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Systematic analysis of RNAI reports identifies dismal
commonality at gene-level & reveals an unprecedented
enrichment in pooled shRNA screens
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Abstract

RNA interference (RNAI) has opened promising avenues to better understand gene function.
Though many RNA. screens report on the identification of genes, very few, if any, have been
further studied and validated. Data discrepancy is emerging as one of RNAi main pitfalls. We
reasoned that a systematic analysis of lethality-based screens, since they score for cell death,
would examine the extent of hit discordance at inter-screen level. To this end, we developed a
methodology for literature mining and overlap analysis of several screens using both siRNA and
shRNA flavors, and obtained 64 gene lists censoring an initial list of 7,430 nominated genes. We
further performed a comparative analysis first at a global level followed by hit re-assessment
under much more stringent conditions. To our surprise, none of the hits overlapped across the
board even for PLK1, which emerged as a strong candidate in sSiRNA screens; but only marginally
in the shRNA ones. Furthermore, EIF5B emerges as the most common hit only in the ShRNA
screens. A highly unusual and unprecedented result was the observation that 5,269 out of 6,664
nominated genes (~80%) in the sShRNA screens were exclusive to the pooled format, raising
concerns as to the merits of pooled screens which qualify hits based on relative depletions,
possibly due to multiple integrations per cell, data deconvolution or inaccuracies in intracellular
processing causing off-target effects. Without golden standards in place, we would encourage the
community to pay more attention to RNAI screening data analysis practices, bearing in mind that
it is combinatorial in nature and one active siRNA duplex or shRNA hairpin per gene does not
suffice credible hit nomination. Finally, we also would like to caution interpretation of pooled
shRNA screening outcomes.
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INTRODUCTION

RNAI as a screening technology platform has opened the door to functional genomics screen
approaches to discover novel, validate current targets, or merely to elucidate gene function
within pathways and signaling networks. 1 This has allowed scientists to perform up to
genome-scale simultaneous gene knockdowns at an industrial scale against arrayed or
pooled RNAI libraries, and with a battery of assay readouts ranging from simple cell
metabolic measurements to highly sophisticated deep sequencing methods; as such many
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mammalian RNAI screens have been conducted to date and reported in various fields with a
bias for novel target discovery in cancer biology and host-virus interactions. 2-3

Despite such an endeavor, concerns over hit identification in random RNA. screening have
recently been raised; 4-8 mainly due to the continuous lack of reproducibility and follow up
on published gene hits and in some cases the unavailability of raw screening data for
evaluation post-publication. The problems associated with false discovery are not that
uncommon, especially when considering the facts that RNA\ is a relatively new screening
platform. However, the only unusual thing about it is the total lack of golden standards for
the technology; this is a surprise and a growing concern considering its long implementation
by a variety of research laboratories yielding ~ 300 published mammalian RNAI screens. In
a recent review, Mohr and colleagues tackled the very same issues of false discovery and
linked them to problems such as bad instrumentation, poor assay design, noise in large data
sets, and/or RNAI reagent design as the main culprits. ® Though they may well be the
culprits in some of reports as they would totally affect RNAI screening outcome, they
certainly do not explain false discoveries in cases where despite the use of identical RNAI
libraries, same assay technologies, same cell lines, and same screeners, published lists of hit
genes were found to be different. 10-13 One potential explanation for such divergent data
sets originating from the same screening groups could be data transformation and analysis. 8
For this purpose we developed and implemented the Bhinder-Djaballah Analysis (BDA)
method; introducing the H score as a new measure for gene activity as a total active RNAI
duplex per gene independent of the assay readout. 14

A higher variability in reported hits from RNAI screens, more so, for the pooled sShRNA
hairpin screens can be explained at four levels; 1) efficiency of genomic integration at the
cellular entry level, 2) multiplicity of integration of plasmids encoding hairpins, 3)
efficiency of transcription of the DNA plasmids, and 4) precision of intracellular cleavage of
the transcribed oligonucleotide at the hairpin-level processing. The expression-vector based
delivery of shRNA hairpins into the cell necessitates their intracellular cleavage by Dicer to
yield a functional guide strand, a process similar to miRNA biogenesis. Gu and co-workers
have recently demonstrated dicer specificity and cleavage to play a far more crucial role
than previously perceived; a northern blot on dicer cleaved strands of exogenous hairpins
(with a miR-30 backbone) revealed a high degree of heterogeneity at the cleavage sites,
resulting in multiple fragments. 1> An inaccurate Dicer-mediated hairpin processing would
shift the guide sequence and consequentially the pivotal seed region from the expected,
leading to the prominence of off targeted transcripts. This characteristic is distinctive for the
shRNA hairpins screens in comparison to the siRNA duplex screens, intuitively making the
former prone to elevated levels of inherent noise in data outputs, questioning the true merits
of gene targets identified through this process. Implementation of an activity threshold
measure like the H score for hit re-evaluation would facilitate highest levels of stringency
allowing for standardized cross study comparisons.

We took advantage of the observations that several published lethality-based RNAI screens
have resulted in different active gene sets, to assess the feasibility of identifying genes for
cellular viability and to systematically study the extent of their overlap. Our reasoning was
simply that these combined efforts must have identified the same essential genes since the
readout is cell death in all cases. For this purpose, we surveyed the literature for published
RNA.I screens and collected a final set of 64 gene lists corresponding to 30 representative
studies, comprised of both the siRNA duplex and the shRNA hairpin technologies. We
censored an initial hit list of 7,430 nominated genes resulting from an arsenal of different
analysis methods utilized by the different groups to score hits in genome-wide as well as
focused screening data sets. Considering a conservative estimate of at least 25,000 genes in
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the human genome, it is rather surprising that 30% of them seem to be required for cellular
viability and survival.

In this report, we describe and implement a strategy used for literature mining and
systematic overlaps inclusive of a global overview of published data outputs followed by
their subjection to hit reassessment through stringent filtering approaches. Before
conducting the overlaps, we segregated the gene lists for analysis into sSiRNA duplex and
shRNA hairpin screens, and amongst them, we analyzed the genome-wide and focused
screens separately. Surprisingly, none of the genes were found in common across the board
and some of the major players of cellular viability were missing. PLK1 was identified as a
prominent gene candidate in the systematic analysis of sSiRNA duplex gene lists, its overlap
in the sShRNA hairpin gene lists exhibited a marginal presence. A translation factor, EIF5B,
dominates the overlap results for lethality from shRNA hairpin screens. An important facet
of our findings was the discovery of an unprecedented enrichment of hits exclusively found
in pooled shRNA hairpin screens at all stages of the analysis; ~ 80% of the gene candidates
at the level of global overlaps and ~ 60% of the gene candidates at the level of stringent
overlaps. Our efforts here emphasize dismal reproducibility of RNAI screening data outputs
with zero commonality across ~147 distinct lethality gene lists, while showcasing a
compelling prominence of gene candidates resulting from relative hairpin depletions in
pooled shRNA screens, questioning the merits of this technology in gene discovery and
validation.

