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[ Abstract ] Background and objective The p53 as a transcription factor in cell stress was activated to regulate cell cycle
and programmed cell death to inhibit tumor growth. Usually, pS3 is kept in non-activated state through various mechanisms, includ-
ing the action of p53 C-terminal negative regulatory sequences. The purpose of the study is to prepare the two types pS3 recombinant
adenoviruses that carry full-length pS3 as well as deletion of negative regulatory sequences at pS3 C-terminus and to detect exogenous
GFP expression in human lung cancer cell infected-virus by FCM scatter plot. Methods Using pAdEasy-Track vector system the p353
recombinant plasmids was constructed and the homologous recombinants in E.coli was produced. The three kinds of recombinant
adenovirus in 1293 cells was generated, sequencing proved. Exogenous GFP expression in human lung cancer 801D cells infected-
virus was detected by FCM scatter plot. Results p53 recombinant adenoviruses named Ad-pS3(wtp), Ad-pS3(del) and Ad-(empty
carrier) were produced. Results of sequences indicate that the Ad-pS3(del) was deletion of 111 bases before stop codon TGA and of 3
untranslated region at pS3, the Ad-pS3(wtp) no loss of any pS3 base, the Ad-(empty carrier) no pS3 sequence. FCM scatter plot indi-
cate the percentage of 801D cells expressed GFP with three kinds of viral infection was almost same and was increased with the virus
density. 801D contains ratio of cells with different fluorescence intensity. Conclusion The preparation of recombinant adenovirus,
Ad-p53(del), pA-pS3(wtp) and Ad-(empty carrier). The cells expressed-GFP can be quantitatively detected by FCM scatter plot. It
was provide that the reliability of the virus system and accurate method for selecting viruses density to infecting cells.

[ Key words ] Wild type pS3; Deletion C-terminal p53; 3’Untranslation region; Recombinant deficient adenovi-
ruses; Flow cytometry scatter plot; Expression of green fluorescence protein
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Fig 1 DNA conformation of different clone on agarose gel
electroporator to select homologous recombinants. The number 5
is homologous recombinant of supercoiled form.

1 2 3 4 5 6
& 2 Pac Bt EIERA E A K
Fig 2 Pac1 restrictive endonuclease map of two p53 recombinants.
1: Track; 2: Easy; 3: T-E-p53(wtp); 4: 5.T-E-p53(del); 6: marker
(A-Hindlll).

1 2 3 4 5
3 Xho1l. HindIlIEEIEERRFEZHpP53
Fig 3 Xho1, Hindlll restrictive endonuclease map of two p53
recombinants. 1: T-Ep53(wtp); 2: T-Ep53(del); 3, 4: T-E; 5: Marker(A-
Hindlll).

4 L293MAA R LA EARKE
Fig 4 Generation of pAdEasy-p53(del) in L293 cell line
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B 5 EALH, BAKMARKSENFLER. A Track-p53(wtp) DNA, C: T-E p53(wtp) DNA, F: Ad-p53(wtp) DNA, MUFFZREFTpS3HELRK ;B !
Track-p53(del) DNA, D : T-E p53(del) DNA, G : Ad-p53(del) DNA, MF4&R&IEZB(FRAITIAFHEMLIEZRNFERAEREFIIREET-E
DNA sequence, H : Ad-(empty carrier) DNAJUF 45 R Tp53/F71.

Fig 5 The sequence of the recombinant plasmids, the homologous recombinants and the recombinant adenovirus. A: Track-p53(wtp) DNA, C: T-E
p53(wtp) DNA, F: Ad-p53(wtp) DNA. Without deletion any bases at p53; B: Track-p53(del) DNA, D: T-E p53(del) DNA, G: Ad-p53(del) DNA. Deletion 111
bases before stop codon TGA and 3’ untranslated region after stop codon TGA at p53; E: T-E DNA sequence, H: Ad-(empty carrier) DNA. Without any

p53 sequence.

=1 R AR L2934 B GFPRIE
Tab 1 Detection GFP expression on L293 cells by FCM

Viruses Concentration of viruses
0.7 uL 1.5puL 3L 6 uL
Cells (%) Cells (%) Cells (%) Cells (%)
GFP(-) GFP(+4) GFP(-) GFP(+) GFP(-)  GFP(+4) GFP(-)  GFP(+)

Infectingng cells with Ad-p53(wtp) 14 86 7 93 10 90 7 93
Infection cells with Ad-p53(del) 36 64 13 87 6 94 6 94
Infection cells with Ad-(empty carrier) 18 82 5 95 5 95 6 94
Without infecting 99.7 0.3

T T FRBARYGEE (R2, R3, R4, RS) 4l 4> GFPSR AN .

