM-1 levels determined by ELISA of transiently transfected Panc-1 

Figure 8 continued on next page
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inactive mutant ILKAP (H154), we suggest that ILKAP regulates ICAM-1 basal levels through modu-
lating ILK signaling. The minor impact of overexpression compared to deletion could be explained by 
already high level of ILKAP phosphatase activity in untransfected cells that may not be dramatically 
increased upon overexpression. Stimulation of ILKAP KO cells with IFN-γ and TNFα revealed that 
ILKAP-mediated tumor protection against CTL killing is independent from controlling INF-γ or TNFα 
sensitivity, changing PD-L1 levels and regulating antigen presentation. Further studies are needed to 
investigate how ILKAP controls tumor killing by CTLs.

Furthermore, our complementary CRISPR screen showed that activation of ICAM1 expression 
enhanced tumor killing by CTLs and depletion attenuated CTL killing. ICAM-1 plays several roles in 
the immune system including cellular adhesion, inflammation, wound healing, T cell activation and 
leukocyte recruitment (Bui et al., 2020). Importantly, surface ICAM-1 binds to LFA-1 on T cells and 
contribute to the formation of an immunological synapse between target cells and CTL during killing 
(Anikeeva et al., 2005; Franciszkiewicz et al., 2013) as well as antigen presenting cell and T cell 
during priming (Hartman et al., 2009; Scholer et al., 2008). Interestingly, the absence of ICAM-1 on 
tumor cells had a stronger negative impact of tumor killing compared to PD-L1 overexpression. PD-L1-
PD-1 interaction may in fact be more relevant in the context of T cell activation by APC (Borst et al., 
2021; Lin et al., 2018; Peng et al., 2020). From the tumor side, ICAM-1 appears to be important 
for the physical interaction with CTL with little signaling function in this context (Basu et al., 2016; 
Petit et al., 2016). Indeed, expression of ICAM1 missing the cytoplasmic domain rescued killing to 
the same extent as full-length ICAM-1. However, membrane self-association and possibly distribution 
appeared to be crucial since GPI-anchored ICAM-1, largely found as monomers in lipid rafts (Yang 
et al., 2004), did not result in productive CTL interaction. Consistent with that, dimerization and clus-
tering of ICAM-1 is functionally important for orientation on the cell surface (Jun et al., 2001) and for 
enhancing avidity and affinity for LFA-1 binding (Miller et al., 1995; Reilly et al., 1995).

In contrast to the membrane-bound form, sICAM-1 appears to inhibit tumor cell killing (Becker 
et al., 1993). This effect was only observed in cells overexpressing sICAM-1 and not by addition of 
external sICAM-1 indicating a cell intrinsic mechanism leading to protection. It is possible that high 
local concentration at the immunological synapse is needed to prevent ICAM-1/LFA-1 interaction and 
induce protection from tumor killing. The pro-tumorigenic function of sICAM-1 (Gho et al., 2001) may 
explain the lack of selective pressure for ICAM-1 loss. Instead, tumor killing may be regulated by the 
ratio of membrane-bound vs. sICAM-1 (Figure 8F). The mutations Y474A, Y485A (Tsakadze et al., 
2004), and P404E (Fiore et al., 2002) decreased proteolytic cleavage of ICAM-1 and subsequently 
shedding of ICAM-1. These results are contrary to what we found in our model indicating some cell 
types may employ different mechanisms to regulated ICAM-1 shedding. TCGA data analysis showed 
upregulation of expression of ICAM-1 cleavage related metalloproteases in different human cancers. 
Upregulation of ICAM1 expression in human cancers should result in release of sICAM-1, favoring 
tumor growth. Furthermore, clinical data have shown that sICAM-1 is significantly upregulated in CRC 
patients and associated with poor prognosis (Schellerer et al., 2019; de Waal et al., 2020). A meta-
analysis of 23 studies in lung cancer patients disclosed that serum sICAM-1 were significantly higher 
than in healthy controls and was negatively correlated with prognosis (Wu et al., 2020). These studies 
and our data strengthen the role of ICAM-1 isoforms in regulating antigen specific tumor cell killing 
by CTLs. Since it was recently shown that IFN-1-induced ICAM-1 expression can surmount PD-L1/PD-1 
axis (Dong et al., 2021), increased killing could be achieved by ICB enhancing mICAM-1 expression 
over sICAM-1 expression. This might be achieved by using selective MMP-9, ADAM10, or ADAM17 
inhibitors that prevent cleavage of ICAM-1 from the cell surface. As the expression of metalloprote-
ases is enhanced in many cancer types and associated with tumor progression, invasion and metas-
tases, many clinical trials of metalloprotease inhibitors have been initiated (Das et al., 2020; Duffy 
et al., 2009; Gobin et al., 2019). However, no metalloprotease inhibitor was successful so far, either 
due to severe side effects or lack of survival benefit (Vandenbroucke and Libert, 2014). Developing 
new, more selective, and safer metalloprotease inhibitors might circumvent these issues (Winer et al., 

cells. For (A) and (B), two-way ANOVA corrected for multiple comparison according to Dunnett was used to determine statistical significance (*p<0.05, 
**p<0.01, ***p<0.001****, p<0.0001). Two-tailed t tests with adjustments for multiple comparisons were performed (D and E). For (C and F) unpaired 
two-tailed t test was used to determine statistical significance (*p<0.05, **p<0.01).

Figure 8 continued
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2018). Alternatively, depletion of soluble ICAM-1 by pH-dependent antibodies which are selected to 
preferentially bind sICAM-1 proximal to the plasma membrane might be effective in removing even 
high levels of sICAM-1. Such ‘sweeping’ antibodies need not block ICAM-1 interactions as they induce 
lysosomal destruction of the bound sICAM-1 and have been reported for targets like C5a (100 µg/mL 
in plasma; Klaus and Deshmukh, 2021). This approach would probably be required since sICAM-1 
levels are relatively high in plasma of cancer patients.

The impact of mICAM-1 and sICAM-1 on myeloid cells such as dendritic cells and macrophages 
and how this may affect CTL-mediated killing is not completely clear. It was previously shown that 
sICAM-1 stimulates the recruitment of myeloid cells (Suarez-Carmona et  al., 2015). Membrane-
associated ICAM-1 on dendritic cells facilitates T cell priming and activation leading to enhanced CTL 
survival and memory (Scholer et al., 2008), whereas the presence of a soluble form may have the 
opposing effect. Furthermore, ICAM-1 directly regulates macrophage polarization (Gu et al., 2017) 
affecting CTL killing of tumor cells. Further studies are necessary to investigate the role of mICAM-1 
and sICAM-1 in myeloid cells and how this in turn may affect CTL-mediated killing.

Materials and methods
Tumor cell lines
Colon carcinoma HCT 116 (CCL-247) and pancreatic carcinoma Panc-1 (CRL-1469) cells were purchased 
from American Type Culture Collection (ATCC). Renal carcinoma A498 (CVCL_1056), breast carcinoma 
BT-549 (CVCL_1092), SF-539 (CVCL_1691), breast carcinoma MCF-7 (HTB-22), glioblastoma SNB-19 
(CVCL_0535) and melanoma UACC-257 (CVCL_1779) cells were purchased from the National Cancer 
Institute (NCI). Breast carcinoma MDA231-TGL (CVCL_VR35) cells were purchased from European 
Collection of Authenticated Cell Cultures (ECACC). BT-549, MDA231-TGL, SNB-19 and SF-539 cells 
were cultured in Gibco RPMI-1640 Medium (Thermo Fisher Scientific, 11875093) supplemented with 
10% Gibco fetal bovine serum (FBS) (Thermo Fisher Scientific, 10500064). HCT 116 cells were cultured 
in Gibco McCoy’s 5 A Medium (Thermo Fisher Scientific, 16600082) supplemented with 10% FBS. 
Panc-1 cells were cultured in Gibco Dulbecco’s Modified Eagle’s Medium (DMEM) (Thermo Fisher 
Scientific, 61965026) supplemented with 10% FBS. A498 cells were cultured Eagle’s Minimum Essen-
tial Medium (EMEM) (ATCC, 30–2003) supplemented with 10% FBS. MCF-7 cells were cultured in 
EMEM with 10% FBS and 0.01 mg/ml bovine insulin. UACC-257 cells were cultured in RPMI-1640 
Medium GlutaMAX (Thermo Fisher Scientific, 61870036) supplemented with 10% FBS. A498 cells 
were cultured in RPMI-1640 Medium supplemented with 20% FBS. All cells were maintained at 37 °C 
and 5% CO2 in vented flasks and splitted as recommended by the Vendor. Cell lines have been authen-
ticated by STR profiling. Cell lines were confirmed mycoplasma negative by Mycoplasmacheck (euro-
fins) based on a standardized qPCR test.

Isolation, in vitro stimulation and expansion of primary human PBMCs
Fresh blood was obtained from CMV-seropositive, HLA-A*0201+ healthy volunteers provided by the 
DRK Ulm. Samples used in this study were collected from two different Donors, Donor 1 (age: 24, sex: 
male) and Donor 2 (age: 27, sex: male). PBMCs were isolated from heparinized fresh blood by stan-
dard density gradient centrifugation with Ficoll-Paque Plus (GE Healthcare Bio-Sciences, 17144002). 
PBMCs from HLA-A*0201 Donors were either stimulated with 1 µg/mL CMV pp65 antigen peptide 
NLVPMVATV (HLA-A*0201) (IBA Lifesciences, 6-7001-901) for 1 hr or not, washed once with medium, 
mixed equally and 1.5x106  cells/mL cultured in complete RPMI medium GlutaMAX supplemented 
with 10% FBS, 50 µM β-Mercaptoethanol (Thermo Fisher Scientific, 31350010) and 40 ng/mL IL-2 
(BioLegend, 589102). After 4 days a half-medium change was done adding fresh complete medium 
and cells were further cultured for 4 days. PBMCs containing expanded antigen specific CTLs were 
either directly used for tumor killing assay or immediately frozen at –80 °C and thawed one day before 
tumor killing assay and cultured in complete medium as described above.

CMV tetramer staining of PBMCs
For CMV-specific MHCI tetramer staining, human PBMCs (3x105  cells/condition) were incubated 
with anti-CD8 (BD, 562428, RRID:AB_11154035), anti-CD25 (BD, 564467), anti-PD-1 (BD, 561272, 
RRID:AB_2744340), anti-LAG-3 (BioLegend, 369212, RRID:AB_2728373) or anti-LFA-1 (BD, 559875, 
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RRID:AB_2129113) antibodies or respective isotype control antibodies where indicated and PE-CMV 
tetramer (MBL International, TB-0010–1) or PE-control tetramer (MBL International, TB-0029–1) in 
FACS buffer containing 1% human Fc Block (Miltenyi Biotec, 130-059-901, RRID:AB_2892112) for 
30 min at 4 °C and were then washed three times. Flow cytometry analyses were performed using 
LSRFortessa (BD Biosciences) and data were analyzed using FlowJo version 10.8 (FlowJo LLC).

