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Table 1 Primer sequence

Name Sequence
LgBiT Forward: CAGATCTCGAGCTCAAGCTTATGGTCTTCACACTCGAA
Reverse: GGATCCCGGGCCCGCGGTACCGTGCTGTTGATGGTTACTC
LgBiT-GFP Forward: GTACGCTTAATTAACGGATCCATGGTCTTCACACTCGA
Reverse: GGGGGGCGGAATTCCGGATCCTTACTTGTACAGCTCGT
Flag-HiBiT Forward: GATACTAGAGCTAGAGCTAGCATGGACTACAAAGACGATGACG
ACAAGCTTGTGAGCGGCTGGCG
Reverse: CTCCTCGCCCTTGCTCACAGAATTCGCGCTAATCTTCTTGAACA
GCCGCCAGCCGCTCAC
mCherry Forward: GCTGTTCAAGAAGATTAGCGCGAATTCTGTGAGCAAGGGCGAGG
Reverse: ACTTCCTCTGCCCTCAGCGGCCGCCTTGTACAGCTCGTCCAT
Halo Forward: TGGACGAGCTGTACAAGGCGGCCGCTATGATGAAGAAGAACAAT
Reverse: ACTTCCTCTGCCCTCAGCGGCCGCGGAAATCTCCAGAGTA
AHIBiT Forward: AGACGATGACGACAAGCTTGCGAATTCTGTGAGCAAGGGC

Reverse: GCCCTTGCTCACAGAATTCGCAAGCTTGTCGTCATCGTCTTT
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Fig.1 Schematic diagram of the vector
(D The pQCXIH vector with GFP and LgBiT; @ the pCDH-MCS-T2A-Puro-MSCV vector with mCherry and HiBiT; @ the pCDH-MCS-T2A-Puro-
MSCYV vector with mCherry-Target-Halo and HiBiT; @ the pCDH-MCS-T2A-Puro-MSCV vector with mCherry-Target-Halo.
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Fig.2 Co-location analysis of HiBiT-mCherry—Target—Halo and LgBiT-GFP
(a) Co-localization of HiBiT-mCherry-Target-Halo and LgBiT-GFP. (b) Without HiBiT tag, mCherry-Target-Halo no longer recruits LgBiT-GFP.
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Fig. 3 Luciferase activity detected by reporter gene analysis system

(a) The plasmid was transfected into HEK293T cells for 24 h, and Endurazine™

substrate was added to detect chemiluminescence. (b) The

chemiluminescence of LgBiT-GFP and HiBiT-mCherry-Target-Halo co-transfected cells was detected at different time points.
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Fig.4 Construction and expression verification of GFP-
LgBiT stable transfer cell lines
(a) The green fluorescence of stable GFP-LgBiT in HEK293T was
observed under the fluorescence microscope. (b) Western blot analysis
was performed to verify the expression of GFP-LgBiT in HEK293T
(GFP-LgBIT) stable cell lines.
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Fig. 5 Expression verification of Target proteins in GFP-LgBiT+HiBiT-mCherry, GFP-LgBiT+ HibiT-Mcherry-

Target—Halo stable cell lines

(a) Chemiluminescence detection; (b) Western blot analysis was performed to verify the expression of Target proteins in HEK293T (GFP-LgBiT+
HiBiT-mCherry) and HEK293T (GFP-LgBiT+ HiBiT-mCherry-Target-Halo) stable cell lines.
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Fig. 6 Western blot analysis of HaloPROTAC3 induced degradation of HiBiT-mCherry-Target—Halo
(a) HaloPROTAC3 specifically induces the degradation of HiBiT-mCherry-Target-Halo protein in a concentration-dependent manner;

(b) HaloPROTACS specifically induces the degradation of HiBiT-mCherry-Target-Halo protein in a time-dependent manner.
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Fig.7 Chemiluminescence detection of HaloPROTA C3-induced degradation of HiBiT-mCherry—Target—Halo
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Fig. 8 HaloPROTAC3-induced degradation of HiBiT-mCherry—Target—Halo was detected by flow cytometry
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PROTAC Screening Method and Evaluation Based on Nanoluc and
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Abstract Objective To screen efficient PROTAC from a bound of compounds designed to degrade a specific
target, we established a stable and high-throughput screening system. Methods The two subunits of Nanoluc,
HiBiT and LgBiT, was fused with mCherry-target-Halo and GFP, respectively. Colocalization of mCherry and
GFP indicates the well-assembly of Nanoluc, and the activity of Nanoluc reflects the amount of target protein
directly. Stable cell lines overexpressing HiBiT-mCherry-Target-Halo and GFP-LgBiT were constructed using
lentivirus packaging systems. HaloPROTAC3, which recuits Halo tagged protein to Cul2-Rbx1-EloBC-VHL
Ubiquitin Ligase Complex, was used to induce the degradation of Halo tag fused target protein. Western blot,
Nanoluc activity analysis, and flow cytometry were used to evaluate the degradation efficiency of HaloPROTACS3.
Results HaloPROTAC3 induce the degradation of HiBiT-mCherry-Target-Halo effectively in a time and
concentrition dependent manner. Conclusion A novel strategy combined with Nanoluc and fluorescence
analysis for PROTAC screening was developed. With HaloPROTACS3 as a positive control, the strategy provides
a guarantee for the optimal development and application of PROTAC.
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