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[HZE] HH HITuki P 1 1(protection of telomeres 1, POT 1) X} 24 8 2% 58 411 i 4£ ) 5 47 S DNA &
BEMXAFREINEW., Ak A/ T RNA (small interfering RNA, siRNA) 4 A @ 1% 2 8 298 A2058 il
A3TS AT POTL Ry ZEIL . i 4 40 g i1 %53t 7 £ 8Ccell counting kit-8, CCKS) 52 . 4 M %K S 46 Al transwell 5256
Ko I 20 i 4% 5 R RS RN AR B RE 1 o SR 9Lt P Ok i B B A B 8% 38 W (quantitative real-time polymerase chain
reaction, qRT-PCR) I A 11 5T F 35 B35 125 50 i i A% 2500 248 5 A6 0 2 b 44 U T2 AF 5C 73 0 45 B 4 M bk T2 9% 2(B-cell
lymphoma 2, Bel2) (Bel2 M 5¢ X # H (Bel2-associated X protein, Bax) | 2 Bt K 4 i 3(cysteine-aspartic acid protease
3, Caspase3) J¢ DNA il #4518 &2 A 3¢ 4 ¥ 43 4% DNA i $ i 3 (DNA ligase 3, LIG3) | B 2 1k 40 & 1 H2A.
X (phosphorylated histone H2A . X, yH2A . X) B P I ADP # b4 4  1[ cleaved poly(ADP-ribose) polymerase 1,
c-PARPL]MIFRIEAK Y. R HXT AT L, A2058 20 i Fl A375 41 M i AR 41 POT 1 mRNA IR H Rk K- b 3%
TRE(P<<0.05) . CCKS845H 7~ 2 Fh 40 i A4 B A 41 78 24 h 48 h 72 h i1 96 h %% & (optical density , OD){H ¥ Ik
T BEAL, ALIa) I ) 4 e - Bl 18 58 O 22 R G 2R R L (P<20.05) o 41 R 2 56 AR 2 Fh 41 A R A 4
A S I A A 3R I T X BRI (P<C0.05) o Transwell SC50 2 /i 2 Fft 41 10 B3¢ 0K 20 258 a8 366 G 1100 4T e 2650 2 kB 4 34
B FAR(P<0.05) . 7EME POT1JG, 2 Fh 40 i Bel2 mRNA %353 B % T 8 (P<<0.05) , Bax mRNA %5 2 3% I
P (P<0.05), 8 AR5 52 — B (P<0.05), AR I4 Caspase3 2 1% 15 & & T 4 B4 (P<C0.05) . 2F)
A A ARA LIG3 .yH2A X . c-PARPL A IR BB % LIH(P<T0.05) . it Mk POTL Al {24 €2 25 98 41 i 114
a5 TR MR ZE0E ) T B OIS ORI IR I T3 42 01 B DNAE B A G/ F IRk
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Study on the effect of POT1 on biological behavior of melanoma cells and the expression of
DNA repair-related molecules
ZENG Lin-xi, YAO Yue, WANG Bin, WANG Dong-xue, ZHU Qing, ZHANG Guo-qgiang’
(Discipline of Dermatology and Cosmetic Plastic Surgery, the First Hospital of Hebei Medical Untversity,
Shijiazhuang 050031, China)

[Abstract] Objective To investigate the effects of protection of telomeres 1 (POT1) on the biological
behavior of melanoma cells and the expression of DNA repair-related molecules. Methods Small interfering
RNA (siRNA) technology was used to knock down POT1 expression in melanoma A2058 and A375 cells. Cell
proliferation, migration, and invasion were assessed using the cell counting kit-8 (CCK-8) assay, wound healing
assay, and Transwell assay. The knockdown efficiency was verified, and the expression levels of mitochondrial
apoptosis-related molecules including B-cell lymphoma 2 (Bcl2) , Bcel2-associated X protein (Bax) , and cysteine-
aspartic acid protease 3 (Caspase3) , as well as DNA damage repair-related molecules including DNA ligase
3 (LIG3), phosphorylated histone H2A.X (yH2A.X) , and cleaved poly CADP-ribose) polymerase 1 (¢c-PARP1),