Tumor killing assay
For the tumor killing assay, HLA-A*0201 positive tumor cells were used as target cells. Tumor cells 
were either kept untreated or were incubated with CMV pp65 antigen peptide (IBA Lifesciences, 
6-7001-901) for 1 hr at 37 °C and washed once with medium. Untreated or antigen loaded tumor 
cells were seeded in 96-well plates and allowed to attach for 1–2 hr before PBMCs containing antigen 
specific expanded CTLs were added in different target to effector (T:E) ratios in triplicate. In experi-
ments where recombinant sICAM1 function was assessed, human sICAM-1 (Thermo Fisher Scientific, 
BMS313) or human ICAM-1 comprising the extracellular domain (Preprotech, 150–05) was added at 
the beginning of co-culture or in regularly-spaced intervals. After 3 days of co-culture, the viability of 
cells was assessed using CellTiter-Glo reagents (Promega, G7571) according to the manufacturer’s 
protocol. The survival of target cells for each T:E was calculated using GraphPad Prism as percentage 
of target cell survival normalized to values obtained from untreated tumor cells not incubated with 
PBMCs. Respective values of PBMCs only or medium (blank) were subtracted from obtained raw 
values. To measure real-time kinetic of tumor cell killing, tumor cells transfected with plasmids 
containing eGFP were treated and co-cultured as described above in the IncuCyte SC5 Live-Cell Anal-
ysis system (Sartorius). Plates were scanned with a 10 x objective using phase contrast channel as well 
as the green fluorescence channel for 42 hr every 6 hr. Data were analyzed by counting green objects 
over time and normalized to t=0 hr to determine survival of transfected tumor cells. Conditions were 
performed in triplicate and 4 pictures of each triplicate were used for analysis (in total 12).

Generation of Cas9 and dCas9 stable tumor cell lines
Lentiviral hEF1α-Blast-Cas9 Nuclease (Dharmacon, VCAS10126) and hEF1a-Blast-dCas9-VPR Nuclease 
(Dharmacon, VCAS11922) was used to transduce HCT 116 and Panc-1 cells with a MOI of 0.3. Single 
cell clones of transduced cell lines were obtained by limiting dilution and clonal expansion. Trans-
duced cells were selected with 10 µg/mL Blastidicin S HCl (Thermo Fisher Scientific, A1113903). Best 
single cell clones for each cell line were chosen based on expressed amount of Cas9/dCas9 protein 
and editing efficiency.

Activation of gene expression using CRISPRa
A total of 2x105 HCT 116 cells stably expressing dCas9 per well were seeded in 6-well plates one day 
before transfection. Cells were transfected using DharmaFECT 4 reagent (Horizon Discovery, T-2004–
02) according to manufacturer’s instructions. Briefly, 25 nM crRNA pool targeting CD274, CD80, NT5E 
(see Table 1) or a non-targeting control (NTC) (Horizon Discovery, U-009500-10-05) were mixed equal 
with 25 nM tracrRNA (Horizon Discovery, U-002005–50) in serum-free medium (Thermo Fisher Scien-
tific, 31985062). DharmaFECT transfection reagent was diluted 1:50 in serum free medium und mixed 

Table 1. crRNA sequences used for inducing gene expression through CRISPRa.

Target gene Pool crRNA sequences Company Catalogue nr.

CD274

TCGG​CGGA​AGCT​TTCA​GTTT​,
GCTT​CCGC​CGAT​TTCA​CCGA​,
CGTT​GCGC​CAGG​CCCG​GAGG​,
CAGC​GTTG​CGCC​AGGC​CCGG​ Horizon Discovery P-015836-01-0005

CD80

CCAC​GAGC​ACCA​GGCG​GCCT​,
TAGT​CCAT​GCAC​GGTG​GTGA​,
GTCA​GTGC​CAGG​AGTT​GGAC​,
AATG​GTGC​CCGA​GAAG​AGTG​ Horizon Discovery P-007851-01-0005

NT5E

TCCG​GGTA​CCAG​GTCG​GAT,
TCCG​ACCC​TGGT​ACCC​GGAG​,
CAGG​GCCG​CTCC​GGGT​ACCA​,
GACG​TCAC​CCGA​TCCG​ACCC​ Horizon Discovery P-008217-01-0005
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1:1 with crRNA:tacrRNA working solution and incubated for 20 min. After adding 1600 µL growth 
medium to the transfection crRNA:tacrRNA mix, growth medium in six-well plate was removed and 
transfection mix was added to each well. Gene expression for each gene was measured over time 
using flow cytometry. Shortly, cells were harvested at different time points and 1x105 cells were stained 
with anti-CD274 (BioLegend, 329705, RRID:AB_940366), anti-CD80 (BD, 564159, RRID:AB_2738631), 
anti-NT5E (BioLegend, 344003, RRID:AB_1877224), FVS520 (BD, 564407, RRID:AB_2869573) or 
FVS660 (BD, 564405, RRID:AB_2869571) and respective isotype controls in FACS buffer containing 
1% Fc-Block for 30 min at 4 °C. Cells were washed three times and analyzed by flow cytometry.

Construction of sgRNA libraries
The CRISPR KO library consisting of 64,556 human sgRNA sequences (6 sgRNAs/gene) was designed 
according to the Vienna Bioactivity CRISPR score (VBC score) (Michlits et al., 2020). The CRISPRa 
library consisting of 67,832 sgRNA (6 sgRNAs/gene) sequences was designed based on the Weiss-
mann CRISPRa library V2 (Horlbeck et al., 2016). The sgRNA sequences were synthesized by Twist 
Biosciences and cloned into a lentiviral sgRNA expression vector pLenti-sgETN as described in Lindner 
et al., 2021 (pLenti-U6-sgRNA-EF1as-Thy1.1_P2A_NeoR) (Lindner et al., 2021).

Lentivirus production and purification
For lentivirus production, the Lenti-X 293T cell line (Takara, 632180) was used. Cells were seeded 
on Collagen I coated culture dishes (Biocoat, 356450) in DMEM supplemented with 10% FBS to be 
70–80% confluent. After 6 hr, cells were transfected with a mixture of PEI, KO/activation sgRNA library 
pools and MISSION lentiviral packaging mix (Sigma, SHP001) in serum free Opti-MEM media (Thermo 
Fisher Scientific, 31985062). Before transfection, the mix was incubated for 20 min at RT followed 
by dropwise addition to the cells. On the next day, transfection media was replaced by new DMEM 
supplemented with 10% FBS. Virus containing media was harvested 48 hr and 72 hr post transfec-
tion and pooled. Cell debris was removed by centrifugation at 3000 g for 15 min. Media containing 
virus particles was mixed with PEG-it virus precipitation solution (System Biosciences, LV810A-1) and 
incubated at 4 °C overnight. Viral supernatants were centrifugated at 1500 g for 30 min at 4 °C and 
obtained virus pellets were resuspended in resuspension buffer and subsequently frozen in aliquots 
at − 80 °C. Virus quantification of KO/activation pool was done by droplet digital PCR (ddPCR) using 
QX200 Droplet Digital PCR System (Bio-RAD, 1864001).

CRISPR screens and genomic DNA extraction
CRISPRa and CRISPR KO screen were performed using HCT 116 dCas9 and HCT 116 Cas9 cells. 
Cells were transduced with sgRNA KO library or sgRNA activation library, respectively, and selected 
with 800  µg/mL G418 (Invitrogen, 10131035) for 8  days. The transduced cells were cultured with 
three different conditions: (1) tumor cells loaded with antigen or (2) not and co-cultured with PBMCs 
containing expanded antigen specific CTLs, and (3) untreated tumor cells alone as control group. 
For the CRISPR KO screen, a tumor cell:PBMC ratio of 2:1 was used whereas for the CRISPRa screen 
a ratio of 1:2 was selected. After a co-culture phase of 3 days, dead tumor cells and PBMCs were 
washed away with PBS (Thermo Fisher Scientific, 0010056) and remaining living tumor cells were 
harvested using TrypLE Select Enzyme (1  X; Thermo Fisher Scientific, 10010023) and counted to 
determine amount of killed tumor cells. To access sgRNA library representation genomic DNA was 
isolated from remaining tumor cells. First, cells were digested with Proteinase K solution (Thermo 
Fisher Scientific, 25530049) for 24 hr and subsequently heat-inactivated at 95 °C for 10 min. Followed 
by RNase A (Qiagen, 19101) digestion for 30 min and homogenization using QIAshredder (Qiagen, 
79654). DNA was extracted by using ROTIPhenol/Chloroform-Isoamylalkohol (Roth, A156.3), precip-
itated and washed with Ethanol (Honeywell Research Chemicals, 32205) and finally centrifuged. Each 
DNA pellet was resuspended in 150 µL elution buffer (Qiagen, 1014819).

CRISPR screens readout
To determine sgRNA abundance as screen readout, initial PCR amplification of sgRNA cassettes 
adding overhang adapter sequence was performed using Q5 Hot Start High-Fidelity 2 X Master Mix 
(New England Biolabs, M0494S). For each sample, 1 µg extracted genomic DNA was used in a 100 µL 
reaction run with the following cycling conditions: 98 °C for 1 min, 25 cycles of (98 °C for 15 s, 55 °C 

https://doi.org/10.7554/eLife.84314
https://identifiers.org/RRID/RRID:AB_940366
https://identifiers.org/RRID/RRID:AB_2738631
https://identifiers.org/RRID/RRID:AB_1877224
https://identifiers.org/RRID/RRID:AB_2869573
https://identifiers.org/RRID/RRID:AB_2869571


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 21 of 30

for 30 s, 72 °C for 30 s), and 72 °C for 2 min. Pooled PCR products from each sample were purified 
using Agencourt AMPure XP (Beckman Coulter, A63880) with a PCR-product/bead ratio of 1:0.8. In 
a second PCR, purified PCR products were amplified using indexed adapter primers from Illumina to 
generate barcoded amplicons and NEBNext Ultra II Q5 Master Mix (New England Biolabs, M0544S). 
For each index PCR, 20 ng template was used in a 50 µL reaction with following cycling conditions: 
98 °C for 30 min, 7 cycles of (98 °C for 10 s, 65 °C for 75 s), and 65 °C for 5 min. Index-PCR prod-
ucts were purified twice as described before and eluted in 30 µL. For Next-Generation Sequencing, 
all library samples were pooled, diluted, 10% PhiX was added and then sequenced with NextSeq 
500/550 High Output Kit v2.5 (Illumina, 20024907).

Generation of ILKAP KO and ICAM1 KO cells
For gene hit validation experiments, KO cell lines were generated using the CRISPR-Cas9 system. To 
generate bulk cell pools, HCT 116 Cas9 and Panc-1 Cas9 cells were transfected with two to three inde-
pendent sgRNAs targeting ILKAP (see Table 2) using DharmaFECT 4 Transfection reagent (Horizon 
Discovery, T-2004–03). according to manufacturer’s instructions. After 2 days, cells were used for tumor 
killing assay and Simple Western analysis. Limiting dilution and clonal expansion was used to generate 
HCT 116 ILKAP KO monoclonal cell pools for further analysis. Gene disruptions were confirmed by 
sequence analysis and Simple Western analysis. To generate ICAM1 KO polyclonal cell pools, HCT 116 
Cas9 and Panc-1 Cas9 were transfected with two independent sgRNAs targeting ICAM1 (see Table 3) 
using DharmaFECT 4 Transfection reagent (Horizon Discovery, T-2004–03) according to manufactur-
er’s instructions. UACC-257 cells were co-transfected with Cas9 protein and two independent sgRNAs 
targeting ICAM1 using Lipofectamine CRISPRMAX Cas9 Transfection Reagent (Thermo Fisher Scien-
tific, CMAX00008) according to manufacturer’s instructions. ICAM-1 negative cells were sorted using 
fluorescence-activated cell sorting (FACS) and further expanded, then used for tumor killing assay and 
validation experiments. Depletion of ICAM1 was periodically checked by cell surface staining.