MATERIALS AND METHODS

Literature mining

Representative RNAI screening publications reporting genes with a role in cell survival were
collected from PubMed (www.ncbi.nlm.nih.gov/pubmed). 30 RNAI publications on cell
lethality were selected representing 14 shRNA hairpin and 16 siRNA duplex library screens,
performed in arrayed or pooled formats, 5 were genome-wide and 25 were focused library
screens (Fig 1A, Suppl Table 1). 10-13. 1641 The criterion for selection of a publication was
based on the availability of data sets pertaining to active gene candidates identified from
each RNAI screen. 64 gene lists corresponded to the multiple cell lines screened in the 30
selected publications were obtained.

Reanalysis of published screen data sets

The TRC library performance data for three primary screens was obtained from The Broad
Institute website (www.broadinstitute.org); two were pooled shRNA hairpin screens
performed by Cheung and co-workers, and Luo and co-workers; while the third was an
arrayed shRNA hairpin screen performed by Barbie and co-workers. 17: 2511 The data sets
for 102 cell lines from Cheung and 19 cell lines from Barbie were analyzed using the BDA
method as previously described. 14 For the screens conducted by Luo, data sets were
available for 12 cell lines screened as well as the control library DNA plasmid pool in
replicates of ten, which were averaged for the purpose of the reanalysis and each cell line
was separately analyzed by the BDA method for hit nomination. Briefly, the depletion of
individual shRNA hairpins was quantified as fold change (FC) in signal intensity relative to
the control pool and active duplexes were identified below a threshold determined at -2 o
from the . FC of the library hairpins. In the next step, active genes were identified using an
H score of = 60 and instances where greater than 5 hairpins targeting a gene were found, a p-
value of < 0.05 was considered. This was followed by OTE filtering and re-scoring to obtain
a final set of nominated gene candidates for each of the 12 different cell lines. Briefly, the
reanalysis of published screen data sets provided us with 133 additional gene lists.
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Overlap analysis

To perform a comparison, the 64 gene lists were first divided based on the RNAI technology
used- siRNA duplex versus shRNA hairpin. Within these two classes, the gene list were
grouped based on the library coverage, broadly categorized as genome-wide or focused and
the overlap was conducted separately for the two categories and an overlap between them
was also determined towards the end. (Fig 1B). To be included in the overlap analysis, a
gene had to be nominated in at least one report meaning all genes reported thus far were
included. The overlap was conducted in two steps: First, all genes selected from the
literature were consolidated to generate a unique list of genes with a role in cell lethality,
therefore global overlap, and second, subset of genes with H score of =60, translating into
minimal 2 active sSiRNA duplexes or minimal 3 active shRNA hairpins, were compared,
therefore stringent overlap (Fig 1A). 14 H score is defined as the ratio of active duplexes
targeting a gene and its corresponding total duplexes in the screening library, multiplied by
100. 14 Reports that did not include the information on individual ShRNA hairpins or siRNA
duplexes performance were automatically excluded from the stringent overlap analysis. H
score was calculated for the gene lists where the information on the total number of hairpins
screened was made available. In addition, the BDA method was applied in instances where
the raw screen data was publically available and the 133 new gene lists were also included
for stringent overlap. For the purpose of active gene candidate nomination in supplementary
data provided for 6K and 10K pooled hairpin screens performed by Silva and co-workers 27,
the fold change values given in a linear scale were first converted to ratios and numbers < 0
were assigned a negative sign. The fold change values given in log scale were converted to
linear fold change values before their conversion to ratios. The hits selection criteria used
here is consistent with the one specified by the authors in the report; a fold change of greater
than 2 and an false discovery rate of < 10% was considered to determine active hairpins in
the screens. These hits were included as such in the global overlap and H score filtering was
applied for their inclusion in stringent overlap. Overlap analyses were performed using Perl
scripts.

Biological Classifications

Information regarding the functional classes associated with the identified hits in each
category were obtained from DAVID (the Database for Annotation, Visualization and
Integrated Discovery) Functional Annotation Tool (www.david.abcc.nciferf.gov/) 42 and
PANTHER (Protein ANalysis THrough Evolutionary Relationships) Classification
System. 43 Threshold for statistical level of significance was determined at a p-value of <
0.05. To address the issue of gene synonyms and multiple RefSeq IDs, gene symbols were
standardized to the nomenclature used in the TRC1 shRNA hairpin library. RefSeq IDs for
the genes not covered in the TRC1 library were obtained from PubMed
(Www.nchi.nlm.nih.gov/pubmed) and GeneGo’s Metacore pathway analysis software
(www.genego.com/metacore.php). Gene name synonyms and overlapping RefSeq IDs were
identified using GeneGo’s Metacore pathway analysis software (www.genego.com/
metacore.php). Data on gene names and descriptions was obtained from PubMed
(www.ncbi.nlm.nih.gov/pubmed) and UniProt (www.uniprot.org/). 44

RESULTS

RNAI Literature mining to select published gene candidates for cell survival

We reviewed ~ 300 published RNAI screening reports in order to select only those studies
screening for genes required for cell survival. In selecting the published reports, we included
screens that were not only reflective of genome-wide libraries but also those performed
against large-scale and small focused library sets using the arrayed as well as the pooled
formats (Fig 1A). After eliminating those publications which did not report on the final list
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of obtained active genes, the selection was narrowed down to only 30 RNAI reports; 16 of
which were performed using sSiRNA duplex libraries while the remaining 14 where
performed using shRNA hairpin libraries comprised of varying collection of genes (Suppl
Table 1). 10-13.16-41 | general, a preference towards using focused screening libraries was
observed; 88% of the siRNA duplex screens and 79% of the ShRNA hairpin screens were
performed using the focused libraries (Fig 1B). Here, we also noticed lack of standardized
methods of hit nomination across the board. Majority of the ShRNA hairpin pooled screens
were analyzed based on fold depletions per hairpin, however the threshold determination
was inconsistent across the board. Other commonly used methods for data analysis were
found to be growth inhibition, B score; while the remainder used z score, MAD score and
RIGER to name a few. 14

For the purpose of the comparative study and hit list consolidation across multiple published
RNA. screening data outputs; we first acquired gene lists as provided in the 30 selected
publications (Suppl Table 1). Gene lists per each cell line screened from the selected
publication were treated as separate for the purpose of a global overlap analysis; yielding a
total of 64 individual gene lists from the 30 publications (Fig 1B). Of note, multiple screens
provided combined lists of hits for groups of cell lines and therefore such gene lists could
not be deconvoluted and were determined to be a single composite gene list in the overlap
analysis. Furthermore, a gene reported minimally once in any one of the selected 64 gene
lists was considered. Finally, cross gene list overlaps revealed a list of 7,430 unique gene
candidates with varying degree of overlap, 62% of which were nominated in a maximum of
one gene list and therefore termed as orphan hits. The list of gene candidates was dominated
by hits obtained exclusively from the pooled shRNA formats, constituting 73% of the total
with a distribution ratio of roughly 1:11 between siRNA duplex and shRNA hairpin gene
lists.