were detected by quantitative real-time polymerase chain reaction (qRT-PCR) and Western blotting. Results
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Compared with the control group, the expression levels of POT1 mRNA and protein in the A2058 and A375 cell

knockdown groups were significantly decreased (P<C0.05). The CCKS8 assay showed that the optical density (OD)

values of the knockdown groups of both cell lines at 24 h, 48 h, 72 h and 96 h were significantly lower than those of the

control groups, and significant differences were found for the between-group effect, time effect, or group-by-time

interaction effect (P<C0.05). The wound healing assay indicated that the cell migration rate in the knockdown groups of

both cell lines was significantly lower than that of the control group (P<C0.05). Transwell assay demonstrated that the

number of cells passing through the basement membrane in the knockdown groups of both cell types was significantly

lower than that in the control group (P<C0.05). After POT1 knockdown, the mRNA expression levels of Bcel2 in

A2058 and A375 cells were significantly downregulated (P<Z0.05) , while the Bax mRNA levels were significantly

upregulated in both cell lines (P<C0.05) , which was consistent with the Western blotting results (P<C0.05).

Meanwhile, the expression levels of Caspase3 protein in the knockdown groups were significantly higher than those in
the control group (P<Z0.05). In addition, the protein expression levels of LIG3, yH2A.X and c¢-PARPI in the

knockdown groups of both cell lines were significantly upregulated (P<C0.05). Conclusion Knockdown of POT1 can

reduce the proliferation, migration and invasion abilities of melanoma cells, activate the mitochondrial apoptotic

pathway and affect the expression of DNA repair-related molecules.

[Key words] melanoma; POT1; cell proliferation; apoptosis

BORME-FEERES . HE® . 5
20 B Ok g o R ) 5 R IR T I BGE
TREAEAE, B K2 S ) KK R
L BRSR IR YT R A R LT B T R
W o sk 2 A AR W g AR i (4 DR B P S5 4
HK MR S M0 & . 81 KOB R %
PIoM o™ . ok R P 1 1 (protection of
telomeres 1, POT1) H #4454 T o b B 5% DNA,
E 2 45 i R AR A P R B A 4R Ol R
WEoE Y BIR POT1 A R I ARG M AR 5 5 5 e 5
A S P 8 1 G R R RE 25 B R A OG, T  RR
ER N R G N b Sl (SN (=R SR D g
G, XU LA T HEE R/ EES ST &,
JIE 7 A B 98 A8 B JC IR 5 A b DNA, W 5 800
B SR AE A, DA 1 i B €5 3R Y e KU T
DNA B W 2246 52 J2 4E 47 55 4 B e A% O il 72 o
AE 6] ¥ R ¥ % 2 (non-homologous end joining,
NHED RZHZLBEREZ —, A5k 2 i3k [H
5 R sy 32 12 A2 A PE 3R ] 9K o i 4% Calternative
non-homologous end joining, A-NHEJ), NHEJi#
PEAE R AARIE N DNARI G A h 2 e E = Y,
DNA % # 3 (DNA ligand 3, LIG3) J& A-NHEJ]
M SCEEE TR T Y, AR SRR POTL AT figs
i B2 LIG3 1 8 1R E PR I 7 A-NHET 2R
% 2 1k 41 & 1 H2A. X (phosphorylated histone
H2A. X, yH2A.X) J& DNA XUHE W 24 19 3= 5 41 R
FHAr &Y, M DNAZ#E, yH2A. X &7t i X
O HEBE R, HEHMBEEERREE XM
DNA X8 ", 1 24 DNA #ifi i F /™ E i, 2

K & B 3 (cysteine-aspartic acid protease 3,
Caspase3) & fb Jf U] % R ADP #% ¥ R & 0§ 1
[poly (ADP-ribose) polymerase 1, PARP1] N
55 §] % PARP1 [cleaved poly (ADP-ribose)
polymerase 1, c-PARP1], J5#& E41ME1EE KM E
FET R FRE . DNABRGEE ST HA
HEEOCH . Y DNASUGARRE, 41235 s &
HERY, @ ZMEERRemmnesE, i
SRR, YRR, i 2 E
Sl T AR BR S A AN, By 1k ik P A O A E
A3 1 K — a4 B ) AE TR E G
B, M POTLRR 25 M H Al k= R .
A FEAEAR SN K- XF POT 1 7E K ik 2 £ 2R 988 4 it v
H PR & HE Xt DNA S i i R it T R R, B
TE RE R A5 20 19 8 )R 9T B A S