Protein analysis using western blot/simple western system
Cells were collected for immunoblotting analysis, washed with 1 x PBS and lysed with RIPA buffer 
(Thermo Fisher Scientific, 89901) supplemented with protease inhibitors (Thermo Fisher Scientific, 

Table 2. sgRNA sequences used to knockout ILKAP and ICAM1 for validation experiments.

Target 
gene sgRNA Name sgRNA sequence

Thermo Fisher Scientific 
Identifier Catalogue nr.

ILKAP ILKAP sgRNA1 TTCG​GTGA​TCTT​TGGT​CTGA​ CRISPR617045_SGM A35533

ILKAP ILKAP sgRNA2 GATG​TCGT​TCAG​GATG​ACGT​ CRISPR617051_SGM A35533

ILKAP ILKAP sgRNA3 GCCA​TTCT​TCTC​TTCC​TCGG​ CRISPR617058_SGM A35533

ICAM1 ICAM1 sgRNA1 GGTC​TCTA​TGCC​CAAC​AACT​ CRISPR845341_SGM A35533

ICAM1 ICAM1 sgRNA2 GCTA​TTCA​AACT​GCCC​TGAT​ CRISPR845351_SGM A35533

-
Non-targeting control 
(NTC) - A35526

Table 3. Overview of libraries used for comparisons in each biological contrast.
PBMC - Peripheral Blood Monocyte Cells, RRA - Robust Rank Aggregation, MLE - Maximum 
Likelihood Estimation.

Biological contrast Control Treatment
CRISPR-screen hits 
identification method

FDR cutoff 
[%]

Tumor screen Plasmid gRNAs libraries
Only tumor cells without 
PBMC RRA 2

Antigen-independent 
tumor killing

Only tumor cells without 
PBMC

Tumor cells not loaded 
with antigen with PBMC MLE 5

Antigen-dependent 
tumor killing

Tumor cells not loaded 
with antigen with PBMC

Tumor cells loaded with 
antigen with PBMC MLE 5

https://doi.org/10.7554/eLife.84314
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78329) for 30 min at 4 °C. After incubation, lysates were centrifuged at 16,000 g for 10 min at 4 °C 
and supernatants were collected in new tubes. Protein quantification was done by using Pierce BCA 
Protein Assay Kit (Thermo Fisher Scientific, 23225). For traditional immunoblotting, samples were 
diluted to a 1 µg/µL protein concentration with RIPA buffer, mixed with LDS sample buffer (Thermo 
Fisher Scientific, NP0007) supplemented with Sample Reducing Agent (Thermo Fisher Scientific, 
B0009) and boiled at 95 °C for 5 min. Twenty µL of each sample were loaded in 4 bis 12%, NuPAGE 
Bis-Tris gels (Thermo Fisher Scientific, NP0335BOX) and ran for 40 min at 200 V. After electropho-
resis, protein was transferred to a nitrocellulose membrane for 7 min at 25 V using the iBlot 2 Dry 
System (Thermo Fisher Scientific, IB21001). Membranes were incubated for 1 hr in RotiBlock solu-
tion (Roth, Cat#A151.2), and then overnight at 4 °C with Anti-ILKAP (Thermo Fisher Scientific, PA5-
52100, RRID:AB_2642706) and Anti-αTubulin (Cell Signaling, Cat#2144 S) antibodies diluted 1:500 in 
blocking solution. The next day, membranes were washed three times with TBST (Roth, Cat#1061.1) 
washing solution. Then, HRP-tagged Anti-mouse (Thermo Fisher Scientific, Cat#31430) and rabbit 
(Thermo Fisher Scientific, Cat#31460) 2ary antibody antibodies were added at 1:10.000 dilution, 
followed by three more steps of washing. Membranes were incubated in SuperSignalTM West Pico 
PLUS Chemiluminescent Substrate (Thermo Scientific, Cat#34580) and signal was detected for 10 s 
in ImageQuant LAS 4000 (Cytiva). Protein analysis was also performed using the Protein Simple 
Western/Peggy Sue platform (Bio-Techne), a capillary electrophoresis immunoassay. Protein samples 
were in this case diluted in 0.1 X sample buffer 2 (Protein Simple) to a concentration of 0.05 mg/
ml. Anti-ILKAP and anti-β-actin (Sigma Aldrich, A5441, RRID:AB_476744) antibodies were used at a 
1:10,000 and 1:25 dilution, respectively, and ran according to the manufacturer’s instructions. Data 
were analyzed with Compass software (Compass for SW Version 5.0.0). The peak area values of each 
sample were normalized to β-actin. Data from three independent runs were pooled and analyzed in 
GraphPad Prism.

Production of sICAM-1 conditioned medium
A total of 3.5x106 WT or ICAM1 KO Panc-1 cells were respectively seeded in 10 mL of Panc-1 medium 
enriched with 20 ng/mL recombinant human TNFα (Biolegend, Cat#570106) in a T75 flask. Twenty-
four hr after, the full volume was exchanged with 6 mL of fresh assay medium to remove excess TNFα. 
Cells were then further incubated for 48 hr, after which supernatant was collected, centrifuged at 
1000 g for removal of cellular debris and stored for later usage.

Treatments of tumor cells
A total of 1.5x104  cells per well were seeded in 96-well plates with medium containing either 
100  ng/mL IFN-γ (Bio Legend, 570202) or 40  ng/mL TNF-α (Bio Legend, 570104) for two days. 
Cells were harvested and incubated with conjugated monoclonal anti-HLA-A2 (BioLegend, 343306, 
RRID:AB_1877227), anti-PD-L1 (Bio Legend, 329713, RRID:AB_10901164) and anti-ICAM-1 (BD, 
559771, RRID:AB_398667) antibodies or respective isotype for 30 min at 4 °C. Nonspecific binding 
was blocked by using 1% Fc block. Cells were washed three times and analyzed by flow cytometry. 
Cell viability was determined using fixable viability stain FVS780 (BD, 565388, RRID:AB_2869673).

Design, transfection and detection of ICAM-1 variants containing 
eGFP-plasmids
Sequences for full-length ICAM-1 and isoforms were obtained from Uniprot, n-terminal Flag-tag was 
added and optimized for expression in humans by GeneArt Optimization. Then it was cloned by 
GeneArt into an Boehringer Ingelheim inhouse vector (pOptiVec-Blast-eGFP). For validation exper-
iments, 2x105 cells per well were seeded in six-well plates 1 day before transfection of constructed 
plasmids. Cells were transfected using Invitrogen Lipofectamine 3000 (Thermo Fisher Scientific, 
L3000015) according to manufacturer’s instructions. After 1 day, transfected cells were harvest 
for real-time tumor killing assay and flow cytometry. Additionally, supernatants were collected for 
IQELISA analysis. For flow cytometry, 1.5x105 cells were stained with anti-DYKDDDK(Flag)-tag anti-
body (BioLegend, 637315, RRID:AB_2716154) or isotype control for 30 min at 4 °C, washed three 
times and analyzed by flow cytometry.
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Detection of sICAM-1
The amount of sICAM-1 in harvested cell culture supernatants was measured by using either RayBio 
human sICAM-1 IQELISA kit (RayBiotech, IQH-ICAM1) or human sICAM-1 ELISA kit (RayBiotech, ELH-
ICAM-1) according to manufacturer’s instructions in duplicates for each sample. IQELISA readout was 
done with a Quantstudio 6 Flex system (Life Technologies Corporation) and raw data were analyzed 
by Quantstudio Real-Time PCR System v.1.7.1 (Life Technologies Corporation). Concentrations of 
sICAM-1 were quantified by interpolation from the standard curve using GraphPad prism software 
and fold change was calculated.

Statistical analysis
Graphs and statistical analysis was done using Prism version 9 (GraphPad) as indicated in the figure 
legends. In general, data between two groups were compared using a two-tailed unpaired Student’s 
t test. To compare multiple groups multiple unpaired t tests with adjustments for multiple compari-
sons was performed. To compare multiple groups to a control group an analysis of variance (ANOVA) 
for multiple comparison according to Dunnett was used. Statistical significance is displayed on the 
figures with asterisks as follows: ∗, p<0.05; ∗∗, p<0.01; ∗∗∗, p<0.001; ∗∗∗∗, p<0.0001; p>0.05 was 
considered not significant. The number of technical or biological replicates (n value; independent 
experiments) is indicated for each figure. Throughout the manuscript, no power analysis was used, but 
group size was based on previous studies using comparable approaches.

Computational methods
Reads processing
CRISPR-Cas9 libraries were single read sequenced in two separate batches:(1) plasmid libraries and 
(2) tumor killing screens. Acquired reads were trimmed using cutadapt (Martin, 2011) v1.8.1 with 
the following options: -n 1 --match-read-wildcards --trimmed-only --minimum-length 17 using the 
following adapter sequences: 3’: ​CTTG​​TGGA​​AAGG​​ACGA​​AACA​​CC and 5’: ​GTTT​​AAGA​​GCTA​​TGCT​​
GGAA​​ACAG​​CATA​G. Trimmed reads were aligned to the gRNA and respective target genes, counted 
and scored using MAGeCK-VISPR v.0.5.3 (Li et al., 2015) using the human genome version hg38 and 
other default options.

Identifying CRISPR screen hits
The significant screen hits in respective biological contrasts were determined by comparing control 
against treatment libraries using methods and conditions described in Table 3.

Table 4. General design matrix for MLE comparison for specificity of antigen in- and dependent 
CRISPR-Cas9 screens.
TC - tumor cells; PBMC - co-culture with PBMC or lack of it (noPBMC), AG - PBMC antigen 
stimulation or lack of it (noAG); rep1,2,3 – technical replicates.

Samples Baseline Antigen independent Antigen dependent

TC_noPBMC_noAG_rep1 1 0 0

TC_noPBMC_noAG_rep2 1 0 0

TC_noPBMC_noAG_rep3 1 0 0

TC_PBMC_noAG_rep1 1 1 0

TC_PBMC_noAG_rep2 1 1 0

TC_PBMC_noAG_rep3 1 1 0

TC_PBMC_AG_rep1 1 0 1

TC_PBMC_AG_rep2 1 0 1

TC_PBMC_AG_rep3 1 0 1

https://doi.org/10.7554/eLife.84314
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CRISPR screen hits evaluation
The screen hits were intersected with the common essential genes (Tsherniak et al., 2017) provided 
by DepMap, 2020 Q4 version (DepMap, 2020). Additionally, CRISPR screen hits were intersected 
with the consensus core set of 182 genes from CRISPR-Cas9 screened mouse models published 
(Lawson et al., 2020). Mouse gene symbols were translated into human orthologs (one-to-one) using 
biomart, highly confident annotation (Kinsella et al., 2011) which resulted in 162 orthologs.