We designed and followed a step-by-step workflow to conduct a comparative analysis by
first segregating the screens into two broad categories at the level of the RNAI technology
used, namely, the siRNA duplex and the shRNA hairpin screens. To eliminate any bias
introduced due to the variations in the magnitude of genes screened, we further separated the
screens being compared into genome-wide or focused based on the library coverage
corresponding to each of the published screen. After these two levels of demarcations, the
comparison was conducted separately for each defined category as: 1) Global, to merge all
published data so as to gain a comprehensive overview of what has been reported in
literature, and 2) Stringent, to re-asses the published hits using a filtering criteria concerning
minimal duplex activities so as to obtain a standardized list of common genes with a likely
role in cell survival (Fig 1A).

siRNA duplex screens: Global overlaps reveal PLK1 as a top scoring gene candidate

For the purpose of global overlap, we reviewed 16 siRNA duplex screens in total, 2 were
genome-wide while the remaining 14 were focused (Fig 1B). As for screening formats,
SiRNA screens were broadly classified into two categories that of singles, which refer to one
duplex per well approach and pooled, which refer to one gene per well approach. In general,
the pooled screening formats were comprised of ~ 3 duplexes per well targeting one gene.
Of note, 10 out of 16 screens were performed using a pooled approach, reflective of a
general preference towards this category (Fig 1B). As a first step of the analysis, we
obtained 2 lethal gene lists corresponding to the 2 genome-wide siRNA duplex screens; one
screen was conducted in a singles format while the other one was conducted in a pooled
format (Fig 2A). We obtained a set of 420 gene candidates in total and found that 88% of the
gene candidates originated form pooled siRNA duplex screens (Suppl Table 2). A majority
416 of the gene candidates was associated with only a single gene list and was therefore
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termed as orphan hits (Fig 2B). Taken together, only 4 gene candidates, namely, AURKB,
BIRC5, CENPI, and SF3A2 overlapped among the two gene lists being compared.
Interestingly, the first three genes are components of the cell cycle while SF3A2 is an
mRNA splicing factor (Table 1).

To perform the global overlap analysis in focused category, we gathered a total of 22 gene
lists with a division of 10 gene list originating from the singles and the remaining 12 from
pooled formats (Fig 2A). In this part of the analysis, we obtained a total of 1,170 gene
candidates from the singles versus pooled screens (Suppl Table 2). Consistent with the
observation made in genome-wide overlap, a major portion constituting 88% of the gene
candidates were orphan hits (Fig 2C). PLK1 emerged as a top scoring gene candidate in the
list with a maximal overlap among 9 out of the 22 gene lists being compared. This was
followed by CIB3 (7 gene list), FLJ11149, MAP4K1, MAPK12, and UCKZ1 (6 gene lists
each) (Table 1). It is important to note here that most of the genes topping the overlap list
originated from the singles screens. For example, out of the 9 gene lists reporting on PLK1
as a hit, 8 gene lists corresponded to the singles screens. Surprisingly, some of the known
gene candidates were not identified as strong candidates like KIF11, and WEEL exhibited a
dismal overlap by being scored among 2 gene lists, while AURKB, UBB, and, UBC were
orphan hits.

In order to determine the degree of overlap between the gene candidates obtained from
genome-wide and focused screens, we converged the 24 corresponding gene lists to obtain a
total of 1,525 gene candidates; out which only a meager 65 genes were identified as
common. 23% of the 65 common genes were kinases including PLK1, which once again
topped the list owing to its participation in a maximal 10 gene lists (Table 1). The 65
common genes were enriched in functions pertaining to gene expression (21 genes) as well
as components of spliceosome (12 genes), translation factors (5 genes), proteasome (4
genes), and ribosome (4 genes).

siRNA duplex screens: PLK1 still a front-runner in stringent overlaps

In the first step of global overlap, all gene lists were considered irrespective of the reporting
on the number of active duplexes per gene provided in published results. We devised a more
conserved filtering strategy for the second step of stringent overlap (Fig 1A). Since RNAI
screens are combinatorial in nature, it becomes incumbent to assess gene activity based on
its corresponding active relative to inactive duplexes. With this rationale in mind, we opted
to review the 24 gene lists for minimal duplex activity based on an H score of > 60 for the
second step of stringent overlaps. On a closer scrutiny we found that 15 gene lists got
filtered out from further consideration as they did not provide information on the duplex
activity per gene or due to unavailability of the raw screening data (Table 2). Of note, all the
pooled screens were inadvertently excluded. Since, one of the two gene lists from the
genome-wide category got filtered out; a stringent overlap within this category was not
feasible (Fig 3A).

We obtained 8 gene lists for focused screens after applying the stringent filtering criteria,
with no contribution from the pooled screens at this stage (Table 2, Fig 3A). For the gene
lists that did supply active duplex data but mostly defaulted in detailing the total library
coverage per gene, we exclusively selected for those gene subset with = 2 independent
active siRNA duplexes, as it was difficult to use the H-score as a filter on the published
reports. Of note, given a general prevalence of 3 siRNA duplexes in a library, = 2 active
SiRNA duplexes as an activity cut off translates into an approximate H score value of
roughly 60 or greater. Therefore, genes that were targeted by a single siRNA duplex in the
library screened were excluded to maintain stringency. Finally, we obtained a total of 251
gene candidates, populated majorly by orphan hits (Fig 3B). Interestingly, PLK1 still topped
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the list with a participation in 6 out of the 8 gene lists, followed by PRKCL1 (3 gene lists), a
protein kinase with a putative role in apoptosis, while only 3 additional genes qualified in >
20% of the gene lists being compared (Table 3). The results from the focused screen
overlaps where compared to the single residual gene list from the genome-wide overlaps and
after removing for the orphan hits, we were left with only seven genes and only two genes,
namely AURKB and PSMA4 were identified as common between one gene lists each of
genome-wide and focused categories (Table 3).

shRNA hairpin screens: Global overlaps identify KRAS as an genes candidate

Among the 14 selected publications for ShRNA hairpin screens, 3 screens were genome-
wide libraries and 11 screens were focused yielding a total of 40 lethality gene lists (Fig 1B).
Contrary to the standard arrayed formats used in siRNA duplex screening, an arrayed format
in sShRNA hairpin screen refers to a systematic one hairpin per well knockdown while
pooled format refers to an amalgamation of up to the entire library hairpins, which could be
as many as a million in one pool, targeting thousands of genes collectively. We conducted a
global overlap using the 9 gene lists corresponding to the three genome-wide screens (Fig
4A). A preference towards pooled screening approach was observed in the genome-wide
shRNA hairpin screens, perhaps due to the ease of screening and lower initial screening
costs involved. In the genome-wide overlaps, we included our recently published shRNA
hairpin screen, which till date is the only genome-wide shRNA hairpin screen to identify
gene candidates with putative role in cell survival performed in an arrayed format. 16 The
remaining 8 genome-wide screens were conducted in pooled formats only (Fig 4B). Taken
together, we obtained a total of 5,389 gene candidates, 80% of which were orphan hits.
Topping the list was a known oncogene, KRAS due to its nomination in 5 separate gene lists,
followed by 20 other genes scored in 4 out of 9 gene lists (Table 4, Suppl Table 3).