1 MRS

1.1 R 50ay 3 23 R 42 4 Lipofectamine
3000 (£ H Invitrogen A D, @K POTL /N T4k
RNA (small interfering RNA, siRNA)  [1V 7 15
Ml 25 A BRA D, = Dulbecco 2 R Eagle K5 37
3 (Dulbecco’s modified eagle medium, DMEM) |
W B #H 2% wh W (phosphate buffered saline,
PBS) (3£ [& Gibco 24 ), Ji 4 i # CiX
Servicebio A Al ), L A POT1, LIG3, yH2A.
X. B4tk =& 2 (B-cell lymphoma 2, Bcl2) |
Bel2 # % X H H
Bax) . Caspase3. c-PARP1 X GAPDH #ifk (&
7L Proteintech /A A ), Matrigel I8 (L 52 BD A H]D,

(Bcl2-associated X protein,
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an oot %ol F & 8
CCK8) (R AEYD.
S5 AN AR A AR B0 HL I B R P A 2
FARAED, R #E 0L (48 E Eppendorf
NHED, IR SRAE . B TES . RE U
NAX (E B Thermo A H)), FEFRAX (i 4 45 2
A, BlEZGEEMEE (HAOlympus AR, HH
MUK A . B H B B AY (32 B Bio-Rad 2 Hl D,
Odyssey XA £1FM B AR 53 BT (& E LI-COR
AT, S PO E B R A e R AL (R
Thermo Fisher 2 #] ), Transwell 228 /N (3
Corning Costar 28 ) .
1.2 Ik
1210 MR IR AR R R A0 R A2058
o BT e, AR AR R A375H
Hh [ 5 A Bl o B e TR e IS B A . 2 A i 2 OR
& 1026 i A ML A 100 7 —BE % R B9 DMEM & b
SEERRIRFE, BT 37°C, 5% COMEERE 7
o, AR K E 80%~90% @l & B, H
0.25% W AL, e 1:2~1:3 b il 3 2 5
B RO R SRt b, JF 4R R AR 1Y AR KOIREE ]
ENCE PN
122 A S0H KRR T 6Lk, fF
BEREIR T0%0 B AT 4 Yy o i L iy T 0 6if o8 4 B
FeH L M 28 . O/ T 4 RNA B )
M (small interfering RNA negative control, si-NC)
Y. B Y BRI SIRNA; @/ T 4 RNA HE [
POT1 (small interfering RNA targeting
protection of telomeres 1, si-POT1) #H . %YL [n
POT1 /4 siRNA., 2 Lipofectamine 3000 {36 8 5 ,
K sIRNA 55 YLl 58 T LI i DMEM iR &, %
i E 1S min B E &Y. FEIHFEFRE, PBS
R W) (NS = /N R TR S SR S S S
S0 TR T 24 hy 48 h, 72 hil AR AR I I T 4k
S8 . B SIRNA F SR . POT1-siRNA: |
I 5'-GCUCUGGCUUUGAUCUUTT-3", T
5'-AAAGAUGCAAAGCCTT-3" ; BH T % Ba
sIRNA: [ Jif 5'-UUCUCCGAACGUGUCACG-
UTT-3", FIf5-ACGUGACACGUUCGGAG-
AATT-3",
1.2.3 S 9O0 & i R A B 5% 2R N (quantitative
real-time polymerase chain reaction,qRT-PCR) &
AR G RNA, 955 5% 5 78 cDNA, LA GAPDH
KNS IE, @i SYBR GreenEFEATHI . 514
JFHI M . GAPDH E{i#: 5'-GGGAGCCAAA-

