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ABSTRACT 
 
Proteolysis Targeting Chimeras (PROTACs), a class of heterobifunctional molecules that recruit target proteins 

to E3 ligases, have gained traction for targeted protein degradation. However, pomalidomide, a widely used E3 

ligase recruiter in PROTACs, can independently degrade other targets, such as zinc-finger (ZF) proteins, that 

hold key functions in normal development and disease progression. This off-target degradation of pomalidomide-

based PROTACs raises concerns about their therapeutic applicability and long-term side effects. Therefore, 

there is a crucial need to develop rules for PROTAC design that minimize off-target degradation. In this study, 

we developed a high-throughput platform that interrogates the off-target degradation of ZF domains and discov-

ered, using this platform, that PROTACs with the current design paradigm induce significant degradation of 

several ZF proteins. To identify new rules for PROTAC design, we generated a rationalized library of pomalido-

mide analogs with distinct exit vector modifications on the C4 and C5 positions of the phthalimide ring and profiled 

their propensities for ZF protein degradation. We found that modifications on the C5 position with nucleophilic 

aromatic substitution (SNAr) reduce off-target ZF degradation. We applied our newfound design principles on a 

previously developed ALK oncoprotein-targeting PROTAC and generated PROTACs with enhanced potency 

and minimal off-target degradation. We envision the reported off-target profiling platform and pomalidomide an-

alogs will find utility in design of specific PROTACs.  
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INTRODUCTION 

Immunomodulatory imide drugs (IMiD)-based molecular glues (e.g., pomalidomide) induce proximity between 

cereblon (CRBN), the substrate receptor for an E3 ubiquitin ligase, and proteins with Zn-finger (ZF) motifs to 

trigger ubiquitination and degradation of the latter.1-6 Pomalidomide is often appended to target protein binders 

to generate CRBN-based Proteolysis Targeting Chimeras (PROTACs) that induce proximity-mediated target 

protein degradation.7-9 However, these pomalidomide-based PROTACs can also recruit other proteins with or 

without ZF motifs that serve key biological functions in normal development and disease progression.10-14 For 

example, tissue-specific deletion of pomalidomide-degradable ZF protein, ZFP91, in regulatory T cells (Tregs) 

leads to Treg dysfunction and increases the severity of inflammation-driven colorectal cancer.15 Furthermore, 

there are numerous other proteins with important roles in cellular function, such as transcription factors, that also 

harbor ZF domains.16-17 The off-target degradation of these key ZF-containing proteins may have long-term im-

plications such as the development of new cancers, dysregulation of lymphocyte development, and teratogenic 

effects.18-22 The ability of pomalidomide to degrade other proteins in a PROTAC-independent manner raises 

concerns about the precariousness of off-target ubiquitination and degradation of these compounds, several of 

which are already in clinical trials.23-24 Thus, there is an urgent need for robust, sensitive, and high-throughput 

methods that can determine off-target degradation in such PROTACs.25  

 

Currently, off-target degradation can be assessed by mass–spectrometry-based methods26-29 that detect protein 

levels, but these techniques lack sensitivity for low abundant proteins.30 In addition to expense, the implementa-

tion of mass spectrometry is technically challenging when analyses include profiling the off-target degradation 

affected by specific PROTACs across multiple tissue types for tissue-specific expression of lineage-specific pro-

teins.31 These analyses are further complicated by the need to perform these assessments across different levels 

of PROTAC dosing.   

 

Herein, we report the development of a sensitive, robust, and high-throughput imaging platform that profiles the 

off-target degradation propensities of ZF domains by measuring the decrease in fluorescence of a panel of GFP-

tagged various ZF domains upon compound treatment. 32 With this platform, we profiled off-target activities of 
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literature-reported PROTACs with different exit vectors. Surprisingly, nearly all the profiled PROTACs exhibited 

significant off-target degradation of ZF domains. To reduce this, we rationally designed and generated eighty 

pomalidomide analogs and profiled them for off-target activity. We discovered that substitution at specific posi-

tions (C5) on pomalidomide significantly reduced degradation propensities. With these findings, we generated 

new PROTACs that target anaplastic lymphoma kinase (ALK) with reduced off-target ZF degradation and en-

hanced on-target potencies. Overall, we developed an off-target profiling platform and used that platform to 

identify pomalidomide analogs with lower off-target propensity and then deployed such analog to generate a 

specific PROTAC for ALK.    