For the purpose of performing the overlap in the focused category, we analyzed 31 gene lists
obtained from the 11 focused library screens, we encountered a similar trend with regards to
prevalence of hits nominated from pooled screens (24 gene lists) versusthe arrayed screens
(7 gene lists). We collected a total of 2,095 genes at this stage, and a rather surprising result
was that 1,946 hits (93%) corresponded exclusively to pooled shRNA formats (Fig 4A).
RAD51, EIF3E, SMG1, and CDCSL ranked highest in this category making them the only
four genes common in close to 60% of the gene lists being compared (Fig 4C, Table 4). In
the next step of comparative analysis, we merged the hits obtained from 40 gene lists
corresponding to the genome-wide and focused screens taken together and collected a total
of 6,664 genes out which 4,284 were orphans and therefore ignored, and amongst the
remainder, 818 gene candidates were identified in common (Fig 4A, Suppl Table 3). KRAS
the top scoring gene candidate from genome-wide category once again emerged as strong
hits in the merged results from focused library screens with preponderance in 20 gene lists.
EIF3E also scored in 20 gene lists, however, is given lesser significance that KRAS owing to
its identification in only pooled formats when compared to that of KRAS which was
identified in all categories of genome-wide and focused screens (Suppl Table 3). PLK1
showed a marginal performance with an overlap among 11 out of the 40 gene lists with its
dominance in 33% of genome-wide and 26% of focused gene lists (Suppl Table 3). Among
the 818 common genes, 78 genes were associated with pathways in cancer (hsa05200), 60
genes with a role in MAPK signaling pathway (hsa04010), and ~ 40 genes each associated
with cell cycle and ubiquitin mediated proteolysis.

shRNA hairpin: Stringent overlaps reveal EIF5B as a top gene candidate

Similar to the methodology adopted for stringent overlap in sSiRNA duplex screens, we
filtered out the gene lists where hit re-assessment was not feasible (Table 5). Surprisingly,
11 gene lists were deemed incompetent for participation in the stringent analysis. In the next

Comb Chem High Throughput Screen. Author manuscript; available in PMC 2014 February 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Bhinder and Djaballah Page 8

step towards re-evaluating the gene lists, we attempted to re-analyze the raw data from the
published screens but were posed by major handicap of unavailability of primary screen raw
data. For the purpose of selecting high-confidence hits in sShRNA screening data for
instances where the library information was not provided, we set a selection threshold of = 3
active hairpins targeting a gene; which ideally is representative of an H score of = 60
conforming to the fairly standard practice of including 5 hairpins targeting per gene on an
average in a sShRNA hairpin library.

For the genome-wide overlaps, we collected the residual 3 gene lists; one form arrayed and
two from pooled formats. In addition, we took advantage of the raw shRNA hairpin
screening data provided by the Broad Institute for the genome-wide shRNA hairpin screen
published by Cheung and co-workers 17 in pooled format conducted in 102 cancer cell lines.
We applied the entire BDA workflow for hit candidate nomination using the BDA

method. 14 We merged the additional gene lists thus obtained, expanding our hits lists under
consideration to cover 105 cell lines (Fig 5A). We compiled the results of stringent overlaps
from filtered published hits as well as re-analyzed published screen data, and an overall hit
breakup per gene list was performed, once again highlighting the preponderance of orphan
hits at a 55% (Fig 5B). More so, the hits appeared to be more enriched in exclusively pooled
shRNA hairpin screens at 60% in the data output; such an observation is not surprising given
the inherent noise of the system (Suppl Table 4). As a manifestation of the stringent filtering
majority of the top scoring gene candidates from the global overlaps exhibited a decline in
their prevalence and EIF5B emerged as the strong hit in the stringent overlap (Table 6).

To define the gene candidates for the residual gene lists in focused category, we also
included the 19 gene lists from an arrayed shRNA hairpin screen performed by Barbie and
co-workers 11 and the data re-analyzed using the BDA method as previously described. 14
Similarly, we also reanalyzed data sets available at The Broad Institute website for ShPRNA
hairpin screen performed in a pooled format by Luo and co-workers and obtained 12
corresponding gene lists. 2° Signal intensity values were obtained for the 12 cell lines
screened as well as the control library DNA plasmid pool in replicates of ten and BDA
method was applied for the purpose of hit nomination. FC of library shRNA hairpins relative
to the control pools were computed to determine the relative depletion and the thresholds for
FC were determined at a -2 o from the average FC per each cell line. Following through the
steps of stringent filtering, we finally obtained a total of 42 gene lists with varying degree of
overlaps; 59% of the total hits were obtained exclusively from pooled shRNA hairpin
screens (Fig 5A). The degree of overlap was not very strong across the board with RPL5
topping the lists with its prevalence in only 29% of the gene lists (Fig 5C, Table 6).

Convergence of the two categories led to identification of 3,438 gene candidates in total
with only 200 genes found in common between the two categories (Fig 5A, Suppl Table 4).
Amongst them were genes known to play role in cancer progression; for example, leukemia
(FLTS, and KRAS), and colorectal cancer (ATM, CHEK1, DCC, EGFR, HRAS, KRAS,
MDM2, and PTEN) to name a few. Although, we did find PLK1 among the 200 common
genes, it showed a marginal enrichment of only 3 gene lists in total. As far as the biological
classification of the 200 genes is concerned, the highest enriched functional GO categories
were found to be cell communication (GO:0007154; 37%), cell cycle (GO:0007049; 29%),
developmental process (GO:0032502; 20%), transport (GO:0006810; 16%), immune system
process (GO:0002376; 13%), and apoptosis (GO:0006915; 12%). Also dominating the list
were 57 transferases, 50 kinases, 17 ribosomal proteins, 18 genes associated with ubiquitin
dependent proteolysis, 16 genes associated with RNA processing including mRNA splicing
factors and 5 genes associated with mRNA transport & localization.
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Evaluation of hit preponderance: enrichment bias from pooled shRNA hairpin screens