(cell counting kit-8,

AGGGTCATCA-3", TIif: 5'-GCATGGACT-
GTGGTCATGAGT-3"; POT1 Fiif: 5 -AGC-
CCCTATCATACCTCGCA-3", Fif: 5 -TGG-
TGCCATCCCATACCTTTAG-3" ; Bel2 | ¥ -
5'-GGGATTCCTGCGGATTGACA-3", T il :
5'-AGTCTACTTCCTCTGTGATGTGTTG-3";
Bax I ¥ : 5'-AAACTGGTGCTCAAGGCCC-
3", F#f: 5 -GTCTTGAGATCCAGCCCAA-
CA-3"; LIG3 E#f: 5'-GCTACTTCAGCCGC-
AGTCTCAA-3", Fif: 5 -GCAGTGGTTTG-
CCTGTCTTGTTG-3" . RN &R 2XSYBR
Green Master Mix, I Fi#E5[¥ & cDNA B, &
BN 95 CHIZEME 30s, 95 °CAEME15s, 60 °C
Bk 10 s, 72 ‘CHEMH 30 s, 40 MIEFR . K
2 A mRNA M X R A HE .

124 WA REND LT WEKREED
A2058 FTA375 4N, A F 85 R £k 2 11 e 0 il 7
() 24 i 3 vk b 24 /% 10 min, 4 °C, 14 000 g & L
5min, B EW. MASXEH EREG i, 100 °C
JNF10 min, 20 ‘CLRAF. Bl 1026 + b B iR
B — SR TN W T i 956 S PR UK A3 B R AT HL K, BRI
&R A L WE L, 5% Wi g A4 05 = B A 2 ho
3y WPt A POT1 (1:800) . LIG3 (1:5000) .
yH2A. X (1: 2 000) . c¢PARP1 (1:5 000) .
Bax (1:10 000D, Bel2 (1:7 000) . Caspase3 (1:
15000 K GAPDH (1:7 000) ik 4 C 5 it 1%,
TBST Y% 5 LAAH R —Ht (1: 10000 % REH
1 he fii[] Odyssey CLx & R4t 5%, LA GAPDH
KNS AT K EE S BT

1.25 CCK-83:% Wi J5 1 A2058 K A375 4
ML LA RE AL 52X 10%4> %5 FE He M T 96 fL ik, BEZHB 61
AL, FUARE LA PBS BLIs /N ZE & S . 43 )
FO0h, 24h, 48h. 72 h. 96 h%& fLfin A 10 pL
CCK-8ik 7, 37 CWe & 2 h)a, F A AL &
450 nm 4b Ve % B (optical density, OD) {H. L5
IS EE 3

126 M QIR HHEEENROERE
A2058 J A375 4 il # Fh F 6 FLAR 15 5% . FREANA
Kl s )2 05, 200 pL # 3k 78 45 FL b e i 26 .
PBS Mk 2 U LA 2 B 6 v 4 L, i AR 5 i i
DMEM $5 57 B4k 8235 5% 0 43 BI7E O hFl 24 h T 4
BN USRI, TR RR A G AR
1.2.7 Transwell {28528 1F 24 fLA/NE E =4
20 pl. Matrigel I F 37 ‘Cid A B o W A2 5% 4L I 4
M, JHJC I % DMEM & I i % ik i ol 2
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10°4/mL. 2200 pL 40 B, T =
600 pL & 10% i 4= L5 ) DMEM #7538 £, 15 5%
24 ho B /NZE, B Matrigel 8 5 A 25 B 40 10,
PBSEME 3K, HEERE & 20 min, BT 5 45 il 55 4
4 20 min, BB T WL IF A TR

1.3 Geil2#orik WA SPSS 25. 0 8 it 8 it 47
Bl o o R Image THPF#E A7 288 1 50005 B3 2%
WK HT . A58 ER SRRl (24
$) R, WECRHM AR (k% . Dunnett 2 8
Vo ARG 6 R A I 7 25 O3 M s AT G RS 3 Al
Bt R L (M (QR) | #Fon, &SRB
KU M o A AR BRIE %, R A Greenhouse-
Geisser 5 £ 1F . 2 1 [ >k H] Bonferroni ¥ # 1F .
P<<0.05 22 A gt id Lo

