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Determination of the optimal Dox concentration. 

 

Figure S1. Determination of the optimal Dox concentration. (a) Fluorescence microscopy images showing the change in 
EGFP expression at 48 h in cells untreated or treated with Dox under different concentrations. (b) Average fluorescence 
intensity of EGFP in cells untreated or treated with Dox under different concentrations. Average fluorescence intensity 
is measured using a flow cytometry and indicated by bar graphs (n = 3 replicates per group). Data represent the mean 
± SEM. ns represents no significance, * P < 0.05 and *** P < 0.001 represents statistical significance. 
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Time-lapse movie of dynamic exchange of cytoplasmic EGFP protein, related to Figure 2 c. 

Video S1. Time-lapse movie of dynamic exchange of cytoplasmic EGFP protein, related to Figure 2 c. 293T-EGFP/Tet-
On-3G-αEGFP TRIMbody cells were treated without Dox for 72 h. Time shows h:min:sec.ms from vehicle or Dox 
addition. Images obtained with the DeltaVision Elite high-resolution cell imaging systems over a period of ~7 h at 1 
frame per 5 or 8 minutes. After imaging is completed, images were processed with softWoRx® Explorer 1.3 software, 
Adobe Illustrator software and ImageJ software. The cells in the border shows the process of cytoplasmic EGFP protein 
aggregate into EGFP fluorescent puncta after meiosis. Scale bar, 10 μm. 
 
 

Supplementary Video S2 

Time-lapse movie of dynamic exchange of EGFP protein aggregates between the fluorescent puncta and cytoplasmic 
pool, related to Figure 3 a. 

Video S2. Time-lapse movie of dynamic exchange of EGFP protein aggregates between the fluorescent puncta and 
cytoplasmic pool, related to Figure 3 a. 293T-EGFP/Tet-On-3G-αEGFP TRIMbody cells were treated with Dox for 24 h. 
Time shows h:min:sec.ms from vehicle or Dox addition. Images obtained with the DeltaVision Elite high-resolution cell 
imaging systems over a period of 7 h at 1 frame per 10 minutes. After imaging is completed, images were processed 
with softWoRx® Explorer 1.3 software, Adobe Illustrator software and ImageJ software. The cells in the border shows 
a decrease in fluorescence intensity of cytoplasmic EGFP protein after meiosis during Dox induction. Scale bar, 10 μm. 
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The relative mRNA levels of genes related to ubiquitin and autophagy in cells that were untreated or treated with 
Dox. 

 

Figure S2. The relative mRNA levels of genes related to ubiquitin and autophagy in cells that were untreated or treated 
with Dox. Gene expression was normalized to β-actin in each group. * P < 0.05, ** P < 0.01 and *** P < 0.001 represents 
statistical significance. 

Supplementary Table S1 

Primers used in this study. 

Table S1. Primers used in this study. 

Sr.no Gene ID Primer PrimerBank ID Sequence Length Amplicon Size 

1 7314 ubiquitin B 22538474c1 
F: 5’-GGTCCTGCGTCTGAGAGGT-3’ 19 

106 
R: 5’-GGCCTTCACATTTTCGATGGT-3’ 21 

2 84557 MAP1LC3A 377652329c1 
F: 5’-AACATGAGCGAGTTGGTCAAG-3’ 21 

127 
R: 5’-GCTCGTAGATGTCCGCGAT-3’ 19 

3 81631 MAP1LC3B 12383056a1 
F: 5’-GATGTCCGACTTATTCGAGAGC-3’ 22 

167 
R: 5’-TTGAGCTGTAAGCGCCTTCTA-3’ 21 

4 8408 ULK1 225637564c1 
F: 5’-GGCAAGTTCGAGTTCTCCCG-3’ 20 

97 
R: 5’-CGACCTCCAAATCGTGCTTCT-3’ 21 

5 8878 SQSTM1/p62 214830450c1 
F: 5’-GCACCCCAATGTGATCTGC-3’ 19 

92 
R: 5’-CGCTACACAAGTCGTAGTCTGG-3’ 22 

6 9474 ATG5 92859692c1 
F: 5’-AAAGATGTGCTTCGAGATGTGT-3’ 22 

144 
R: 5’-CACTTTGTCAGTTACCAACGTCA-3’ 23 

7 8678 Beclin 1/ATG6 187608304c3 
F: 5’-ACCTCAGCCGAAGACTGAAG-3’ 20 

165 
R: 5’-AACAGCGTTTGTAGTTCTGACA-3’ 22 

8 10533 ATG7 222144228c2 
F: 5’-CTGCCAGCTCGCTTAACATTG-3’ 21 

216 
R: 5’-CTTGTTGAGGAGTACAGGGTTTT-3’ 23 

9 9140 ATG12 290560745c2 
F: 5’-TAGAGCGAACACGAACCATCC-3’ 21 

153 
R: 5’-CACTGCCAAAACACTCATAGAGA-3’ 23 

 
 

Supplementary Figure S3 



Biomolecules 2021, 11, 1512 5 of 5 
 

Degradation of EGFP by αEGFP TRIMbody in 293T-EGFP-Low/Tet-On-3G-αEGFP TRIMbody cells. 

 

Figure S3. Degradation of EGFP by αEGFP TRIMbody in 293T-EGFP-Low/Tet-On-3G-αEGFP TRIMbody cells. (a) 
αEGFP TRIMbody caused EGFP degradation. Laser scanning confocal fluorescence microscopy images showed the 
change in EGFP expression over time with and without doxycycline. Scale bars, 25 μm. (b) EGFP fluorescent puncta 
was examined from fluorescent images using Image J software. (c) Mean fluorescence intensity of EGFP in cells 
untreated or treated with Dox. Mean fluorescence intensity was measured using a flow cytometry and indicated by bar 
graphs (n = 3 replicates per group). Data represent the mean ± SEM. (d) Relative EGFP puncta area of autophagosomes 
or autolysosomes were measured using Image J software. Statistical analysis of the puncta area of autophagosomes and 
autolysosomes per cell were samples from a pool of at least 3 images. Data represent the mean ± SEM. 
 
 