We reviewed the overall hit distributions so as to gain insights into and to identify a bias, if
any, in the nominated hits towards a specific RNAi technology or screening format. We first
reviewed the 24 published siRNA duplex gene lists, and found that 53% of the hits
originated exclusively from 13 pooled screens while 39% originated exclusively from 11
singles screens and the remaining 8% were commonly identified in both formats (Fig 6A).
Next, we reviewed the 40 published shRNA hairpin gene lists and observed that a drastic
79% of the gene candidates were exclusively associated with pooled ShRNA hairpin screens
accounting for up to 5,269 out of 6,664 gene candidates, majority of which were orphan hits
and therefore associated with maximal 1 gene list (Fig 6B). Furthermore, a technology
specific breakup revealed that even amongst the pooled screening hits, ShRNA hairpin
screens were highly enriched; 63% of the total hits obtained from all literature taken
together where from pooled shRNA screens (Fig 6C). Taking a broader overview of global
overlap inclusive of both sSiRNA duplex and shRNA hairpin screens, we looked at a total of
7,430 gene candidates collected from 64 published gene lists and observed a significant
dominance of candidates obtained from pooled formats (Fig 6C). A similar trend was
observed in the stringent overlaps for shRNA hairpins screens, 1,993 gene candidates out of
3,438 total gene candidates were obtained exclusively from pooled format screens (Fig 6D).
Despite such enrichment in stringent overlaps, major players of cellular viability either
displayed a marginal overlap (e.g., PLKZ1) or where completely missed (e.g., AURKA). The
top scoring gene candidates for ShRNA hairpin screens from stringent overlaps were over-
shadowed by a bias towards pooled screening formats, for example, the top scoring gene
candidate, EIF5B was active in 104 gene lists in total, 103 out of which were associated with
screens conducted in pooled formats while only one gene list corresponded to the screens
performed in arrayed formats.

DISCUSSION

RNAI screening technology has been viewed as a promising tool over the past decade,
enabling researchers to perform up to genome-scale knockdowns in mammalian cells, to
elucidate gene function. 1 Approximately 300 RNAI screens have been published using
SiRNA duplex or shRNA hairpin libraries in both arrayed and pooled formats to yield a
multitude of promising targets. It wasn’t until 2009 that the field faced a major criticism
with regards to hit reproducibly and poor overlap across different studies, and has brought
into question the true therapeutic potential of the high value targets identified from RNAI
screening. % As we become aware of the major pitfalls of the technology in terms of its
sensitivity and specificity, it has become all the more important to consolidate results of
published RNAI screens so as to gain insights into the degree of hit discordance and get a
perspective on the differential practices which might lead to such an outcome. Our reasoning
was to simply analyze published lethality screening data with the hope of finding a high
degree of gene commonality across the board as one would intuitively expect. With this
objective, we selected 30 RNAI lethality screens to profile gene candidates required for cell
survival.

A variety of lethality RNAI screens studying genes with a role in cell survival have been
reported in literature thus far, and it is intuitive to expect a high overlap among the data
outputs from such screens. With an aim to review gene-level overlaps in these RNAI
lethality screens, we first obtained 64 gene lists from 30 published studies, to include both
SiRNA duplex and shRNA hairpin screens performed in arrayed as well as pooled formats.
To our surprise, we found a lack of a general consensus in terms of hit nomination in RNAI
screens, which is rather surprising especially in comparison to chemical screening, where
data analysis practices are fairly standardized. To gain a general perspective, we merged the
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results from the 64 lists to procure a set of 7,430 gene candidates. Strikingly, the global
analysis captured about 30% of the human genome to play a role in cell survival with a
substantial number of hits being reported only once among the gene lists, perhaps indicative
of a generic preponderance of off-target mediated false positives in RNAI results.

An overview of the global overlap from the 64 gene lists unveiled that a relatively higher
number of genes were obtained from shRNA hairpin screens when compared to the SiRNA
screens; 6,664 gene candidates were acquired from 40 shRNA hairpin gene lists while only
1,525 gene candidates were acquired from 24 siRNA duplex gene lists. This could partly be
explained by the fundamental difference between the two technologies, which lies at the
basal level of their processing into active entities; the sSiRNA duplexes are introduced into
the cell as double stranded RNA molecules comprised of a guide and a passenger strand
whereas the ShRNA hairpins are introduced into the cell as an expression vector construct,
and therefore have to undergo sequential steps of genomic integration, transcription of the
DNA insert and intracellular processing of the transcribed hairpin to finally yield a guide
and passenger strand. Consequentially, the accuracy of intracellular ShRNA hairpin
processing becomes a principal determinant of a hairpin’s target specificity; which has
become questionable in wake of recent findings with regards to heterogeneous intracellular
cleavage of hairpins. 1% 45-46

In the siRNA duplex screens, we observed that a higher fraction of genes were obtained
from the focused library screens; 68% additional gene candidates were obtained from
focused libraries relative to the genome-wide. Since focused libraries are smaller in scale,
smaller number of hits would be expected from the data outputs. It can be argued that,
small-scale screens with lesser number of genes screened are likely to have lower standard
deviations when compared to large-scale screens, therefore enabling identification of weaker
hits in the screen. This observation was however not consistent with the results from shRNA
hairpin screens, where majority of the hits corresponded to the genome-wide screens,
specifically to those performed in pooled formats, perhaps indicative of the higher noise in
shRNA hairpin screens.

Our systematic analysis reveals an unprecedented enrichment in hits from pooled shRNA
hairpin screens; ~80% of the total hits obtained from the global overlaps and ~60% of the
total hits obtained from stringent filtering were an outcome of pooled shRNA hairpin
screens. We divided the gene lists into the categories of genome-wide and focused during
the course of the analysis, and observed a similar trend in both cases. In fact, exclusion of
the pooled shRNA hairpin screens would have reduced our global overlap set of gene
candidates to mere 27%. It is important to note that an arrayed screening format has a
comparative advantage over the pooled screening counterpart in its enhanced initial assay
sensitivity as it allows for one gene one duplex knockdowns while obviating the necessity
for sShRNA hairpins deconvolution by microarray hybridization or deep sequencing. In
addition, the sheer magnitude of distinct hairpins in a pool might also elevate the likelihood
of multiple integrations per cell.

Furthermore, a striking bias in pooled formats as observed in the ShRNA hairpin screens,
was not encountered in the sSiRNA screen data outputs; 53% hits were obtained exclusively
from pooled and 39% of the hits were obtained exclusively from arrayed formats in SiRNA
duplex screens. Here it is important to note that there is an innate difference in the common
practices pertaining to pooled methodologies in sSiRNA duplexes versus ShRNA hairpins;
SiRNA pools are generally comprised of 2—4 siRNA duplexes targeting a single gene
whereas an ShRNA pool maybe comprised of up to ~50,000 hairpins targeting several
thousand genes collectively and probably to yield a synergistic phenotype. Taken together,
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these findings are suggestive of a higher inherent noise associated with pooled ShRNA
hairpin screens and perhaps the uncertainty associated with specific target knockdowns.