2 £ R

2.1 sIRNA B g A7 2 AR B O A b POTL

B ik il qQRT-PCR &l siRNA % 4t 48 h J5
A2058 F1 A375 4 il ' POT1 mRNA 1Y 3¢ ik K F .
A20584H it

si-NC si-POT1

R BN, 78 A2058 B Hh, si-POT14 POTI1
mRNA R X EMTXHBA, ERAEHIT¥E
X (P<0.05),; fF A375 41 i b, si-POT1 41
POT1 mRNA %Kik g0 AL, 25AE4510T
FEN (P<0.05), WK1, EHBAEESER D
N, 2 AN si-POT14H POT1 2 1 Rk #3490
R Tsi-NC4, WK1, £2, W siRNAF YL w]
BRERPOTI Y FEIL

R si-POT1H R E KB A2058 F1 A375 g
POT1 mRNA ik 7k 3 {1 %
Table 1 Effect of si-POT1 transfection on the expression
levels of POT1 mRNA in melanoma A2058 and A375 cells

(n=3,7=+s)
5 A2058 41 fitl POT1 A3TS A POTL
mRNA /K mRNA 7K
si-NC 4 1.0004-0.011 1.002+0.073
si-POT14H 0.2484-0.067 0.37340.019
(fH 19.184 14.443
P8 <<0.001 <0.001
A3754H
si-NC si-POT1

POT1

71 000

Bl 1 si-POT1HEX EEEZMEA2058F1 A375 4 POT1 EERIEKFR N
Figure 1 Effect of si-POT1 transfection on the protein expression levels of POT1 in melanoma A2058 and A375 cells

®2 si-POT1H R B EHE A2058 F1 A375 4 H POT1
EBRIEKFEHZM

Table 2 Effect of si-POT1 transfection on the expression

levels of POT1 protein in melanoma A2058 and A375 cells

(n=3,7=%s)
a1 A2058 4Hfifi POT 2 H  A37541fii POT &
K FIKF
si-NC 4 0.896+0.019 0.92540.038
si-POT14H 0.536+0.051 0.66440.037
21N 11.457 8.524
P{H <0.001 <0.001

2.2 WK POTI & 2 1 il 28 (0 32 983 400 i 1% 44 4 fiE
J1 R CCK-8 B Ml si-NC 41 5 si-POT1 41 #
Oh, 24h, 48h. 72 hH196 h 40 M B4 58 1500 . 7E
A2058 A ff v, Bl & B[] E K, si-NC #si-POT1
Ay OD MY ETFE A, Hsi-POT14A R ODH
B EART si-NC 4l 2417e41m) . B & e 4l E -
BFiE 2 B EM R ZER YA G ITEE L (P<
0.001), W23, 78 A375 4 b 78 W £< 5] 41 [A] #4

e, si-POT 14 7E 4 B[] 5 19 14 58 g 77 S48 T X7 B
S22 AE A R RS TE) S gl e) - B S 32 BEAE T E
BMESHASIT R (P<<0.00D, WL#E4,

2.3 WK POTL & 25 41 il J& 5 32 0% 40 i i AT B8 i
J1 38 i R SR AR I 2 BRI si-NC 4 si-
POT1417E O h fil 24 h i KR L & % (K 2A~B) .
GEIR R, fE A2058 4L, si-POT 14T #8 %
N HRAL R B FE A3TS AL, si-POT1 4L 4T
BRI T X IR, ZRAg5i#E X (P<0.05),
FE AR POT L AT fub 2540 o] 2 (o 3 980 40 if 1) 12 6 i
71, WS,

2.4 WK POTL b 35 10 i 58 €5 32 9 40 M 19 12 22 R
J1 Transwell R 223250 /8, 76 A2058 40 g
si-POT 1 41 % 2k 5 A% 7% 4 it 450 8 3 (IR F X iR 4
TEA3TS A, si-POT 1 40 5 3 25k e 58 A 240 it %k
RTXRAN, ZRAGIT¥E L (P<0.05,
W6, K3, R POTL AT &2 1l 2B AR
Je 2 M A AR 22 e T
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#3 RUEPOTIEEE & RJEA2058 4k A A8 J1 =41
Table 3 Effect of POT1 gene knockdown on the proliferation ability of melanoma A2058 cells