R (FR3, E9) . RBMIIERE (R2) 4112 (9%,

ANBEPFEEVR BERGIN, FE AR R A, R 3 iR

R AETETREE (R3) MR, £9.528%. 4

JiL E 23 AN B B R B A . R EIRIE (R4 95 JEE DXL p S 3AE Syt S DR -2 200 1 98 ) 22 T b fR
RS ) 45020 520% , 13%, FEATERWEDRGEE A, (A I8 4 0 FE ] A R R 1 AT T ) e
(100f% . 200f% ) JRYL A AHHE . $2/R80IDM FIA AN AR, EH A TIEMA, ELLFHLHAQFEpS3 C-K
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(MARKR) o FAPIREERWTITIMNEIE R 2R M A W72
ML R AT T I B A 23045 T 2R FpAdEasy-Track
AR R G RN #5725 C- AR IiipS3FN 44K pS 3P T 2H iy
#EAd-pS3(del) . Ad-pS3(wtp) Lk Sz 25 # /A Ad-(empty carrier) . %
AR R G T PUH R 7 A A R R i — IR A9 pS3
C-ARui W D RESAL T 260 et AN RO RHCR 2
PTG REmT B . R T EE . AN . R IR RN AR
1851 22 TR 32 AT S 2195 B 28004 200 e A BRI AR

Bl 6 ¥FAd-p53(del)mE M4 MR RIKMNFRIEGFP
Fig 6 GFP expression of cells infected by Ad-p53(del) in vivo

B 7 R BHEEERNREIREAD-p53(del)FmH KL 801DAMGFPRIE, 50x (A) , 100x (B) , 200x (C) : #HFHMHFESIRE.
Fig 7 Detection GFP expression by fluorescent microscopy in 801D cells infected with different density Ad-p53(del). 50x (A), 100x (B), 200x (C):
different virus density to infect cells.

%2 A S EEN A RRERE801DAMEKILGFPE S X %3 AN AEERRIETE T LRERES T
Tab 2 Detection of percentage of 801D cell GFP-expressed by FCM  Tab 3 FCM scatter plot detection of distribution of fluorescent intensity in
scatter plot 801D cells infected with different viruses
Group Express GFP cells (%) Different viruses Cell prcentage of different fluorescence intensity
0 25x  50x  100x 200x R2 R3 R4 R5 Total
Ad-p53(wtp) Ad-p53(wtp)
viruses infecting 801D 25x 10 26 10 2 48
GFP (-) cells (R6) 53 32 1 5 50x 10 34 19 7 70
GFP (+) cells 47 68 89 95 100x 7 35 27 21 90
Ad-p53(del) 200x 4 35 24 32 95
viruses infecting 801D Ad-p53(del)
GFP (-) cells (R6) 63 43 26 10 25x 12 19 6 0.6 38
GFP (+) cells 37 57 74 90 50x 1 30 14 3 58
Ad-(empty carrier) 100x 10 31 24 10 75
viruses infecting 801D 200x 7 27 33 25 92
GFP (-) cell (R6) 54 38 21 7 Ad-(empty carrier)
GFP (+) cell 46 62 79 93 25x 1 25 10 1 47
Without infecting 801D 50x 10 31 17 5 63
GFP (-) cell (R6) 99.9 100x 10 29 25 16 80
GFP (+) cell 0.1 200x 6 22 32 33 93

R2—R5: fluorescent intensity from low to high.
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8 FCM scatter plott&801DAAAGFPERIL, A : Ad-p53(wtp)iE801DAMGFPZIX ; B : Ad-p53(del)
#:801DMAIGFPEIL | C : Ad-(empty carrier)3:801DZHMIGFPZRIL ; D : T #801D,

Fig 8 Detection GFP expression in cells infected-viruses by FCM scatter plot. A: GFP expression in
cells infected-Ad-p53(wtp); B: GFP expression in cells infected-Ad-p53(del); C: GFP expression in cells

infected-Ad-(empty carrier); D: Without GFP expression in control 801D cells.

A
B
C
D
35
30
c 25
L HR2
E 20
.‘E 15 - HR3
e 10 H R4
5 R5
0 A
< X X X X @X XX X UXXX X
in oo o in oo o inoo o
NwB S g N®mS o NGRS Q

B9 MRBRRIESRRSEERMAIN T
Fig 9 FCM scatter plot indicate GFP distribution to cells infected by Ad-
p53(wtp) (A), Ad-p53(del) (B) and Ad-(empty carrier) (C)
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