RNA. screening is combinatorial in nature and therefore, it is crucial to score a phenotype
based on the maximal hairpin activity corresponding to a gene taking into account the active
duplexes relative to the total targeting duplexes in the library screened. A closer scrutiny of
the selected gene lists used in the global overlaps revealed that almost none of the published
screens employed a strategy to incorporate minimal duplex activity corresponding to an H
score of 60 and OTE filtering. 1 Accordingly, we re-assessed the reported hits from 30
published RNAI screening studies as refined stringent overlaps by applying the activity
metric, H score of > 60 or the BDA method where applicable. The unavailability of raw
primary screen data and screening library posed as two major handicaps in the endeavor.
Surprisingly, 16 out of 30 studies merely reported list of active genes and not the
corresponding number of active duplexes per gene and therefore had to be eliminated from
the stringent level of comparative analysis. Interestingly, application of stringent filtering on
the global data outputs revealed a significant decline in gene prevalence across the board,;
14% gene candidates were retained in the genome-wide category and 21% in the focused
category for the siRNA duplex screens while 58% gene candidates were retained in the
genome-wide and 23% in the focused category for the shRNA hairpin screens. Of note, 133
additional reanalyzed gene lists were added to the stringent overlap in sShRNA hairpin
screens. Irrespective, such a decline in gene candidates is strongly suggestive of the fact that
most of the genes from global overlap did not qualify the minimal H score criteria of 60,
thereby accentuating the need to employ stringency in hit nomination for RNAi screens in
general.

RNAI literature mining based gene signature analysis reported here revealed that none of the
genes overlapped across all cell lines and showed poor overlaps within similar cell lines
(Suppl Table 5) while top scoring published targets deemed high value were surprisingly
missing, for example STK33 and TBK 1. 19-11 Of interest was the differential performance of
PLK1, a routinely used control in RNAI screens and perhaps a strong candidate for gene
lethality. PLK1 was identified as a top scoring gene candidate in SIRNA duplex screens at
both global as well as stringent filtering overlaps but was not a prevalent hit in the ShRNA
hairpin screens. Although PLK1 was found to be nominated as a hit in 11 published sShRNA
screening reports, application of stringent filtering threshold dropped its prevalence to a
mere 3 gene lists; one of which was arrayed!® while the other two were from a pooled
hairpin screen.13 Of note, the pooled gene list reporting on identification of PLK1 only had
maximal 3 targeting hairpins in the library screened. We have previously reported on a
marginal performance of the ShRNA hairpins targeting PLK1 in an arrayed screen
performed in HeLa cell line; only four out of the 20 independently validated hairpins were
scored as active. 16 Of note, the shRNA hairpins for PLK1 were validated in MCF7 cell line.
Since PLK1 is believed to be an important gene in cellular viability, the failure to score it as
a hit is suggestive of the differential perturbation produced by shRNA hairpins perhaps due
to inefficiencies in intracellular processing or maybe due to cell line specificity.

We have found gene clusters among the overlapping genes corresponding to ribosomal
proteins, proteasome and mRNA splicing. As for some of the genes deemed important for
cell survival, we observed a varying prevalence of common genes between global and
stringent overlaps. For example, AURKA was found to be common in 7 gene lists pertaining
to sShRNA hairpin screens and 1 gene list pertaining to SiRNA duplex screen, but was missed
in the stringent filtering, because of either being targeted by utmost single duplex in the
screen or unavailability of screen data. Similarly, WEE1 was found in a total of 7 gene lists
but dropped down to a mere 1 gene list after application of stringent filtering. KIF11 was
found in a total of 5 gene lists in the global overlaps but after addition of reanalyzed
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additional gene-lists, it was found in 12 gene lists in the stringent overlap. Interesting, KRAS
was identified only in ShRNA hairpins screens; predominantly in those performed in the
pooled formats; 20 gene lists in the global overlap and 41 gene lists in the stringent overlap.
Similarly, the ubiquitin protein, UBB, was identified in 12 gene lists in the global overlaps,
out of which 10 gene lists corresponded to sShRNA screens, and showed a prominence in 34
gene lists at the stage of stringent overlap.

Comparative analysis reports in the past have explored commonalities at a pathway and
functional level at a small scale, to harmonize distinct hits lists identified by various RNAI
screening groups. 3 In lieu of such inferences, we had hypothesized that a true positive must
consistently exhibit a strong phenotype across maximal screening data outputs irrespective
of the technology used. To this end, we undertook the first systematic analysis approach to
combine data outputs from variety of RNAI lethality screens, reviewed their overlaps at
gene level and asked a simple question as to the feasibility of identifying a set of gene
candidates with a role in cell survival that was found in all RNAI lethality screens.
Collaborative attempts have being made in the past towards creating repositories for RNAI
screen data integration. As an example, GenomeRNAI database contains a collection of ~
297 published RNA. screens performed in Drosophila and mammalian cells with an aim to
centralize gene perturbation information for different phenotypes from multiple sources. 47
However, it would now be beneficial to take this endeavor forward by merging multiple
RNAI data outputs and assessing the hit reproducibility; as has been attempted in this report.

In summary, we have reported the first large-scale systematic analysis for 30 RNAI lethality
reports and surprisingly observed zero gene commonality across all the selected gene lists;
none of the genes displayed a consistently lethal phenotype across 64 gene lists considered
for global overlap and 147 gene lists re-evaluated for stringent overlap. This is of great
concern if this RNAI technology cannot identify similar genes in lethality screens. Our
results, also, report an unprecedented enrichment in active gene candidates obtained
exclusively from pooled shRNA hairpin screens, identified via either microarray
hybridization or deep sequencing. This finding question the merits of performing pooled
shRNA screens using either deep sequencing and/or microarray hybridization as readout;
could the observed phenotype be merely a consequence of synergistic silencing due to
multiple cellular integrations and off-targeted effects due to inaccurate hairpin cleavage?
Our findings unfortunately concur with the current pitfalls of the technology, especially as to
the abuse recently reported by Kaelin. 7 Without any golden standards in place, we would
encourage the community to pay more attention to RNAI screening data analysis practices,
bearing in mind that the important aspect of this technology is its combinatorial
knockdowns. Finally, we also would like to convene cautionary measures while interpreting
outcomes pertaining to pooled sShRNA hairpin screens.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Abbreviations

RNAI RNA interference

OTE off-target effect

shRNA short hairpin RNA

SIRNA small interfering RNA
BDA Bhinder-Djaballah Analysis
H score hit rate per gene score
NUCL nuclei count

