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1. EARRREAAS-GFPERIIETRBER AL(A)FIPCRE E (B)
Figure 1. The packaging of the recombinant Ad5-GFP. A: The backbone plasmid and plasmid pDC315-GFP were
co-transfected into HEK-293 cells and plaques (indicated by an arrow) could be observed approximately 12 days after
transfection. B: Genomic DNA of the recombinant adenovirus Ad5-GFP was extracted, and the GFP gene was

identified by PCR.

1. BRHRSBAS-GFPHITR S EE MRS TR
Table 1. Genome-to-PFU ratios for Ad5-GFP

Virus Genomes/mL  PFU/mL  Genome/PFU ratio

Ad5-GFP  4.55x10" 7.85x10° 58
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2. PRIREAAS-GFPRE Jurkat AR AR Bl(A) G+ 75 H7 B (B)
Figure 2. The adenoviral infection efficiencies in Jurkat cell. A: Jurkat cells were infected with adenovectors at
different MOlIs for 6 h. GFP expression was analyzed 48 h post-transduction by flow cytometry. B: Results represent
the mean of three independent experiments with errors bars corresponding to standard deviation. **: P<<0.01 vs MOI

400 group.
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3. O HREEHIRME AR EpHrodo dextraniKE T HIRLL & KL (A) B RRE BN ST 57 47(B)
Figure 3. The mean fluorescence intensity value at different pHrodo dextran concentration. A: Jurkat cells were
incubated with Ad5-GFP and various concentrations of pHrodo Red dextran for 15 minutes. Cells were washed and
resuspended in ice-cold PBS, then analyzed immediately by laser scanning confocal microscopy. B: In each
experimental group, 30 cells were randomly selected and ten endosomes were randomly selected from the red
fluorescence regions in each cell. The mean fluorescence intensity (MFI) were determined. The data are presented as
the mean+tstandard deviation of three experiments. *: P<<0.05.

E

10 min
; 3

% P=0.029

5 min

(B) * % P=0.001 P=0.017 %
800 - —

Mean fluorescence intensity

15 min

5 10 15
t/min

[ 4. B RBER IRV RIS T E 8RR &AM FE RSB E EN ST 72 17(B)
Figure 4. The mean fluorescence intensity value with different incubation time. A: Jurkat cells were incubated with
Ad5-GFP and 80 pg/mL pHrodo Red dextran for different durations. Cells were washed and resuspended in ice-cold
PBS, then analyzed immediately by laser scanning confocal microscopy. B: In each experimental group, 30 cells were
randomly selected and ten endosomes were randomly selected from the red fluorescence regions in each cell. The
mean fluorescence intensity (MFI) were determined. The data are presented as the mean+tstandard deviation of three
experiments. *: P<<(0.05, **: P<<0.01.
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5. HRERHIRNE R ERE SRR & RIAA)FHEX TR E B 57t Rt E TR St 24 E (B)
Figure 5. The changes in the ratio of mean fluorescence intensity as a function of time. A: Jurkat cells were cultured
in the absence or presence of 10 nmol/L bafilomycin A1 for 36 h followed by the addition of pHrodo Red dextran.
Cells were cultured with or without Ad5-GFP and incubated at 37 °C for 10 min. The cells were washed with ice-cold
PBS. Nextly, cells were incubated for different durations (0, 20, 50, 110 and 230 min) and red fluorescence was
observed by laser scanning confocal microscopy. B: In each experimental group, 30 cells were randomly selected and
ten endosomes were randomly selected from the red fluorescence regions in each cell. The mean fluorescence
intensity at 0 min was recorded as 100%, and changes in the relative fluorescence intensity at other time points were
examined. The data are presented as the mean+standard deviation of three experiments. *: P<<0.05.
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A novel assay for analysis of adenovirus-mediated endosome lysis of T
lymphocytes

Wenfeng Zhang'* ', Zhuanghua Li*", Jingtang Chen’”, Hongwei Shao', Yecheng Chen',
Shulin Huang'

" School of Biosciences and Biopharmaceutics, Guangdong Province Key Laboratory for Biotechnology Drug Candidates,
Guangdong Pharmaceutical University, Guangzhou 510006, Guangdong Province, China
? Dongguan People’s Hospital, Dongguan 523059, Guangdong Province, China

Abstract: [Objective] To analyze adenovirus-mediated endosome lysis of T cells, we developed a novel approach
based on pHrodo dextran (pH-sensitive fluorescent dye). [Methods] After incubating Jurkat cells (T cell leukemia)
with serotype 5 adenovirus (Ad5) and pHrodo dextran, we determined the optimal incubation time and concentration
of pHrodo dextran. To assess viral lysis of the endosome, we monitored the ratio changes of mean fluorescence
intensity in different time points by laser scanning confocal microscopy. [Results] After incubating Jurkat cells with
Ad5 and 80 pg/mL pHrodo dextran for 10 minutes, we observed the fluorescence intensity was significantly reduced
at 30 minutes compared with that of endosomes at 0 minute. However, we found the mean fluorescence intensity was
only slightly reduced by inhibiting V-ATPase with the bafilomycin A, treatment [Conclusion] The method based on

pH-sensitive dye can be used to analyze the adenovirus-mediated endosome lysis of T cells.
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