Specificity of biological contrast hits
Specificity of antigen-dependent and independent hits in each of the screen types (KO or activa-
tion) was determined using the double contrast MLE approach implemented in MAGeCK-VISPR (Li 
et al., 2015) and the design matrix in Table 4 was used for the comparison. All resulting β-scores 
were normalized for cell-cycle differences between the cell cultures using the normalization feature 
implemented in MAGeCK-FLUTE (Wang et al., 2019). The target gene was considered as hit either 
in activation or in KO, or common if it was a hit in both screens, in which β-score absolute value 
was higher than 1 and FDR-corrected Wald’s test p-value was less than 0.05. Similarly, the gene was 
contrast-specific if it was a hit in any of the considered screens. All the genes that did not pass any of 
the described criteria were considered not significant.

Screen hits correlation
The correlation coefficient (Pearson’s or Spearman’s) between the CRISPRa and CRISPR KO screen hits 
was performed in the signaling pathway-specific manner using the base R cor function (R Develop-
ment Core Team, 2022). Firstly, in the CRISPRa and CRISPR KO screen, MAGeCK calculated scores 
were quantile normalized with the limma R package (Ritchie et al., 2015). All genes were assigned to 
KEGG pathways using KEGG REST (Tenenbaum, 2020) and MetaCore annotations (Analytics, 2021). 
Finally, the correlation coefficient between quantile-normalized scores was calculated for the genes 
that were considered a hit in either CRISPRa or CRISPR KO screen within each signaling pathway. 
Fisher’s exact test was calculated in a signaling pathway-specific manner using the stats R package 
(Vahedi et al., 2012) and the following contingency table: CRISPRa and CRISPR KO against screen 
hit or not a hit.

Functional analysis
Gene ontology (GO) and signaling pathway enrichment analysis was performed using g:Profiler 
Raudvere et al., 2019 for human annotation and a union of all CRISPR-Cas9 targeted genes was 
used as the gene universe. All results were multiple test corrected (FDR - correction) and only the 
terms or pathways with adjusted p-value of less than 0.05 were considered. GO terms were clustered 
according to their semantic similarity using Wang’s distance (Wang et al., 2007) and implemented 
in the rrvgo R package (Sayols, 2020). Briefly, all enriched GO terms were pooled and each of them 
was assigned a score equal to its -log10 adjusted p-value. The terms were hierarchically clustered 
(complete linkage method) with a threshold of 0.9 and a single representative of each of the top 40 
scoring, non-redundant clusters was used for results visualization.

Visualization and plotting of CRISPR screen data
All graphs were plotted using ggplot2 (Bowes et al., 2016) and combined with patchwork (Pedersen, 
2020). The upset plots were generated using the UpSetR R (Conway et al., 2017). Circular chromo-
some plot was generated using RCircos (Version 1.2.1) R package (Zhang et al., 2013).

Survival analysis
The patients' clinical data from TCGA and GTEx for the following cancer types: colorectal adenocar-
cinoma, breast carcinoma, breast invasive carcinoma, head and neck squamous cell carcinoma, hepa-
tocellular carcinoma, glioblastoma multiforme, lung adenocarcinoma, pancreatic adenocarcinoma, 
skin cutaneous melanoma, and gastrointestinal tumor, were split into three groups for each enquired 
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gene. Each data point was classified as: low, medium, and high if the selected gene’s expression 
was respectively below 25th, between 25th and 75th, and above 75th percentile in a given patient 
sample. The reference group for the two genes survival analysis was set to high-high. The differences 
between the groups were tested using Cox proportional hazard model (Therneau and Grambsch, 
2000) implemented in the survival R package (Therneau, 2022).The Kaplan-Meier plots were gener-
ated using survminer R package (Alaterre et al., 2021).The expression analysis and respective plots 
were obtained using GEPIA (Tang et al., 2017).

Acknowledgements
The authors thank Verena Mücke for technical support and generating and providing B2M KO tumor 
cells. Additionally, we want to thank the FACS Unit especially Daniela Reiss for the FACS sorting 
support. The data used for the analyses described in this manuscript were obtained from the GTEx 
Portal. The Genotype-Tissue Expression (GTEx) Project was supported by the Common Fund of the 
Office of the Director of the National Institutes of Health, and by NCI, NHGRI, NHLBI, NIDA, NIMH, 
and NINDS. The results survival analysis are in whole or part based upon data generated by the TCGA 
Research Network: https://www.cancer.gov/tcga. We would like to acknowledge Venu Thatikonda for 
the support on multigene survival analysis. Figures were created with BioRender.com. Funding. This 
study was funded by Boehringer Ingelheim.

Additional information

Competing interests
Ann-Kathrin Herzfeldt, Marta Puig Gamez, Eva Martin, Praveen Baskaran, Heinrich J Huber, Michael 
Schuler, John E Park, Lee Kim Swee: was an employee at this time of Boehringer Ingelheim Pharma 
GmbH Co. KG. The author has no other relevant affiliations or financial involvement with any orga-
nization or entity with a financial interest in or financial conflict with the subject matter or materials 
discussed in the manuscript apart from those disclosed. Lukasz Miloslaw Boryn: was an Ardigen S.A. 
employee. The funder provided support in the form of salaries for the authors. 

Funding

Funder Grant reference number Author

Boehringer Ingelheim Ann-Kathrin Herzfeldt
Marta Puig Gamez
Eva Martin
Lukasz Miloslaw Boryn
Praveen Baskaran
Heinrich J Huber
Michael Schuler
John E Park
Lee Kim Swee

The funders had no role in study design, data collection and interpretation, or the 
decision to submit the work for publication.

Author contributions
Ann-Kathrin Herzfeldt, Conceptualization, Formal analysis, Investigation, Methodology, Validation, 
Visualization, Writing – original draft, Writing – review and editing; Marta Puig Gamez, Eva Martin, 
Formal analysis, Investigation; Lukasz Miloslaw Boryn, Praveen Baskaran, Heinrich J Huber, Formal 
analysis; Michael Schuler, Conceptualization; John E Park, Conceptualization, Resources, Writing – 
original draft, Writing – review and editing; Lee Kim Swee, Conceptualization, Supervision, Writing 
– review and editing

Author ORCIDs
Ann-Kathrin Herzfeldt ‍ ‍ https://orcid.org/0000-0002-7882-8284
Marta Puig Gamez ‍ ‍ https://orcid.org/0009-0006-6047-8200
Lukasz Miloslaw Boryn ‍ ‍ https://orcid.org/0000-0001-8091-1071

https://doi.org/10.7554/eLife.84314
https://www.cancer.gov/tcga
https://www.biorender.com/
https://orcid.org/0000-0002-7882-8284
https://orcid.org/0009-0006-6047-8200
https://orcid.org/0000-0001-8091-1071


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 26 of 30

Praveen Baskaran ‍ ‍ https://orcid.org/0000-0003-2275-3516
Heinrich J Huber ‍ ‍ https://orcid.org/0000-0003-4454-2971
John E Park ‍ ‍ https://orcid.org/0000-0002-5674-6026

Decision letter and Author response
Decision letter https://doi.org/10.7554/eLife.84314.sa1
Author response https://doi.org/10.7554/eLife.84314.sa2

Additional files
Supplementary files
•  MDAR checklist 

Data availability
All data generated or analyzed are included in the manuscript. Source data files are provided for 
figure 2 and figure 3.

References
Alaterre E, Vikova V, Kassambara A, Bruyer A, Robert N, Requirand G, Bret C, Herbaux C, Vincent L, Cartron G, 

Elemento O, Moreaux J. 2021. RNA-Sequencing-Based Transcriptomic Score with Prognostic and Theranostic 
Values in Multiple Myeloma. Journal of Personalized Medicine 11:988. DOI: https://doi.org/10.3390/​
jpm11100988, PMID: 34683129

Analytics C. 2021. CBDD: computational biology methods for drug discovery. Clarivate.
Anikeeva N, Somersalo K, Sims TN, Thomas VK, Dustin ML, Sykulev Y. 2005. Distinct role of lymphocyte 

function-associated antigen-1 in mediating effective cytolytic activity by cytotoxic T lymphocytes. PNAS 
102:6437–6442. DOI: https://doi.org/10.1073/pnas.0502467102, PMID: 15851656

Basu R, Whitlock BM, Husson J, Le Floc’h A, Jin W, Oyler-Yaniv A, Dotiwala F, Giannone G, Hivroz C, Biais N, 
Lieberman J, Kam LC, Huse M. 2016. Cytotoxic T Cells Use Mechanical Force to Potentiate Target Cell Killing. 
Cell 165:100–110. DOI: https://doi.org/10.1016/j.cell.2016.01.021, PMID: 26924577

Becker JC, Dummer R, Hartmann AA, Burg G, Schmidt RE. 1991. Shedding of ICAM-1 from human melanoma 
cell lines induced by IFN-gamma and tumor necrosis factor-alpha. Functional consequences on cell-mediated 
cytotoxicity. Journal of Immunology 147:4398–4401 PMID: 1684377. 

Becker JC, Termeer C, Schmidt RE, Bröcker EB. 1993. Soluble intercellular adhesion molecule-1 inhibits 
MHC-restricted specific T cell/tumor interaction. Journal of Immunology 151:7224–7232 PMID: 7903103. 

Belk JA, Yao W, Ly N, Freitas KA, Chen YT, Shi Q, Valencia AM, Shifrut E, Kale N, Yost KE, Duffy CV, Daniel B, 
Hwee MA, Miao Z, Ashworth A, Mackall CL, Marson A, Carnevale J, Vardhana SA, Satpathy AT. 2022. Genome-
wide CRISPR screens of T cell exhaustion identify chromatin remodeling factors that limit T cell persistence. 
Cancer Cell 40:768–786. DOI: https://doi.org/10.1016/j.ccell.2022.06.001, PMID: 35750052

Binnerts ME, van Kooyk Y, Simmons DL, Figdor CG. 1994. Distinct binding of T lymphocytes to ICAM-1, -2 or -3 
upon activation of LFA-1. European Journal of Immunology 24:2155–2160. DOI: https://doi.org/10.1002/eji.​
1830240933, PMID: 7916295

Borst J, Busselaar J, Bosma DMT, Ossendorp F. 2021. Mechanism of action of PD-1 receptor/ligand targeted 
cancer immunotherapy. European Journal of Immunology 51:1911–1920. DOI: https://doi.org/10.1002/eji.​
202048994, PMID: 34106465

Bowes MJ, Loewenthal M, Read DS, Hutchins MG, Prudhomme C, Armstrong LK, Harman SA, Wickham HD, 
Gozzard E, Carvalho L. 2016. Identifying multiple stressor controls on phytoplankton dynamics in the River 
Thames (UK) using high-frequency water quality data. The Science of the Total Environment 569–570:1489–
1499. DOI: https://doi.org/10.1016/j.scitotenv.2016.06.239, PMID: 27422725

Budczies J, Bockmayr M, Klauschen F, Endris V, Fröhling S, Schirmacher P, Denkert C, Stenzinger A. 2017. 
Mutation patterns in genes encoding interferon signaling and antigen presentation: A pan-cancer survey with 
implications for the use of immune checkpoint inhibitors. Genes, Chromosomes & Cancer 56:651–659. DOI: 
https://doi.org/10.1002/gcc.22468, PMID: 28466543