 

RESULTS AND DISCUSSION 

Development and validation of an off-target profiling platform for PROTACs. To profile the ZF degradation 

propensity of pomalidomide and its analogs, we first developed an automated imaging assay (Figure 1A). For 

this platform, we selected 23–amino-acid ZF degrons of 11 ZF proteins that are reportedly degraded by poma-

lidomide and 3 ZFs that are not (Supplementary Table S1).32 We inserted these ZF degrons into a lentiviral 

degradation reporter vector (cilantro 2) 32 to compare the fluorescence of ZF-tagged enhanced green fluorescent 

protein (eGFP) to untagged mCherry (Figure 1A). With this assay, wherein compounds are tested against the 

14 stable U2OS cell lines containing our tagged ZF-proteins, we reliably detected dose-dependent degradation 

of ZF degron-tagged eGFP by pomalidomide with a robust readout (Z' =0.8) (Figure S1). As expected, pomalid-

omide degraded all 12 ZF degrons that are sensitive to it in a dose-dependent manner that ranged from 4.3 nM 

to 6 μM (Figure 1A). Unlike mass spectrometry, this reporter-based method is not limited by cell–type-specific 

expression levels of analyte proteins nor by the accessibility to ZFs in the context of full-length proteins that are 

engaged in protein complexes. Thus, this method may have enhanced sensitivity over mass spectrometry-based 

methods for the detection of pomalidomide-sensitive ZF protein degradation.  

With this assay in hand, we profiled the off-target activity of 9 reported PROTACs with varying exit vectors from 

pomalidomide end and linker lengths (Figure 1B, Figure S2). We observed significant degradation of many ZF-

domains with almost all the 9 PROTACs (Figure 1B). Notably, PROTACs with common exit vectors, such as 

arylamine, -ether, -carbon, and -amide, generally had greater ZF degradation capabilities in similar fashion to  
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Figure 1. Development of a high-throughput assay for the evaluation of off-target ZF degradation of 

pomalidomide-based PROTACs. (A) Schema of the automated imaging screen for the degradation of ZF 
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degrons by pomalidomide analogs and pomalidomide-based PROTACs. Briefly, U2OS cells stably expressing 
14 ZF degrons fused to eGFP were treated with PROTACs followed by imaging to assess ZF degradation. (B) 

Degradation of validated and pomalidomide-sensitive ZF degrons inside cells by reported PROTACs in a dos-
ing range of 4.3 nM to 6 μM. (C-D) Immunoblots demonstrating off-target degradation of endogenous ZF 
proteins ZFP91 and IKZF3 by (C) MS4078 (ALK PROTAC) and (D) dTAG-13 (FKBP12F36V PROTAC) in a 
dose-dependent manner in Jurkat cells. 

 

pomalidomide (Figure 1B and 3). Our assay also confirmed the off-target degradation of endogenous ZF proteins 

such as ZFP91 and IKZF3 by reported PROTACs MS4078 (ALK PROTAC, Figure 1C)33 and dTAG-13 

(FKBP12F36V PROTAC, Figure 1E)34, as shown in immunoblots (Figure 1D, 1F, and S3). These data suggest that 

PROTACs with linkers on 4th position of the aryl ring induce significant degradation of off-target ZF proteins. 

Next, we queried the influence of exit vectors on pomalidomide-based PROTACs and the degradation of ZFs. 

