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[ Abstract]  Objective To explore the effects of Tetl protein on cell proliferation, the cell cycle and apoptosis, an
inducible Tet1CD overexpression cell line was established. Methods A recombinant pTRE-Tight_Tet1CD_IRES_RFP _
RPBSA_ M2riTA _Puro plasmid was constructed, then the recombinant plasmid and the “Sleeping Beauty” plasmid
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expressing a transposase were cotransfected into HEK293T cells using lipofectamine. The inducible stable 293T ( Tet1CD)

cell line was selected using puromycin. Tetl protein expression was detected via western blot, and the ShmC content in the

genome was detected using DNA Dot Blot. The effect of Tet1CD protein on the cell cycle and apoptosis was detected using

flow cytometry, and the effect of TetlCD protein on cell proliferation was detected by cell counting. Results  The
HEK293T (TetlCD) cell line with inducible Tet]1CD expression was successfully established. Western blot and DNA Dot

Blot assays showed increased amounts of TetlCD proteins and increased ShmC content in inducible cells. Flow cytometry

result demonstrated that Tet]1CD expression promoted apoptosis ( P<0. 05) and increased the proportion of cells in G2 phase

(P<0.05). Cell counts showed that Tet]CD overexpression inhibited cell proliferation ( P<0.0001). Conclusions Tetl

protein may inhibit cell proliferation by promoting apoptosis and delaying the cell cycle.
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Figure 1 Construction of recombinant plasmid and verification by enzyme digestion
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Figure 2 Detection of Tet1CD protein expression via Western blot

E P e Anti-ShmCH4 (%
A Methylene blue staining Anti-5hmC staining B
+Dox +Dox
4 .
DNA (ng) g0 ™ EIH??ZE'F,E Non-induced group
400 . . . ‘ mm %54 Induced group
> 60_ *kk
(=T *kk
200 . . ‘ E g 404 *kk .
9]
g g &
© © @ i
100 = €
0_
50 & ) ('T) . 400 200 100 50

DNA( ng)

T A ZEMIARS REE RIS 205 HURRE DNA. S FH WD 6 s A MDA HEZH RS 2 65 LURRE DNA 19 ShiC {5755 B 53R AL LA, ™ P<0.001,
3 DNA Dot blot #5411 ShmC 7
Note. The left, Methylene blue staining of fold-diluted DNA in control and induction groups. The right, ShmC signal of fold-diluted DNA in control and
induction groups. B, Compared with the non-induced group, *** P<0. 001.
Figure 3 Detection of ShmC content in the genome via DNA Dot blot



o HE A R 2 AR AR 2020 4F 6 H 4 30 #4556 9 Chin J Comp Med, June 2020, Vol. 30, No. 6

73

2.4 TetlCD ¥ =ik Xt 4 A & 54 | 2 i J&] HA 70 28 Al
AT R B NE
2.4.1 Tetl 5 XF4H I 5 A5 0

W 4 s, BT B4 ( HEK293T +Dox ) 558
FG B 20 (HEK293T ) [1] 41 i 34 51 UG @ & 2% 5 (P =
0.83), {H, 5 BATE X FE2H ( HEK293T +Dox ) [, Tetl
HE 2k 3% 38 6 4 3G B AT B I AE (P <
0.0001) , VLA Tetl & X 47 BAMHIE
2.4.2  Tetl FE A XF 40t J& 1 A4 52 i

WK 5A fiin, 524 HEK (293T) +Dox A
G2 A 5t oA 25.47%, 25 H X BR 41 HEK293T K
20. 43% , X BEZH HEK293T+Dox 4 20. 69% ., 5
25 P X AL RN B %o R 4 A EE, SR 4 Y G2 14y
ST 24. 67%F1 23. 11% ([ v 57 SR 526 4%
). WE SB s, WEREL 3 KNSRI
S X HEAAH b, 52 56 21 14 40 i) 0 LI AE G2
HH(P<0.05) 1 G1 .S RN BEER,
2.4.3  Tetl & XA T A5

WK 6A 22 PN, S5 41 4 B A 284 o] e
FET A AR I T 1 R FITC B, 7TAAD B4k
(FITC-,7AAD-) BYE I, UiPA 4R H RFP )R EA
SN A TR R, A 6A TR, & R IR
2 6A A7 1) | BT T HE 2 R S 50 A ) L R
(FITC+,7AAD-) A W 22 5, Fo 91 43 510 1. 39% |
0. 85%F 2. 83% ,(H 2 I T- T A8 fk . 5]
PEXT R 41 A Eb, 52 56 26 40 i B3 0 T e ) B
232.94% ;11575 AN HRALAH EL , Tetl 2 I R I8 1Y
20 L LD R T FL A I 103, 609% (1 Fp S B S
as ), il 6B iR, SLHE R 3 G, LI
LI T Ho A5 558 B A ok B 2 A 2s ) HE 2 B 25 T
B (P <0.05), UL Tetl &AM T40ME R T A
AAIRHEAE

it

it
TR AL 2E AP R (1) K A R RS . R
WL 27048 DNA H 34k JE 41BN 2128 (18
T SNt L 3 0 400 it 35 DR 2 e ) i s e R R AL R AR
T AL 2F AR i, BT L AETE CpG 5,
R A K A 1 45 5 IR (0 B S I R S R o
Tetl FHFJE Tet EHREHMEERNZ —, 55
45 DNA & H AL 72, ZE R IR & 7 1 BE s 1
FAFE A i i R E AR
Tet Y CD 25 F4 3l 5 3T 52 L i 10 fi Ak 25
Fa s, BAT A AL TG, BERE 5— B L WS g (SmC) 7%
5y 53 LA IE (ShmC) |, #F— R 5
—PESEIRI MR I (S6C) , 5—FRILMERE (5CaC) >, 5
LR SCHRARE ™ " 2B Ter 2 AL SmC PR AR )
HE A ShmC, HoKSFE (14 =5 A5 22 Fh e, 2 it 38 %
PEPE | TSI R S R A )

25+ o TEXTRA
HKE293T
g M - BIFER
= ‘g 15 HKE293T+Dox
<3
3‘3 5 10 - TR
= & HKE293T(Tet1CD)+Dox
= 51 sk
o T — 1
0 24 48 72 96
i /] (h)
hour
- 528 O IR ZH B B XS IR A LE, *** P<0. 0001,

B4 AU THEGER I Tetl B U401 5 1 52 10
Note. Compared with the blank control group and the negative
control group, “** P<0.0001.

Figure 4 Detection of the effect of Tetl protein on

cell proliferation by cell counting
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Note. A, The effect of Tetl protein on the cycle was detected by flow cytometry. B, Proportion of each period in cell cycle. Compared with the

blank control group and the negative control group, * P<0.05.

Figure 5 Effect of Tetl protein on cell cycle by flow cytometry
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Figure 6 Effect of Tet protein on apoptosis by flow cytometry
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