Bui TM, Wiesolek HL, Sumagin R. 2020. ICAM-1: A master regulator of cellular responses in inflammation, injury 
resolution, and tumorigenesis. Journal of Leukocyte Biology 108:787–799. DOI: https://doi.org/10.1002/JLB.​
2MR0220-549R, PMID: 32182390

Campanero MR, del Pozo MA, Arroyo AG, Sánchez-Mateos P, Hernández-Caselles T, Craig A, Pulido R, 
Sánchez-Madrid F. 1993. ICAM-3 interacts with LFA-1 and regulates the LFA-1/ICAM-1 cell adhesion pathway. 
The Journal of Cell Biology 123:1007–1016. DOI: https://doi.org/10.1083/jcb.123.4.1007

Casasnovas JM, Pieroni C, Springer TA. 1999. Lymphocyte function-associated antigen-1 binding residues in 
intercellular adhesion molecule-2 (ICAM-2) and the integrin binding surface in the ICAM subfamily. PNAS 
96:3017–3022. DOI: https://doi.org/10.1073/pnas.96.6.3017, PMID: 10077629

Chavez A, Scheiman J, Vora S, Pruitt BW, Tuttle M, P R Iyer E, Lin S, Kiani S, Guzman CD, Wiegand DJ, 
Ter-Ovanesyan D, Braff JL, Davidsohn N, Housden BE, Perrimon N, Weiss R, Aach J, Collins JJ, Church GM. 

https://doi.org/10.7554/eLife.84314
https://orcid.org/0000-0003-2275-3516
https://orcid.org/0000-0003-4454-2971
https://orcid.org/0000-0002-5674-6026
https://doi.org/10.7554/eLife.84314.sa1
https://doi.org/10.7554/eLife.84314.sa2
https://doi.org/10.3390/jpm11100988
https://doi.org/10.3390/jpm11100988
http://www.ncbi.nlm.nih.gov/pubmed/34683129
https://doi.org/10.1073/pnas.0502467102
http://www.ncbi.nlm.nih.gov/pubmed/15851656
https://doi.org/10.1016/j.cell.2016.01.021
http://www.ncbi.nlm.nih.gov/pubmed/26924577
http://www.ncbi.nlm.nih.gov/pubmed/1684377
http://www.ncbi.nlm.nih.gov/pubmed/7903103
https://doi.org/10.1016/j.ccell.2022.06.001
http://www.ncbi.nlm.nih.gov/pubmed/35750052
https://doi.org/10.1002/eji.1830240933
https://doi.org/10.1002/eji.1830240933
http://www.ncbi.nlm.nih.gov/pubmed/7916295
https://doi.org/10.1002/eji.202048994
https://doi.org/10.1002/eji.202048994
http://www.ncbi.nlm.nih.gov/pubmed/34106465
https://doi.org/10.1016/j.scitotenv.2016.06.239
http://www.ncbi.nlm.nih.gov/pubmed/27422725
https://doi.org/10.1002/gcc.22468
http://www.ncbi.nlm.nih.gov/pubmed/28466543
https://doi.org/10.1002/JLB.2MR0220-549R
https://doi.org/10.1002/JLB.2MR0220-549R
http://www.ncbi.nlm.nih.gov/pubmed/32182390
https://doi.org/10.1083/jcb.123.4.1007
https://doi.org/10.1073/pnas.96.6.3017
http://www.ncbi.nlm.nih.gov/pubmed/10077629


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 27 of 30

2015. Highly efficient Cas9-mediated transcriptional programming. Nature Methods 12:326–328. DOI: https://​
doi.org/10.1038/nmeth.3312

Conway JR, Lex A, Gehlenborg N. 2017. UpSetR: an R package for the visualization of intersecting sets and their 
properties. Bioinformatics 33:2938–2940. DOI: https://doi.org/10.1093/bioinformatics/btx364, PMID: 
28645171

Das N, Benko C, Gill SE, Dufour A. 2020. The Pharmacological TAILS of Matrix Metalloproteinases and Their 
Inhibitors. Pharmaceuticals 14:31. DOI: https://doi.org/10.3390/ph14010031, PMID: 33396445

DepMap. 2020. Depmap 20Q4 public. Depmap.
de Waal GM, de Villiers WJS, Forgan T, Roberts T, Pretorius E. 2020. Colorectal cancer is associated with 

increased circulating lipopolysaccharide, inflammation and hypercoagulability. Scientific Reports 10:8777. DOI: 
https://doi.org/10.1038/s41598-020-65324-2, PMID: 32472080

Doench JG. 2018. Am I ready for CRISPR? A user’s guide to genetic screens. Nature Reviews. Genetics 19:67–
80. DOI: https://doi.org/10.1038/nrg.2017.97, PMID: 29199283

Dong E, Yue X-Z, Shui L, Liu B-R, Li Q-Q, Yang Y, Luo H, Wang W, Yang H-S. 2021. IFN-γ surmounts PD-L1/PD1 
inhibition to CAR-T cell therapy by upregulating ICAM-1 on tumor cells. Signal Transduction and Targeted 
Therapy 6:20. DOI: https://doi.org/10.1038/s41392-020-00357-7, PMID: 33454722

Duffy MJ, McKiernan E, O’Donovan N, McGowan PM. 2009. Role of ADAMs in cancer formation and 
progression. Clinical Cancer Research 15:1140–1144. DOI: https://doi.org/10.1158/1078-0432.CCR-08-1585, 
PMID: 19228719

Figenschau SL, Knutsen E, Urbarova I, Fenton C, Elston B, Perander M, Mortensen ES, Fenton KA. 2018. ICAM1 
expression is induced by proinflammatory cytokines and associated with TLS formation in aggressive breast 
cancer subtypes. Scientific Reports 8:11720. DOI: https://doi.org/10.1038/s41598-018-29604-2, PMID: 
30082828

Fiore E, Fusco C, Romero P, Stamenkovic I. 2002. Matrix metalloproteinase 9 (MMP-9/gelatinase B) 
proteolytically cleaves ICAM-1 and participates in tumor cell resistance to natural killer cell-mediated 
cytotoxicity. Oncogene 21:5213–5223. DOI: https://doi.org/10.1038/sj.onc.1205684

Franciszkiewicz K, Le Floc’h A, Boutet M, Vergnon I, Schmitt A, Mami-Chouaib F. 2013. CD103 or LFA-1 
engagement at the immune synapse between cytotoxic T cells and tumor cells promotes maturation and 
regulates T-cell effector functions. Cancer Research 73:617–628. DOI: https://doi.org/10.1158/0008-5472.CAN-​
12-2569, PMID: 23188505

Gho YS, Kim PN, Li HC, Elkin M, Kleinman HK. 2001. Stimulation of tumor growth by human soluble intercellular 
adhesion molecule-1. Cancer Research 61:4253–4257 PMID: 11358852. 

Gobin E, Bagwell K, Wagner J, Mysona D, Sandirasegarane S, Smith N, Bai S, Sharma A, Schleifer R, She JX. 
2019. A pan-cancer perspective of matrix metalloproteases (MMP) gene expression profile and their 
diagnostic/prognostic potential. BMC Cancer 19:581. DOI: https://doi.org/10.1186/s12885-019-5768-0, PMID: 
31200666

Gu W, Yao L, Li L, Zhang J, Place AT, Minshall RD, Liu G. 2017. ICAM-1 regulates macrophage polarization by 
suppressing MCP-1 expression via miR-124 upregulation. Oncotarget 8:111882–111901. DOI: https://doi.org/​
10.18632/oncotarget.22948, PMID: 29340098

Hartman NC, Nye JA, Groves JT. 2009. Cluster size regulates protein sorting in the immunological synapse. 
PNAS 106:12729–12734. DOI: https://doi.org/10.1073/pnas.0902621106, PMID: 19622735

Horlbeck MA, Gilbert LA, Villalta JE, Adamson B, Pak RA, Chen Y, Fields AP, Park CY, Corn JE, Kampmann M, 
Weissman JS. 2016. Compact and highly active next-generation libraries for CRISPR-mediated gene repression 
and activation. eLife 5:e19760. DOI: https://doi.org/10.7554/eLife.19760, PMID: 27661255

Hou J, Wang Y, Shi L, Chen Y, Xu C, Saeedi A, Pan K, Bohat R, Egan NA, McKenzie JA, Mbofung RM, Williams LJ, 
Yang Z, Sun M, Liang X, Rodon Ahnert J, Varadarajan N, Yee C, Chen Y, Hwu P, et al. 2021. Integrating 
genome-wide CRISPR immune screen with multi-omic clinical data reveals distinct classes of tumor intrinsic 
immune regulators. Journal for Immunotherapy of Cancer 9:e001819. DOI: https://doi.org/10.1136/jitc-2020-​
001819, PMID: 33589527

Jenkins RW, Barbie DA, Flaherty KT. 2018. Mechanisms of resistance to immune checkpoint inhibitors. British 
Journal of Cancer 118:9–16. DOI: https://doi.org/10.1038/bjc.2017.434, PMID: 29319049

Jenkinson SR, Williams NA, Morgan DJ. 2005. The role of intercellular adhesion molecule-1/LFA-1 interactions in 
the generation of tumor-specific CD8+ T cell responses. Journal of Immunology 174:3401–3407. DOI: https://​
doi.org/10.4049/jimmunol.174.6.3401, PMID: 15749873

Joung J, Kirchgatterer PC, Singh A, Cho JH, Nety SP, Larson RC, Macrae RK, Deasy R, Tseng YY, Maus MV, 
Zhang F. 2022. CRISPR activation screen identifies BCL-2 proteins and B3GNT2 as drivers of cancer resistance 
to T cell-mediated cytotoxicity. Nature Communications 13:1606. DOI: https://doi.org/10.1038/s41467-022-​
29205-8, PMID: 35338135

Jun CD, Shimaoka M, Carman CV, Takagi J, Springer TA. 2001. Dimerization and the effectiveness of ICAM-1 in 
mediating LFA-1-dependent adhesion. PNAS 98:6830–6835. DOI: https://doi.org/10.1073/pnas.121186998, 
PMID: 11391003

Kalbasi A, Ribas A. 2020. Tumour-intrinsic resistance to immune checkpoint blockade. Nature Reviews. 
Immunology 20:25–39. DOI: https://doi.org/10.1038/s41577-019-0218-4, PMID: 31570880