Towards this goal, we analyzed changes in endogenous ZF proteins from 124 proteomics datasets that were 

generated for cells treated with pomalidomide-based PROTACs.31 In Figure S4, we show the relative abundance 

of proteins that contained the ZF motif as previously described32 and were detectable in at least 1 proteomics 

dataset (i.e., 284 ZF proteins). We computed a ZF degradation score for every PROTAC dataset by taking the 

sum of ZF protein abundance. Analyzing the degradation score distribution confirmed that PROTACs had sig-

nificant ZF protein degradation activity for amino acetamide and arylamine, -ether, and -carbon exit vectors 

(Figure S4). Both the analysis of these proteomic datasets of endogenous proteins and our image-based profiling 

assay suggests that the flexible exit vectors on position 4 of the aryl ring induce more overall ZF degradation 

(Figure 1B and S4). The agreement between our automated imaging assay and proteomics suggests that we 

can apply our methodology in a high-throughput manner to identify new pomalidomide-based PROTACs and 

pomalidomide analogs that confer minimal ZF degradation. Furthermore, we can determine a new set of rules 

for PROTAC development to minimize off-target degradation of endogenous ZF proteins. 

Generation of a library of rationally designed pomalidomide analogs. We next endeavored to create a li-

brary of rationally designed pomalidomide analogs that can be applied towards the systematic design of poma-

lidomide-based PROTACs with minimal off-target ZF degradation. We gained structural insight from the crystal 

structure of the DDB1-CRBN-pomalidomide complex bound to transcription factor IKZF1 (PDB: 6H0F). 32 In the 

crystal structure, the glutarimide ring of pomalidomide is deeply buried inside CRBN while the phthalimide ring 
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is accessible for modification. Q146 of IKZF1 forms a water-mediated hydrogen-bonding interaction with the C4 

amino group of the compound, while the C5 position is proximal to the ZF domain (Figure 2A).32 Mutation of 

Q146, or equivalent residues, has been reported to abrogate IKZF degradation.32 We hypothesized that appro-

priate substitutions at the C4 and/or C5 positions could disrupt the ternary complex of the ZF domains with CRBN 

while maintaining its interaction with CRBN through glutarimide ring. To investigate this, we first synthesized a 

thalidomide analog, 5-aminothalidomide (38, Figure 2B). The treatment of MM1.S cells with this C5-amino analog 

revealed a decrease in overall degradation potency as compared to pomalidomide (1, Figure 2B), suggesting 

that modifications on the C5 position will <bump-off=, or eliminate, the endogenous ZFs while preserving the 

CRBN interaction. Therefore, we generated 80 imide analogs (Figure S5) with varying exit vector modifications 

on the C4 and C5 positions of the phthalimide ring. The modified IMiD analogs should not affect the recruitment 

of CRBN for inducing protein degradation since the imide ring does not interact with the ubiquitin ligase (Figure 

2A and S6A-C).  

To rapidly and systematically construct the library of pomalidomide analogs, we leveraged reactions like nucle-

ophilic aromatic substitution (SNAr), amidation, Suzuki, and Sonogashira cross-couplings with commercially 

available imide compounds for the facile and scalable incorporation of C4 and C5 substitutions on the phthalimide 

ring (Figure S5). We synthesized the pomalidomide analogs in pairs at C4 and C5 positions and generated a 

library of 80 compounds that we categorized into three main synthetic groups: C─N (SNAr), N─C (acylation), and 

C─C (Suzuki/Sonogashira cross-coupling) (Figure S5). We carried out amidation with a diverse class of acids 

varying from aliphatics to heterocyclic cores and varied the sizes of the carboxylic acid to range from acetic acid 

to the largest cubane carboxylic acid. We also employed a number of aliphatic amines with variable sizes for 

high yielding SNAr reactions with 4- and 5-F thalidomides. For the SNAr library, we incorporated a number of 

aliphatic amines like N-Boc piperazine and N-Boc diazaspiro[3.3]heptane, which can subsequently be used for 

PROTAC synthesis after validation. In addition to these SNAr libraries, we synthesized several pomalidomide 

analogs with a fluoro substitution at the 6-position of thalidomide as well as a number of compounds with heter-

ocyclic boronic acids and phenylacetylene coupled with the 4- and 5- bromo thalidomides. The physicochemical 

properties of the overall library encompass a reasonable distribution of drug-like properties, such as partition 
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coefficient, or cLogP (-2 to 4), molecular weights (250–550 g/mol), and topological polar surface area (tPSA, 80 

to 140 Å2) (Figure S6D). 