TRC The RNAIi Consortium

FC

fold change
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Figure 1. Workflow of literature mining and data collection from published RNAI screens and

overlapsanalysis

A) Workflow for two-step overlaps analysis between gene lists from literature mining and
reference screen. B) Breakdown of selected 30 publications based on the RNAI technology

used and library coverage.
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Overlap type siRNA duplex, global (published gene lists)
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Figure 2. Global overlap of 24 genelists procured by literature mining for SRNA duplex screens
A) Systematic workflow of global overlap for selection of 420 gene candidates from 2
genome-wide and 1,170 gene candidates from 22 focused screen gene lists followed
identification of 65 genes in common between the two categories. B) Breakup of number of
overlapping genes in genome-wide screens based on their participation in number of gene
lists. C) Breakup of number of overlapping genes in focused screens based on their
participation in number of gene lists. The degree of overlap is represented as percent of total
gene lists selected.
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Overlap type siRNA duplex, stringent (=2 active siRNA duplexes)
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Figure 3. Stringent overlap of 9 genelists procured by literature mining for SRNA duplex
SCreens

A) Systematic workflow of stringent overlap for selection of 57 gene candidates from 1
genome-wide and 251 gene candidates from 8 focused screen gene lists followed
identification of 2 genes in common between them. B) Breakup of number of overlapping
genes in focused screens based on their participation in number of gene lists. The degree of
overlap is represented as percent of total gene lists selected.
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Figure4. Global overlap of 40 genelists procured by literature mining for shRNA hairpin
screens

A) Systematic workflow of global overlap for selection of 5,389 candidates from 9 genome-
wide and 2,095 gene candidates from 31 focused screen gene lists followed identification of
818 genes in common between them. B) Breakup of number of overlapping genes in
genome-wide screens based on their participation in number of gene lists. C) Breakup of
number of overlapping genes in focused screens based on their participation in number of
gene lists. The degree of overlap is represented as percent of total gene lists selected.
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Overlap type shRNA hairpin, stringent (23 active shRNA hairpins)
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Figure5. Stringent overlap of 147 gene lists procured by literature mining for shRNA hairpin
screens

A) Systematic workflow of stringent overlap for selection of 3,147 gene candidates from

105 genome-wide and 491 gene candidates from 42 focused screen gene lists followed
identification of 200 genes in common between the two categories. B) Breakup of number of
overlapping genes in genome-wide screens based on their participation in number of gene
lists. C) Breakup of number of overlapping genes in focused screens based on their
participation in number of gene lists. The degree of overlap is represented as percent of total
gene lists selected.

1duosnuey JoyIny vd-HIN

1duosnuey JoyIny vd-HIN

Comb Chem High Throughput Screen. Author manuscript; available in PMC 2014 February 01.



1dudsnuey Joyiny vd-HIN 1dudsnuey Joyiny vd-HIN

1duosnuey JoyIny vd-HIN

Bhinder and Djaballah

A)

4 [ ]
§ [ ]
k] S
§ P
@ GW
o FD
o

sipl* S >le P >

GW e FL >
@ |
§ |
'-E A
g P
3 GW
g FD
o

Comb Chem High Throughput Screen. Author manuscript; available in PMC 2014 February 01.

Page 23

Active

Inactive or not screened
Singles

Pooled

Genome-wide

Focused

Active

Inactive or not screened
Arrayed

Pooled

Genome-wide

Focused



1dussnuein Joyny vd-HIN 1duosnueln Joyny vd-HIN

1duosnuey JoyIny vd-HIN

Bhinder and Djaballah

mTU>MmEN

C) Hits from 64 gene lists Hits exclusively from pooled screens
siRNA duplex; 430
Both: 949 Exclusive to pooled
screens;
5,413
shRNA hairpin; 4,687
Exclusive to arrayed
screens; 1,068 L1 Both; 296
(7]
[
©
=4
T
c
©
(2]
(]
c
]
o
1 10 20 30 40 50 60 70 80 9 100 1{0 120 130 |140 150 160
A P A . P
GW FD

Page 24

Active

Inactive or not screened
Arrayed

Pooled

Genome-wide

Focused

Figure 6. Visualization of hit preponderancein siRNA duplex versus shRNA hairpin screens

A) Heat map plot representation of global overlap among 1,525 genes in siRNA duplex
screens. B) Heat map plot representation of global overlap among 6,664 genes showing
prominence of hits from pooled shRNA hairpin screens. C) Pie chart illustrating the breakup
of gene candidates obtained from each category at the stage of global overlaps. A strong

enrichment of hits originating exclusively form shRNA hairpin pooled formats can be

observed. D) Heat map plot representation of stringent overlap among 3,644 genes showing
prominence of hits from pooled shRNA hairpin screens.

The gene lists are ordered based on the screening format and are sorted by numbers

corresponding to the publication index (Suppl Table 6).
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Top scoring 15 representative gene candidates from global overlap in siRNA duplex screens

Coverage Gene Name Overlap1 Biological process
AURKB*  Aurorakinase B 2/2 Role in chromosome segregation
oW BIRC5 Baculoviral IAP 2 repeat containing 5 212 Role in inhibition of apoptosis
SF3A2 Splicing factor 3a 212 MRNA splicing
CENPI Centromere protein | 2/2 Nucleosome assembly at centromere
PLK1 Polo-like kinase 1 9/22 Cell cycle regulator important for M phase progression
CIB3 Calcium and integrin binding family member 7122 Exact function unknown
3
ED FLJ11149 Hypothetical Protein 6/22 Likely kinase activity
MAP4K1  Mitogen-activated protein kinase (X4)1 6/22 Activation of JUN kinase activity, stress response
MAPK12  Mitogen-activated protein Kinase 12 6/22 Extracellular signal transduction
UCK1 Uridine-cytidine kinase 1 6/22 Uridine monophosphate biosynthetic process
PLK1* Polo-like kinase 1 10/24 Cell cycle regulator important for M phase progression
AURKB®  Aurorakinase B 3/24 Role in chromosome segregation
GW &FD CAMK2B Calcium/calmodulin-dependent protein 3/24 Calcium mediated signaling
kinase Il B
KIF11 Kinesin-like protein 3/24 Microtubule motor activity, anterograde transport
WEE1 WEE1 homolog 3/24 Cell cycle regulator of G2 to M transition

1 . . . S
Number of gene lists with nominated gene/total number of gene lists in that category,

2IAP; inhibitor of apoptosis,

*
Genes repeated in top scoring hits in multiple categories, GW; genome-wide, FD; focused.
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Page 27

Top scoring 7 representative gene candidates from stringent overlap in siRNA duplex screens

Coverage Gene Name Overlap1 Biological process
GW N/A N/A N/A N/A
PLK1 Polo-like kinase 1 6/8 Cell cycle regulator important for M phase progression
PRKCL1 Protein kinase N1 3/8 Signal transduction (apoptosis mediated)
ED DUT Deoxyuridine triphosphatase 2/8 Essential enzyme of nucleotide metabolism
NME3 Nucleoside diphosphate kinase 3 2/8 Nucleoside biosynthesis, apoptosis induction
PPP1R12C i‘g%tein phosphatase 1, regulatory subunit 2/8 Regulates assembly of actin cytoskeleton
AURKB Aurora kinase B 2/9 Role in chromosome segregation
GW & FD
PSVIA4 Proteasome subunit, a type, 4 2/9 Ubiquitin-dependent peptide cleavage