Kearney CJ, Vervoort SJ, Hogg SJ, Ramsbottom KM, Freeman AJ, Lalaoui N, Pijpers L, Michie J, Brown KK, 
Knight DA, Sutton V, Beavis PA, Voskoboinik I, Darcy PK, Silke J, Trapani JA, Johnstone RW, Oliaro J. 2018. 
Tumor immune evasion arises through loss of TNF sensitivity. Science Immunology 3:eaar3451. DOI: https://​
doi.org/10.1126/sciimmunol.aar3451, PMID: 29776993

https://doi.org/10.7554/eLife.84314
https://doi.org/10.1038/nmeth.3312
https://doi.org/10.1038/nmeth.3312
https://doi.org/10.1093/bioinformatics/btx364
http://www.ncbi.nlm.nih.gov/pubmed/28645171
https://doi.org/10.3390/ph14010031
http://www.ncbi.nlm.nih.gov/pubmed/33396445
https://doi.org/10.1038/s41598-020-65324-2
http://www.ncbi.nlm.nih.gov/pubmed/32472080
https://doi.org/10.1038/nrg.2017.97
http://www.ncbi.nlm.nih.gov/pubmed/29199283
https://doi.org/10.1038/s41392-020-00357-7
http://www.ncbi.nlm.nih.gov/pubmed/33454722
https://doi.org/10.1158/1078-0432.CCR-08-1585
http://www.ncbi.nlm.nih.gov/pubmed/19228719
https://doi.org/10.1038/s41598-018-29604-2
http://www.ncbi.nlm.nih.gov/pubmed/30082828
https://doi.org/10.1038/sj.onc.1205684
https://doi.org/10.1158/0008-5472.CAN-12-2569
https://doi.org/10.1158/0008-5472.CAN-12-2569
http://www.ncbi.nlm.nih.gov/pubmed/23188505
http://www.ncbi.nlm.nih.gov/pubmed/11358852
https://doi.org/10.1186/s12885-019-5768-0
http://www.ncbi.nlm.nih.gov/pubmed/31200666
https://doi.org/10.18632/oncotarget.22948
https://doi.org/10.18632/oncotarget.22948
http://www.ncbi.nlm.nih.gov/pubmed/29340098
https://doi.org/10.1073/pnas.0902621106
http://www.ncbi.nlm.nih.gov/pubmed/19622735
https://doi.org/10.7554/eLife.19760
http://www.ncbi.nlm.nih.gov/pubmed/27661255
https://doi.org/10.1136/jitc-2020-001819
https://doi.org/10.1136/jitc-2020-001819
http://www.ncbi.nlm.nih.gov/pubmed/33589527
https://doi.org/10.1038/bjc.2017.434
http://www.ncbi.nlm.nih.gov/pubmed/29319049
https://doi.org/10.4049/jimmunol.174.6.3401
https://doi.org/10.4049/jimmunol.174.6.3401
http://www.ncbi.nlm.nih.gov/pubmed/15749873
https://doi.org/10.1038/s41467-022-29205-8
https://doi.org/10.1038/s41467-022-29205-8
http://www.ncbi.nlm.nih.gov/pubmed/35338135
https://doi.org/10.1073/pnas.121186998
http://www.ncbi.nlm.nih.gov/pubmed/11391003
https://doi.org/10.1038/s41577-019-0218-4
http://www.ncbi.nlm.nih.gov/pubmed/31570880
https://doi.org/10.1126/sciimmunol.aar3451
https://doi.org/10.1126/sciimmunol.aar3451
http://www.ncbi.nlm.nih.gov/pubmed/29776993


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 28 of 30

Khandelwal N, Breinig M, Speck T, Michels T, Kreutzer C, Sorrentino A, Sharma AK, Umansky L, Conrad H, 
Poschke I, Offringa R, König R, Bernhard H, Machlenkin A, Boutros M, Beckhove P. 2015. A high-throughput 
RNAi screen for detection of immune-checkpoint molecules that mediate tumor resistance to cytotoxic T 
lymphocytes. EMBO Molecular Medicine 7:450–463. DOI: https://doi.org/10.15252/emmm.201404414, PMID: 
25691366

Kinsella RJ, Kähäri A, Haider S, Zamora J, Proctor G, Spudich G, Almeida-King J, Staines D, Derwent P, 
Kerhornou A, Kersey P, Flicek P. 2011. Ensembl BioMarts: a hub for data retrieval across taxonomic space. 
Database 2011:bar030. DOI: https://doi.org/10.1093/database/bar030, PMID: 21785142

Klaus T, Deshmukh S. 2021. pH-responsive antibodies for therapeutic applications. Journal of Biomedical 
Science 28:11. DOI: https://doi.org/10.1186/s12929-021-00709-7, PMID: 33482842

Lawson KA, Sousa CM, Zhang X, Kim E, Akthar R, Caumanns JJ, Yao Y, Mikolajewicz N, Ross C, Brown KR, 
Zid AA, Fan ZP, Hui S, Krall JA, Simons DM, Slater CJ, De Jesus V, Tang L, Singh R, Goldford JE, et al. 2020. 
Functional genomic landscape of cancer-intrinsic evasion of killing by T cells. Nature 586:120–126. DOI: 
https://doi.org/10.1038/s41586-020-2746-2, PMID: 32968282

Lee SP, Youn SW, Cho HJ, Li L, Kim TY, Yook HS, Chung JW, Hur J, Yoon CH, Park KW, Oh BH, Park YB, Kim HS. 
2006. Integrin-linked kinase, a hypoxia-responsive molecule, controls postnatal vasculogenesis by recruitment 
of endothelial progenitor cells to ischemic tissue. Circulation 114:150–159. DOI: https://doi.org/10.1161/​
CIRCULATIONAHA.105.595918, PMID: 16818815

Leung-Hagesteijn C, Mahendra A, Naruszewicz I, Hannigan GE. 2001. Modulation of integrin signal transduction 
by ILKAP, a protein phosphatase 2C associating with the integrin-linked kinase, ILK1. The EMBO Journal 
20:2160–2170. DOI: https://doi.org/10.1093/emboj/20.9.2160, PMID: 11331582

Li W, Köster J, Xu H, Chen CH, Xiao T, Liu JS, Brown M, Liu XS. 2015. Quality control, modeling, and visualization 
of CRISPR screens with MAGeCK-VISPR. Genome Biology 16:281. DOI: https://doi.org/10.1186/s13059-015-​
0843-6, PMID: 26673418

Lin H, Wei S, Hurt EM, Green MD, Zhao L, Vatan L, Szeliga W, Herbst R, Harms PW, Fecher LA, Vats P, 
Chinnaiyan AM, Lao CD, Lawrence TS, Wicha M, Hamanishi J, Mandai M, Kryczek I, Zou W. 2018. Host 
expression of PD-L1 determines efficacy of PD-L1 pathway blockade-mediated tumor regression. The Journal 
of Clinical Investigation 128:1708. DOI: https://doi.org/10.1172/JCI120803, PMID: 29608143

Lindner B, Martin E, Steininger M, Bundalo A, Lenter M, Zuber J, Schuler M. 2021. A genome-wide CRISPR/Cas9 
screen to identify phagocytosis modulators in monocytic THP-1 cells. Scientific Reports 11:12973. DOI: https://​
doi.org/10.1038/s41598-021-92332-7, PMID: 34155263

Lorenzato A, Torchiaro E, Olivero M, Di Renzo MF. 2016. The integrin-linked kinase-associated phosphatase 
(ILKAP) is a regulatory hub of ovarian cancer cell susceptibility to platinum drugs. European Journal of Cancer 
60:59–68. DOI: https://doi.org/10.1016/j.ejca.2016.02.022, PMID: 27065457

Manguso RT, Pope HW, Zimmer MD, Brown FD, Yates KB, Miller BC, Collins NB, Bi K, LaFleur MW, Juneja VR, 
Weiss SA, Lo J, Fisher DE, Miao D, Van Allen E, Root DE, Sharpe AH, Doench JG, Haining WN. 2017. In vivo 
CRISPR screening identifies Ptpn2 as a cancer immunotherapy target. Nature 547:413–418. DOI: https://doi.​
org/10.1038/nature23270, PMID: 28723893

Marlin SD, Springer TA. 1987. Purified intercellular adhesion molecule-1 (ICAM-1) is a ligand for lymphocyte 
function-associated antigen 1 (LFA-1). Cell 51:813–819. DOI: https://doi.org/10.1016/0092-8674(87)90104-8, 
PMID: 3315233

Martin M. 2011. Cutadapt removes adapter sequences from high-throughput sequencing reads. EMBnet.Journal 
17:10. DOI: https://doi.org/10.14806/ej.17.1.200

Meyer DM, Dustin ML, Carron CP. 1995. Characterization of intercellular adhesion molecule-1 ectodomain 
(sICAM-1) as an inhibitor of lymphocyte function-associated molecule-1 interaction with ICAM-1. The Journal of 
Immunology 155:3578–3584. DOI: https://doi.org/10.4049/jimmunol.155.7.3578

Mezzadra R, de Bruijn M, Jae LT, Gomez-Eerland R, Duursma A, Scheeren FA, Brummelkamp TR, 
Schumacher TN. 2019. SLFN11 can sensitize tumor cells towards IFN-γ-mediated T cell killing. PLOS ONE 
14:e0212053. DOI: https://doi.org/10.1371/journal.pone.0212053, PMID: 30753225

Michlits G, Jude J, Hinterndorfer M, de Almeida M, Vainorius G, Hubmann M, Neumann T, Schleiffer A, 
Burkard TR, Fellner M, Gijsbertsen M, Traunbauer A, Zuber J, Elling U. 2020. Multilayered VBC score predicts 
sgRNAs that efficiently generate loss-of-function alleles. Nature Methods 17:708–716. DOI: https://doi.org/10.​
1038/s41592-020-0850-8, PMID: 32514112

Miller J, Knorr R, Ferrone M, Houdei R, Carron CP, Dustin ML. 1995. Intercellular adhesion molecule-1 
dimerization and its consequences for adhesion mediated by lymphocyte function associated-1. The Journal of 
Experimental Medicine 182:1231–1241. DOI: https://doi.org/10.1084/jem.182.5.1231

Morsing SKH, Rademakers T, Brouns SLN, Stalborch AMD, Donners MMPC, van Buul JD. 2021. ADAM10-
Mediated cleavage of ICAM-1 is involved in Neutrophil Transendothelial Migration. Cells 10:232. DOI: https://​
doi.org/10.3390/cells10020232, PMID: 33504031

Pan D, Kobayashi A, Jiang P, Ferrari de Andrade L, Tay RE, Luoma AM, Tsoucas D, Qiu X, Lim K, Rao P, Long HW, 
Yuan GC, Doench J, Brown M, Liu XS, Wucherpfennig KW. 2018. A major chromatin regulator determines 
resistance of tumor cells to T cell-mediated killing. Science 359:770–775. DOI: https://doi.org/10.1126/science.​
aao1710, PMID: 29301958