Systematic evaluation of ZF protein degradation propensity of pomalidomide analogs. Using our devel-

oped off-target profiling platform, we tested the library of pomalidomide analogues to derive rules for the impact 

of exit vector modifications on pomalidomide and ZF protein degradation. First, we observed that analogs with 

C5 modifications on the phthalimide ring had reduced ZF degradation relative to identical modifications on the 

C4 position, particularly for SNAr (C−N) analogs (Figure 2B, S7A). The trend was less significant for modifications 

made with amidation (N−C) and Suzuki/Sonogashira cross-couplings (C−C), partly due to having smaller sets of 

analogs compared with the SNAr group (Figure S7B-C). Our structure modeling and docking data also suggest 

that C5 modifications are more likely to create a steric clash between the SNAr exit vectors and the ZF domain 

than C4 position modifications (Figure S6A-C). Second, analogs lacking hydrogen-bond (H-bond) donors imme-

diately attached to the phthalimide ring had significantly reduced ZF degradation compared to those with H-bond 

donors, regardless of the position of the modification relative to the ring (Figure 2E), agreeing with our ZF deg-

radation profiling for reported PROTACs (Figure 1B). The immunoblotting results also agree with the high-

throughput imaging data that confirm the C5-C4 position-dependent effect on the degradation of endogenous 

ZF proteins, ZFP91 and IKZF3 (Figure 2F). Taken together, these data reveal that pomalidomide-based 

PROTACs with an arylamine exit vector, where NH- is a H-bond donor, induced greater ZF degradation and 

suggest that PROTACs without H-bond donors would make the PROTACs with minimal off-target activity. This 

finding is consistent with published data demonstrating that the ability of pomalidomide to form H-bonds is es-

sential for the ternary complex between ZF and CRBN for subsequent ZF degradation.32 We aimed to further 

minimize off-target ZF degradation in SNAr analogs with C5 position modifications through addition of a fluoro 

group at the C6 position (Figure S5). The fluoro group reduced ZF degradation for most SNAr exit vectors, such 

as N-acetylpiperazine and morpholine, but not for diazaspiro[3.3]heptane (Figure S57A and S7D).  
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Figure 2. Design, generation, and evaluation of the library of pomalidomide analogs based on altera-

tions of the C4 and C5 positions of the phthalimide ring. (A) Crystal structure showing the glutarimide ring 
deeply buried in the CRBN exposing the 4-amino group of pomalidomide, which makes a crucial water-medi-
ated hydrogen bond between CRBN (E377) and IKZF1 (Q147). Modification on C5 position would potentially 
bump-off the ZF degrons (PDB: 6H0F). (B) Immunoblots for endogenous ZF proteins ZFP91 and IKZF3 in 
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MM1.S cells treated with pairs of imide-based analogs with C4 (pomalidomide) and C5 amino modifications 
on the phthalimide ring. (C) Degradation of pomalidomide-sensitive ZF degrons inside cells by the SNAr group 
of pomalidomide analogs arranged in pairs of C4 and C5 modifications on the phthalimide ring. Data for cells 
treated with 6 μM of each compound are shown. (D) Plot showing pair-wise comparison of GFP degradation 
levels induced by pairs of SNAr pomalidomide analogs with C4 and C5 modifications at the same dose, ranging 
from 4.3 nM to 20 μM. (E) Degradation of pomalidomide-sensitive ZF degrons inside cells by pairs of poma-
lidomide analogs with and without H-bond donor(s) immediately adjacent to the phthalimide ring. Plot showing 
pair-wise comparison of GFP degradation levels induced by the compound pairs at the same dose, ranging 
from 4.3 nM to 20 μM. (F) Immunoblots for endogenous ZF proteins ZFP91 and IKZF3 in Jurkat cells treated 
with pomalidomide analogs (23-24) with and without a H-bond donor (NH) immediately attached to the 
phthalimide ring. 