Number of gene lists with nominated gene/total number of gene lists in that category, N/A; Not applicable as only 1 gene lists remain in this

category, GW; genome-wide, FD; focused.
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Table 4

Page 28

Top scoring 23 representative gene candidates from global overlap in shRNA hairpin screens

Coverage Gene Name Overlap1 Biological process
KRAS" v-Ki-ras2 Kirsten rat sarcoma viral oncogene 5/9 Ras protein signal transduction (oncogene)
homolog
MCM6 Minichromosome maintenance complex component 6 4/9 Essential for replication inititation
oW SELS Selenoprotein S 419 ER overload response2, degradation of
misfolded proteins
SENP5 Sentrin-specific protease 5 4/9 Essential in SUMO pathway, required for cell
division
S\NRPC Small nuclear ribonucleoprotein polypeptide C 4/9 Spliceosomal snRNP assembly
RAD51F  DNA repair protein RAD51 homolog 1 18/31 DNA recombination and repair (oncogene)
ElF3e*  Eukaryotic translation initiation factor 3, subunit E 18/31 Regulation of translational initiation
cpcsL*  Cell division cycle 5-like 18/31 Cell cycle regulator important for G2/M
transition
smGL* Phosphatidylinositol 3-kinase-related kinase 18/31 Nonsense-mediated mRNA decay
cse1L* Cellular apoptosis susceptibility protein 16/31 Protein transport
D MYB Myeloblastosis viral oncogene homolog 16/31 Transcription factor
UsP39 Ubiquitin specific peptidase 39 16/31 mRNA splicing
CDC2L1 Cyclin-dependent kinase 11B 15/31 Cell cycle control
KRAS v-Ki-ras2 Kirsten rat sarcoma viral oncogene 15/31 Ras protein signal transduction (oncogene)
homolog
NR2F1 Nuclear receptor subfamily 2, group F, member 1 15/31 Transcription initiation
PIK4CA  Phosphatidylinositol 4-kinase 15/31 Biosynthesis of phosphatidylinositol 4,5-
bisphosphate
TAF10 TATA box binding protein (TBP)-associated factor 15/31 DNA-dependent transcription initiation
KRAS" v-Ki-ras2 Kirsten rat sarcoma viral oncogene 20/40 Ras protein signal transduction (oncogene)
homolog
ElF3e®  Eukaryotic translation initiation factor 3, subunit E 20/40 Regulation of translational initiation
cpcsL®  Cell division cycle 5-like 19/40 Cell cycle regulator important for G2/M
GW & FG transition
RAD51F  DNA repair protein RAD51 homolog 1 19/40 DNA recombination and repair (oncogene)
VGt Phosphatidylinositol 3-kinase-related kinase 18/40 Nonsense-mediated mRNA decay
cse1L* Cellular apoptosis susceptibility protein 18/40 Protein transport

1 . . . L
Number of gene lists with nominated gene/total number of gene lists in that category,

2 L
ER; endoplasmic reticulum,

*
Genes repeated in top scoring hits in multiple categories, GW; genome-wide, FD; focused.
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Table 6

Page 30

Top scoring 32 representative gene candidates from stringent overlap in ShRNA hairpin screens

Coverage Gene Name Overlap1 Biological process

EIF5B* Eukaryotic translation initiation factor 5B 99/105  Translation initiation
RPs15A*  Ribosomal protein S15a 90/105  Ribosomal (40S) biogenesis, translation
PSMALY Proteasome subunit, a type, 1 83/105 Ubiquitin-dependent peptide cleavage
RPS3 Ribosomal protein S8 78/105 Ribosomal (40S) biogenesis, translation
RPS9 Ribosomal protein S9 78/105 Ribosomal (60S) biogenesis, translation
RPL5 Ribosomal protein L5 77/105  Ribosomal (60S) biogenesis, rRNA maturation
EIF3FP3  Eukaryotic translation initiation factor 3 72/105  Pseudogene
NUP93* Nucleoporin 72/105 Required for nuclear pore assembly, protein transport
PSVID4 Proteasome 26S subunit, non-ATPase, 4 64/105 Ubiquitin-dependent peptide cleavage
RPL23A*  Ribosomal protein L23a 64/105  Ribosomal (60S) biogenesis, translation

GW RPS15 Ribosomal protein S15 61/105 Ribosomal (40S) biogenesis, translation
TUBB Tubulin 61/105 Major constituent of microtubules
NACA ;\:ﬁfﬁﬂt polypeptide-associated complex 58/105  Blocks nascent polypeptides interactions with SRP2
DDX21 g)lEAD (Asp-Glu-Ala-Asp) box polypeptide 56/105 Helicase, foldase (RNA processing)
DYNC1H1 Dynein cytoplasmic 1 heavy chain 1 56/105 Microtubule-based movement
SRSF2 Serine/arginine-rich splicing factor 2 56/105 Necessary for the splicing of pre-mRNA
LSvi4 U6 small nuclear RNA associated 55/105 Role in mRNA splicing
RPL7 Ribosomal protein L7 53/105 Ribosomal (60S) biogenesis, translation
USP39 Ubiquitin specific peptidase 39 53/105 Likely role in mRNA splicing
EIF2B3 Eukaryotic translation initiation factor 2B 52/105  Regulation of translation inititation
RPS25 Ribosomal protein S25 52/105 Ribosomal (40S) biogenesis, translation
RPL5" Ribosomal protein L5 12/42 Ribosomal (60S) biogenesis, rRNA maturation
NUP93* Nucleoporin 11/42 Required for nuclear pore assembly, protein transport

D RPL7" Ribosomal protein L7 10/42 Ribosomal (60S) biogenesis, translation
CS\NK1E Casein kinase 1 9/42 DNA replication and repair
CHEK1 Checkpoint kinase 1 7142 DNA damage response
RPA2 Replication protein A2 7142 DNA replication and repair
EIF5B* Eukaryotic translation initiation factor 5B 104/147  Translation inititation
RPS15A Ribosomal protein S15a 92/147 Ribosomal (40S) biogenesis, translation

GW&FD RPL5* Ribosomal protein L5 89/147  rRNA maturation, formation of 60S ribosomal subunits

PSMALY Proteasome subunit, a type, 1 88/147 Ubiquitin-dependent peptide cleavage
NUP93* Nucleoporin 83/147 Required for nuclear pore assembly, protein transport

1 . . . Lo
Number of gene lists with nominated gene/total number of gene lists in that category,

2 . L. .
SRP; signal recognition particle,
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*
Genes repeated in top scoring hits in multiple categories, GW; genome-wide, FD; focused.
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