Patel SJ, Sanjana NE, Kishton RJ, Eidizadeh A, Vodnala SK, Cam M, Gartner JJ, Jia L, Steinberg SM, 
Yamamoto TN, Merchant AS, Mehta GU, Chichura A, Shalem O, Tran E, Eil R, Sukumar M, Guijarro EP, Day CP, 
Robbins P, et al. 2017. Identification of essential genes for cancer immunotherapy. Nature 548:537–542. DOI: 
https://doi.org/10.1038/nature23477, PMID: 28783722

https://doi.org/10.7554/eLife.84314
https://doi.org/10.15252/emmm.201404414
http://www.ncbi.nlm.nih.gov/pubmed/25691366
https://doi.org/10.1093/database/bar030
http://www.ncbi.nlm.nih.gov/pubmed/21785142
https://doi.org/10.1186/s12929-021-00709-7
http://www.ncbi.nlm.nih.gov/pubmed/33482842
https://doi.org/10.1038/s41586-020-2746-2
http://www.ncbi.nlm.nih.gov/pubmed/32968282
https://doi.org/10.1161/CIRCULATIONAHA.105.595918
https://doi.org/10.1161/CIRCULATIONAHA.105.595918
http://www.ncbi.nlm.nih.gov/pubmed/16818815
https://doi.org/10.1093/emboj/20.9.2160
http://www.ncbi.nlm.nih.gov/pubmed/11331582
https://doi.org/10.1186/s13059-015-0843-6
https://doi.org/10.1186/s13059-015-0843-6
http://www.ncbi.nlm.nih.gov/pubmed/26673418
https://doi.org/10.1172/JCI120803
http://www.ncbi.nlm.nih.gov/pubmed/29608143
https://doi.org/10.1038/s41598-021-92332-7
https://doi.org/10.1038/s41598-021-92332-7
http://www.ncbi.nlm.nih.gov/pubmed/34155263
https://doi.org/10.1016/j.ejca.2016.02.022
http://www.ncbi.nlm.nih.gov/pubmed/27065457
https://doi.org/10.1038/nature23270
https://doi.org/10.1038/nature23270
http://www.ncbi.nlm.nih.gov/pubmed/28723893
https://doi.org/10.1016/0092-8674(87)90104-8
http://www.ncbi.nlm.nih.gov/pubmed/3315233
https://doi.org/10.14806/ej.17.1.200
https://doi.org/10.4049/jimmunol.155.7.3578
https://doi.org/10.1371/journal.pone.0212053
http://www.ncbi.nlm.nih.gov/pubmed/30753225
https://doi.org/10.1038/s41592-020-0850-8
https://doi.org/10.1038/s41592-020-0850-8
http://www.ncbi.nlm.nih.gov/pubmed/32514112
https://doi.org/10.1084/jem.182.5.1231
https://doi.org/10.3390/cells10020232
https://doi.org/10.3390/cells10020232
http://www.ncbi.nlm.nih.gov/pubmed/33504031
https://doi.org/10.1126/science.aao1710
https://doi.org/10.1126/science.aao1710
http://www.ncbi.nlm.nih.gov/pubmed/29301958
https://doi.org/10.1038/nature23477
http://www.ncbi.nlm.nih.gov/pubmed/28783722


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 29 of 30

Pedersen TL. 2020. Patchwork: the composer of plots. Patchwork.
Peng Q, Qiu X, Zhang Z, Zhang S, Zhang Y, Liang Y, Guo J, Peng H, Chen M, Fu YX, Tang H. 2020. PD-L1 on 

dendritic cells attenuates T cell activation and regulates response to immune checkpoint blockade. Nature 
Communications 11:4835. DOI: https://doi.org/10.1038/s41467-020-18570-x, PMID: 32973173

Petit A-E, Demotte N, Scheid B, Wildmann C, Bigirimana R, Gordon-Alonso M, Carrasco J, Valitutti S, 
Godelaine D, van der Bruggen P. 2016. A major secretory defect of tumour-infiltrating T lymphocytes due to 
galectin impairing LFA-1-mediated synapse completion. Nature Communications 7:12242. DOI: https://doi.​
org/10.1038/ncomms12242, PMID: 27447355

Ramos TN, Bullard DC, Barnum SR. 2014. ICAM-1: isoforms and phenotypes. Journal of Immunology 192:4469–
4474. DOI: https://doi.org/10.4049/jimmunol.1400135, PMID: 24795464

Raudvere U, Kolberg L, Kuzmin I, Arak T, Adler P, Peterson H, Vilo J. 2019. g:Profiler: a web server for functional 
enrichment analysis and conversions of gene lists (2019 update). Nucleic Acids Research 47:W191–W198. DOI: 
https://doi.org/10.1093/nar/gkz369, PMID: 31066453

R Development Core Team. 2022. R: A language and environment for statistical computing. Vienna, Austria. R 
Foundation for Statistical Computing. https://www.r-project.org/index.html

Reilly PL, Woska JR, Jeanfavre DD, McNally E, Rothlein R, Bormann BJ. 1995. The native structure of intercellular 
adhesion molecule-1 (ICAM-1) is a dimer. Correlation with binding to LFA-1. Journal of Immunology 155:529–
532. DOI: https://doi.org/10.4049/jimmunol.155.2.529, PMID: 7608533

Ritchie ME, Phipson B, Wu D, Hu Y, Law CW, Shi W, Smyth GK. 2015. limma powers differential expression 
analyses for RNA-sequencing and microarray studies. Nucleic Acids Research 43:e47. DOI: https://doi.org/10.​
1093/nar/gkv007, PMID: 25605792

Robledo O, Papaioannou A, Ochietti B, Beauchemin C, Legault D, Cantin A, King PD, Daniel C, Alakhov VY, 
Potworowski EF, St-Pierre Y. 2003. ICAM-1 isoforms: specific activity and sensitivity to cleavage by leukocyte 
elastase and cathepsin G. European Journal of Immunology 33:1351–1360. DOI: https://doi.org/10.1002/eji.​
200323195, PMID: 12731061

Sambi M, Bagheri L, Szewczuk MR. 2019. Current challenges in cancer immunotherapy: multimodal approaches 
to improve efficacy and patient response rates. Journal of Oncology 2019:4508794. DOI: https://doi.org/10.​
1155/2019/4508794, PMID: 30941175

Sayols S. 2020. Rrvgo: a Bioconductor package to reduce and visualize gene Ontology terms. Rrvgo.
Schellerer VS, Langheinrich MC, Zver V, Grützmann R, Stürzl M, Gefeller O, Naschberger E, Merkel S. 2019. 

Soluble intercellular adhesion molecule-1 is a prognostic marker in colorectal carcinoma. International 
Journal of Colorectal Disease 34:309–317. DOI: https://doi.org/10.1007/s00384-018-3198-0, PMID: 
30470940

Schmidt R, Steinhart Z, Layeghi M, Freimer JW, Bueno R, Nguyen VQ, Blaeschke F, Ye CJ, Marson A. 2022. 
CRISPR activation and interference screens decode stimulation responses in primary human T cells. Science 
375:eabj4008. DOI: https://doi.org/10.1126/science.abj4008, PMID: 35113687

Schoenfeld AJ, Hellmann MD. 2020. Acquired resistance to immune checkpoint inhibitors. Cancer Cell 37:443–
455. DOI: https://doi.org/10.1016/j.ccell.2020.03.017, PMID: 32289269

Scholer A, Hugues S, Boissonnas A, Fetler L, Amigorena S. 2008. Intercellular adhesion molecule-1-dependent 
stable interactions between T cells and dendritic cells determine CD8+ T cell memory. Immunity 28:258–270. 
DOI: https://doi.org/10.1016/j.immuni.2007.12.016, PMID: 18275834

Seth R, Raymond FD, Makgoba MW. 1991. Circulating ICAM-1 isoforms: diagnostic prospects for inflammatory 
and immune disorders. Lancet 338:83–84. DOI: https://doi.org/10.1016/0140-6736(91)90077-3, PMID: 
1676471

Sharma P, Hu-Lieskovan S, Wargo JA, Ribas A. 2017. Primary, adaptive, and acquired resistance to cancer 
immunotherapy. Cell 168:707–723. DOI: https://doi.org/10.1016/j.cell.2017.01.017, PMID: 28187290

Shifrut E, Carnevale J, Tobin V, Roth TL, Woo JM, Bui CT, Li PJ, Diolaiti ME, Ashworth A, Marson A. 2018. 
Genome-wide CRISPR Screens in Primary Human T Cells reveal Key regulators of immune function. Cell 
175:1958–1971. DOI: https://doi.org/10.1016/j.cell.2018.10.024, PMID: 30449619

Suarez-Carmona M, Bourcy M, Lesage J, Leroi N, Syne L, Blacher S, Hubert P, Erpicum C, Foidart J-M, 
Delvenne P, Birembaut P, Noël A, Polette M, Gilles C. 2015. Soluble factors regulated by epithelial-
mesenchymal transition mediate tumour angiogenesis and myeloid cell recruitment. The Journal of Pathology 
236:491–504. DOI: https://doi.org/10.1002/path.4546, PMID: 25880038

Tang Z, Li C, Kang B, Gao G, Li C, Zhang Z. 2017. GEPIA: a web server for cancer and normal gene expression 
profiling and interactive analyses. Nucleic Acids Research 45:W98–W102. DOI: https://doi.org/10.1093/nar/​
gkx247

Tenenbaum D. 2020. KEGGREST: client-side REST access to the Kyoto encyclopedia of genes and Genomes 
(KEGG). KEGGREST.

Thelen M, Wennhold K, Lehmann J, Garcia-Marquez M, Klein S, Kochen E, Lohneis P, Lechner A, 
Wagener-Ryczek S, Plum PS, Velazquez Camacho O, Pfister D, Dörr F, Heldwein M, Hekmat K, Beutner D, 
Klussmann JP, Thangarajah F, Ratiu D, Malter W, et al. 2021. Cancer-specific immune evasion and substantial 
heterogeneity within cancer types provide evidence for personalized immunotherapy. NPJ Precision Oncology 
5:52. DOI: https://doi.org/10.1038/s41698-021-00196-x, PMID: 34135436

Therneau TM, Grambsch PM. 2000. The Cox model. Modeling Survival Data: Extending the Cox Model Springer 
New York, NY. p. 39–77. DOI: https://doi.org/10.1007/978-1-4757-3294-8

Therneau TM. 2022. A package for survival analysis in R. R Project.

https://doi.org/10.7554/eLife.84314
https://doi.org/10.1038/s41467-020-18570-x
http://www.ncbi.nlm.nih.gov/pubmed/32973173
https://doi.org/10.1038/ncomms12242
https://doi.org/10.1038/ncomms12242
http://www.ncbi.nlm.nih.gov/pubmed/27447355
https://doi.org/10.4049/jimmunol.1400135
http://www.ncbi.nlm.nih.gov/pubmed/24795464
https://doi.org/10.1093/nar/gkz369
http://www.ncbi.nlm.nih.gov/pubmed/31066453
https://www.r-project.org/index.html
https://doi.org/10.4049/jimmunol.155.2.529
http://www.ncbi.nlm.nih.gov/pubmed/7608533
https://doi.org/10.1093/nar/gkv007
https://doi.org/10.1093/nar/gkv007
http://www.ncbi.nlm.nih.gov/pubmed/25605792
https://doi.org/10.1002/eji.200323195
https://doi.org/10.1002/eji.200323195
http://www.ncbi.nlm.nih.gov/pubmed/12731061
https://doi.org/10.1155/2019/4508794
https://doi.org/10.1155/2019/4508794
http://www.ncbi.nlm.nih.gov/pubmed/30941175
https://doi.org/10.1007/s00384-018-3198-0
http://www.ncbi.nlm.nih.gov/pubmed/30470940
https://doi.org/10.1126/science.abj4008
http://www.ncbi.nlm.nih.gov/pubmed/35113687
https://doi.org/10.1016/j.ccell.2020.03.017
http://www.ncbi.nlm.nih.gov/pubmed/32289269
https://doi.org/10.1016/j.immuni.2007.12.016
http://www.ncbi.nlm.nih.gov/pubmed/18275834
https://doi.org/10.1016/0140-6736(91)90077-3
http://www.ncbi.nlm.nih.gov/pubmed/1676471
https://doi.org/10.1016/j.cell.2017.01.017
http://www.ncbi.nlm.nih.gov/pubmed/28187290
https://doi.org/10.1016/j.cell.2018.10.024
http://www.ncbi.nlm.nih.gov/pubmed/30449619
https://doi.org/10.1002/path.4546
http://www.ncbi.nlm.nih.gov/pubmed/25880038
https://doi.org/10.1093/nar/gkx247
https://doi.org/10.1093/nar/gkx247
https://doi.org/10.1038/s41698-021-00196-x
http://www.ncbi.nlm.nih.gov/pubmed/34135436
https://doi.org/10.1007/978-1-4757-3294-8