 

We aimed to identify exit vector modifications that confer the least off-target ZF degradation for PROTAC devel-

opment. Towards this goal, we derived a degradation score for each pomalidomide analog, including pomalido-

mide-based PROTACs, by taking the sum of eGFP degradation values for the ZF degrons at multiple doses for 

each analog (Figure 3). Compounds with degradation scores close to zero induced the least ZF degradation, 

whereas compounds with the most negative scores induced the most ZF degradation (Figure 3). Analogs with 

piperazine and alkyne exit vectors predominated the group of compounds with degradation scores of 0 (Figure 

3). Other exit vectors with minimal degradation scores include phenyl, diazaspiro[5.5]undecane, azetidine, pyr-

rolidine, 3,3-difluoropyrrolidine, morpholine, diazaspiro[3.3]heptane, and N-methylcyclohexylamine, as well as 

fluoro analogs of morpholine, N-protected piperazine, and N-protected diazaspiro[3.3]heptane (Figure 3B). From 

this study, we established two main rules for designing pomalidomide-based PROTACs to minimize off-target 

effects. First, exit vectors should predominantly have modifications on the C5 position. Second, none of the H-

bond donors should be immediately adjacent to the phthalimide ring. Taken together, we have applied this sys-

tematic analysis of pomalidomide analogs and identified a collection of exit vectors to guide the development of 

pomalidomide-based PROTACS with minimal off-target ZF degradation. 
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Figure 3. Degradation score as metric to nominate the IMiDs with reduced off-tar-

gets. A) Scatter dot plot showing ZF degradation scores [i.e. -Log(degradation sum + 1)] 
for individual pomalidomide analogs and pomalidomide-based PROTACs investigated in 
this study. Circles with red indicates the IMiD analogs with close to zero off-target ZF deg-
radation and Circles filled with green are the parent class of IMiDs and Circles filled with 
purple indicate the reported PROTACs used in the study. See materials and methods sec-
tion in supplementary information for details on computing the ZF degradation score. B) 

Structures of IMiD analogs with the least degradation (close to 0) are shown.    
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Development of PROTACs with reduced off-target degradation propensities. As a proof-of-concept of our 

findings, we reengineered the potent reported ALK PROTAC (MS4078),33 which had a high level of off-target ZF 

degradation (Figure 1B-C), by altering the exit vectors on pomalidomide to reduce off-target ZF degradation 

while maintaining potency. We selected pomalidomide analogs with alkyne and piperazine exit vectors on the 

C5 positions, which had degradation scores close to zero (Figure 3) and included the C5 piperazine and 2,6-

diazaspiro[3.3]heptane with a C6 fluoro modification due to its near-zero ZF degradation score (Figures 2C and 

3). We rationally designed and synthesized 12 new ALK PROTACs with different exit vectors, such as an alkyne 

(C4: dALK-1 and C5: dALK-2), piperazine with varying alkyl (dALK-3 to dALK-6) and acyl linkers (dALK-7 to 10), 

and diazaspiro[3.3]heptane (dALK-11 and dALK-12) by Sonogashira cross-coupling, reductive amination and 

amidation chemistry, respectively. To investigate the effect of the fluoro group on the on- and off-target propen-

sities, we also synthesized the corresponding fluoro pairs for non-alkyne dALK PROTACs (dALK-4, 6, 8, 10, and 

12) (Figure 4A).  

We then performed the high-throughput imaging analysis of new ALK PROTACs to investigate the off-target 

profiles of these compounds. The reengineered ALK PROTAC with C5 alkyne exit vector (dALK-2) dramatically 

reduced the off-target effects of the original PROTAC MS4078, reducing the affinity for proteins such as ZNF517, 

ZNF654, ZNF276, ZNF653, and PATZ1 (Figure 4B). New ALK PROTACs with piperazine exit vectors with and 

without the fluoro group exhibited minimized off-target effects (Figure 4B).  

We then performed cytotoxicity studies to investigate any enhancement in the on-target activity. One of the non-

imide-based building blocks of parent ALK PROTAC MS4078 is ceritinib, a potent ALK inhibitor with an EC50 of 

69.3 nM. However, its conversion to a degrader (MS4078) lowered its potency by 2.8-fold with high EC50 values 

(195.3 nM) (Figure 4C, and S8). Though introducing alkyne exit vectors reduced the off-target effects, its EC50 

values increased, suggesting a reduction in the on-target potential likely due to the ineffective linker length to 

induce the proximity. We later performed the systematic linker length optimization for the piperazine and dia-

zaspiro[3.3]heptane exit vectors and identified 7 potent ALK PROTACs with EC50 values lower than that of 

MS4078. Strikingly, our ALK PROTACs with C5 piperazine exit vectors containing propyl/butyl amide linkers 

(dALK-7, 9, respectively) and a C5 diazaspiro[3.3]heptane linker containing propylamide (dALK-11) were found 

to be the most potent and the best PROTACs. Among these 7 ALK PROTACs, we identified two best-in-class  
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Figure 4. Reengineering of ALK PROTACs based on the new design principles. (A) Structures of ration-
ally redesigned ALK PROTACs to minimize off-target ZF degradation and enhance the on-target potency. (B) 

Degradation of validated and pomalidomide-sensitive ZF degrons inside cells by redesigned ALK PROTACs 
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in a dosing range of 4.3 nM to 6 μM. (C) Determination of EC50 values (nM) of SU-DH-L1 cells upon treatment 
with redesigned ALK PROTACs. (D) Immunoblots showing the degradation of ALK protein in SU-DH-L1 cells 
by the ALK PROTACs.   

 

PROTACs with 1.8–2-fold higher potency than MS4078 and EC50 values of 32.8 nM (dALK-11) and 38.4 nM 

(dALK-12), which renders them more effective in reducing the SU-DHL-1 cell viability (Figure 4C, and S8) by 

selectively degrading ALK protein. Furthermore, the immunoblot analysis of lysates from SU-DHL-1 cells re-

vealed dALK-11 and dALK-12 as the potent degrader of ALK protein even at 10 nM concentration (Figure 4D) 

corroborating with the cytotoxicity studies. 

CONCLUSIONS 

We have developed and validated a new and image-based high-throughput off-target profiling platform for the 

systematic evaluation of PROTACs that induce off-target degradation of ZF proteins, which play crucial roles in 

biology and disease progression. We leveraged this platform to identify the rules for designing pomalidomide-

based PROTACs that minimize off-target degradation of ZF proteins by designing and testing a library of poma-

lidomide analogs. Here, the greatest reduction in off-target ZF degradation was achieved through modification 

of the exit vectors on the C5 position of the phthalimide ring via nucleophilic aromatic substitution (SNAr). Guided 

by these new designed principles, we provided a proof-of-concept by reengineering a reported ALK PROTAC, 

MS4078 for enhanced potency and reduced off-target degradation.  

The new rules for pomalidomide-based PROTACs generated in this study can be readily applied to address the 

crucial need for PROTACs that do not indiscriminately degrade key ZF proteins. One drawback to our herein-

developed high-throughput degradation assay is its limitation to the detection of the ZF degrons most sensitive 

to pomalidomide, but not the entire proteome. Furthermore, this assay ignores neosubstrates that can be de-

graded by these IMiD analogs. Regardless, the findings from this study offer opportunities to develop new and 

safer PROTACs as well as to improve on existent PROTACs with enhanced on-target potency. Our collection of 

synthetic pomalidomide derivatives with varied exit vectors that affect minimal off-target ZF degradation can be 

widely adopted for the generation of safer and clinically relevant PROTACs. Notably, recently reported 
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PROTACs in advanced clinical trials at Arvinas, Inc. have the similar exit vector with piperazine, which agreed 

with our findings of minimal ZF degradation. Conclusively, the case study herein provides further confidence and 

validation for the potential to apply exit vectors discovered in this work for the benefit of clinical applications and 

to the PROTAC community at large.  
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