 Research article﻿﻿﻿﻿﻿﻿ Cancer Biology | Genetics and Genomics

Herzfeldt et al. eLife 2023;12:e84314. DOI: https://doi.org/10.7554/eLife.84314 � 30 of 30

Tsakadze NL, Sen U, Zhao Z, Sithu SD, English WR, D’Souza SE. 2004. Signals mediating cleavage of intercellular 
adhesion molecule-1. American Journal of Physiology-Cell Physiology 287:C55–C63. DOI: https://doi.org/10.​
1152/ajpcell.00585.2003

Tsakadze NL, Sithu SD, Sen U, English WR, Murphy G, D’Souza SE. 2006. Tumor necrosis factor-alpha-converting 
enzyme (TACE/ADAM-17) mediates the ectodomain cleavage of intercellular adhesion molecule-1 (ICAM-1). 
The Journal of Biological Chemistry 281:3157–3164. DOI: https://doi.org/10.1074/jbc.M510797200, PMID: 
16332693

Tsherniak A, Vazquez F, Montgomery PG, Weir BA, Kryukov G, Cowley GS, Gill S, Harrington WF, Pantel S, 
Krill-Burger JM, Meyers RM, Ali L, Goodale A, Lee Y, Jiang G, Hsiao J, Gerath WFJ, Howell S, Merkel E, 
Ghandi M, et al. 2017. Defining a cancer dependency map. Cell 170:564–576. DOI: https://doi.org/10.1016/j.​
cell.2017.06.010, PMID: 28753430

Vahedi G, Takahashi H, Nakayamada S, Sun H-W, Sartorelli V, Kanno Y, O’Shea JJ. 2012. STATs shape the active 
enhancer landscape of T cell populations. Cell 151:981–993. DOI: https://doi.org/10.1016/j.cell.2012.09.044, 
PMID: 23178119

Vandenbroucke RE, Libert C. 2014. Is there new hope for therapeutic matrix metalloproteinase inhibition? 
Nature Reviews. Drug Discovery 13:904–927. DOI: https://doi.org/10.1038/nrd4390, PMID: 25376097

Vredevoogd DW, Kuilman T, Ligtenberg MA, Boshuizen J, Stecker KE, de Bruijn B, Krijgsman O, Huang X, 
Kenski JCN, Lacroix R, Mezzadra R, Gomez-Eerland R, Yildiz M, Dagidir I, Apriamashvili G, Zandhuis N, 
van der Noort V, Visser NL, Blank CU, Altelaar M, et al. 2019. Augmenting immunotherapy impact by lowering 
Tumor TNF Cytotoxicity Threshold. Cell 178:585–599. DOI: https://doi.org/10.1016/j.cell.2019.06.014, PMID: 
31303383

Vredevoogd DW, Apriamashvili G, Peeper DS. 2021. The (re)discovery of tumor-intrinsic determinants of 
immune sensitivity by functional genetic screens. Immuno-Oncology Technology 11:100043. DOI: https://doi.​
org/10.1016/j.iotech.2021.100043, PMID: 35756970

Wakatsuki T, Kimura K, Kimura F, Shinomiya N, Ohtsubo M, Ishizawa M, Yamamoto M. 1995. A distinct mRNA 
encoding a soluble form of ICAM-1 molecule expressed in Human Tissues. Cell Adhesion and Communication 
3:283–292. DOI: https://doi.org/10.3109/15419069509081014

Wang JZ, Du Z, Payattakool R, Yu PS, Chen CF. 2007. A new method to measure the semantic similarity of GO 
terms. Bioinformatics 23:1274–1281. DOI: https://doi.org/10.1093/bioinformatics/btm087, PMID: 17344234

Wang B, Wang M, Zhang W, Xiao T, Chen CH, Wu A, Wu F, Traugh N, Wang X, Li Z, Mei S, Cui Y, Shi S, Lipp JJ, 
Hinterndorfer M, Zuber J, Brown M, Li W, Liu XS. 2019. Integrative analysis of pooled CRISPR genetic screens 
using MAGeCKFlute. Nature Protocols 14:756–780. DOI: https://doi.org/10.1038/s41596-018-0113-7, PMID: 
30710114

Winer A, Adams S, Mignatti P. 2018. Matrix Metalloproteinase inhibitors in Cancer Therapy: turning past failures 
into future successes. Molecular Cancer Therapeutics 17:1147–1155. DOI: https://doi.org/10.1158/1535-7163.​
MCT-17-0646, PMID: 29735645

Wu M, Tong X, Wang D, Wang L, Fan H. 2020. Soluble intercellular cell adhesion molecule-1 in lung cancer: A 
meta-analysis. Pathology, Research and Practice 216:153029. DOI: https://doi.org/10.1016/j.prp.2020.153029, 
PMID: 32853940

Yang Y, Jun C-D, Liu J-H, Zhang R, Joachimiak A, Springer TA, Wang J-H. 2004. Structural basis for dimerization 
of ICAM-1 on the cell surface. Molecular Cell 14:269–276. DOI: https://doi.org/10.1016/s1097-2765(04)00204-​
7, PMID: 15099525

Yang Y. 2015. Cancer immunotherapy: harnessing the immune system to battle cancer. The Journal of Clinical 
Investigation 125:3335–3337. DOI: https://doi.org/10.1172/JCI83871, PMID: 26325031

Ye L, Park JJ, Peng L, Yang Q, Chow RD, Dong MB, Lam SZ, Guo J, Tang E, Zhang Y, Wang G, Dai X, Du Y, 
Kim HR, Cao H, Errami Y, Clark P, Bersenev A, Montgomery RR, Chen S. 2022. A genome-scale gain-of-function 
CRISPR screen in CD8 T cells identifies proline metabolism as A means to enhance CAR-T therapy. Cell 
Metabolism 34:595–614.. DOI: https://doi.org/10.1016/j.cmet.2022.02.009, PMID: 35276062

Young TM, Reyes C, Pasnikowski E, Castanaro C, Wong C, Decker CE, Chiu J, Song H, Wei Y, Bai Y, 
Zambrowicz B, Thurston G, Daly C. 2020. Autophagy protects tumors from T cell-mediated cytotoxicity via 
inhibition of TNFα-induced apoptosis. Science Immunology 5:eabb9561. DOI: https://doi.org/10.1126/​
sciimmunol.abb9561, PMID: 33443027

Zhang H, Meltzer P, Davis S. 2013. RCircos: an R package for Circos 2D track plots. BMC Bioinformatics 14:244. 
DOI: https://doi.org/10.1186/1471-2105-14-244, PMID: 23937229

https://doi.org/10.7554/eLife.84314
https://doi.org/10.1152/ajpcell.00585.2003
https://doi.org/10.1152/ajpcell.00585.2003
https://doi.org/10.1074/jbc.M510797200
http://www.ncbi.nlm.nih.gov/pubmed/16332693
https://doi.org/10.1016/j.cell.2017.06.010
https://doi.org/10.1016/j.cell.2017.06.010
http://www.ncbi.nlm.nih.gov/pubmed/28753430
https://doi.org/10.1016/j.cell.2012.09.044
http://www.ncbi.nlm.nih.gov/pubmed/23178119
https://doi.org/10.1038/nrd4390
http://www.ncbi.nlm.nih.gov/pubmed/25376097
https://doi.org/10.1016/j.cell.2019.06.014
http://www.ncbi.nlm.nih.gov/pubmed/31303383
https://doi.org/10.1016/j.iotech.2021.100043
https://doi.org/10.1016/j.iotech.2021.100043
http://www.ncbi.nlm.nih.gov/pubmed/35756970
https://doi.org/10.3109/15419069509081014
https://doi.org/10.1093/bioinformatics/btm087
http://www.ncbi.nlm.nih.gov/pubmed/17344234
https://doi.org/10.1038/s41596-018-0113-7
http://www.ncbi.nlm.nih.gov/pubmed/30710114
https://doi.org/10.1158/1535-7163.MCT-17-0646
https://doi.org/10.1158/1535-7163.MCT-17-0646
http://www.ncbi.nlm.nih.gov/pubmed/29735645
https://doi.org/10.1016/j.prp.2020.153029
http://www.ncbi.nlm.nih.gov/pubmed/32853940
https://doi.org/10.1016/s1097-2765(04)00204-7
https://doi.org/10.1016/s1097-2765(04)00204-7
http://www.ncbi.nlm.nih.gov/pubmed/15099525
https://doi.org/10.1172/JCI83871
http://www.ncbi.nlm.nih.gov/pubmed/26325031
https://doi.org/10.1016/j.cmet.2022.02.009
http://www.ncbi.nlm.nih.gov/pubmed/35276062
https://doi.org/10.1126/sciimmunol.abb9561
https://doi.org/10.1126/sciimmunol.abb9561
http://www.ncbi.nlm.nih.gov/pubmed/33443027
https://doi.org/10.1186/1471-2105-14-244
http://www.ncbi.nlm.nih.gov/pubmed/23937229

	Complementary CRISPR screen highlights the contrasting role of membrane-­bound and soluble ICAM-­1 in regulating antigen-­specific tumor cell killing by cytotoxic T cells
	Editor's evaluation
	Introduction
	Results
	In vitro system to investigate genes function in antigen-specific tumor killing
	Design of a complementary CRISPR activation/KO screen
	Discovery of genes regulating tumor resistance and sensitivity to CTL killing
	Depletion of ﻿ICAM1﻿ induces tumor resistance to antigen-specific CTL killing
	ICAM-1 isoforms differently regulate antigen specific tumor cell killing by CTLs
	Expression of ﻿ICAM1﻿ and ICAM-1 cleavage related metalloproteases is upregulated in human cancers and associated with poor clinical outcome
	Depletion of ﻿ILKAP﻿ promotes antigen-specific CTL-mediated tumor cell killing

	Discussion
	Materials and methods
	Tumor cell lines
	Isolation, in vitro stimulation and expansion of primary human PBMCs
	CMV tetramer staining of PBMCs
	Tumor killing assay
	Generation of Cas9 and dCas9 stable tumor cell lines
	Activation of gene expression using CRISPRa
	Construction of sgRNA libraries
	Lentivirus production and purification
	CRISPR screens and genomic DNA extraction
	CRISPR screens readout
	Generation of ﻿ILKAP﻿ KO and ﻿ICAM1﻿ KO cells
	Protein analysis using western blot/simple western system
	Production of sICAM-1 conditioned medium
	Treatments of tumor cells
	Design, transfection and detection of ICAM-1 variants containing eGFP-plasmids
	Detection of sICAM-1
	Statistical analysis
	Computational methods
	Reads processing
	Identifying CRISPR screen hits
	CRISPR screen hits evaluation
	Specificity of biological contrast hits
	Screen hits correlation
	Functional analysis
	Visualization and plotting of CRISPR screen data
	Survival analysis


	Acknowledgements
	Additional information
	﻿Competing interests
	﻿Funding
	Author contributions
	Author ORCIDs
	Decision letter and Author response

	Additional files
	Supplementary files

	References