(n=3,7=%s)
20 51 OD it
Oh 24 h 48 h 72h 96 h
Si-NC 4 0.409-+0.015 0.691-0.050 0.7944-0.047 1.06420.040 2.2534-0.048
si-POT14H 0.4070.024 0.525+0.029 0.5314-0.033 0.5494-0.049 0.77140.052
41 7] FA{i=15.430 PA#<20.001
Fsf 253 1] F1{4=131.200 P{<20.001
A1) - i ) F{=6.825 PA{<C0.001
x4 BERPOTIEEXZE®EEAI75 HATIGHEENHE M
Table 4 Effect of POT1 gene knockdown on the proliferation ability of melanoma A375 cells
(n=3,7+s)
a5 ODH
Oh 24 h 48 h 72h 96 h
si-NC 41 0.51440.020 0.78940.036 0.90240.029 1.18820.046 2.36740.054
si-POT14H 0.5054-0.019 0.64140.032 0.7164-0.034 0.8984-0.054 1.07740.054
2] FA=5.682 PAf=0.044
I A5 1] F{=278.900  P{ti<C0.001
EL[H] - I A ) F{i=18.320 P{5<0.001

®5 BURPOTIEENERZMEA20585A375@ATH *6 RUEPOT1ERENREEMRA20585A375 HAIEE

BE FTEI A o HE ST R 25
Table 5 Effect of POT1 gene knockdown on the migration Table 6 Effect of POT1 gene knockdown on the invasion
ability of melanoma A2058 and A375 cells ability of melanoma A2058 and A375 cells
(n=3,7+s,%) (n=3,7+s,1)
. A2058 41 g Rl IR A375 41 i Rl I 2151 A2058 12241 i % H A375 {222 41 %k H
B GIREES maE }
si-NC 41 171.00049.092 193.667+8.731
si-NC 4l 39.280+1.209 44 457+2.347 .
si-POT14H 93.333+5.312 105.000+12.675
si-POT1AH 23.942+1.802 25.577+2.066
{H 12.776 9.976
tH 12.243 10.592
f P <0.001 <0.001
PiE <0.001 <0.001

25 R POTL 8 48 2 1k 08 = AH 26 43 F Iy 32 S (P<<0.05), fEA37540Hih, si-POT14H Bel2
i qRT-PCRZ 5%, 16 A2058 4ijartr, si-  MRNAZRBMLT si-NC AL, Bax mRNA K& T
POT1 4 Bel2 mRNA % ik fif T si-NC 41 ; Bax  SUNCHL, ZERALIFEL (P<0.05, BRT.
mRNA ik T si-NC 4, 2R A% i2n  HEHREHDEER /R 2F A si-POT1 4l Bax Ml

si-NC si-POT1 si-NC si-POT1

0h

A20584 1 ® A3T54 L
B2 B{EPOTIEREXEREEA2058(A)5 A375(B) TR 6L TR T
AL AZ058 A HE )RR T2 % 5 B ASTS 4 A R S 4
Figure 2 Effect of POT1 gene knockdown on the migration ability of melanoma A2058 (A) and A375 (B) cells
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si-NC si-POT1

A205841Hf ®

si-NC si-POT1

A3754

3 R POT1EEXNEERKEA2058 5 A375 AMER
HE J1 B %2 Wi

AL A2058 400 ; B. A375 40l

Figure 3 Effect of POT1 gene knockdown on the invasion
ability of melanoma A2058 and A375 cells

Caspase3 # [13RIA#) W 2 8& T si-NC 41, Bel2#&H
Rk, ZRAGIFEL (P<0.05, WK
4, 8. DL B4R IR, MUk POTI AT 8 o 34
2 Bel2/Bax/Caspase3 flli 6 &b AR T T35 1%
2.6 @ik POT1 8 Wi DNA & & A 3¢ 4r 7 ) 23k
qRT-PCR %5 it W75, 16 A2058 4 jl f , si-

POT141 LIG3 mRNA %Kik FXT A, Z5H5
i E X (P<0.05); 7EA37S 404, si-POT1
HLIG3 mRNA ik /T4, 2RE5%H%E
X (P<0.05), WL3R9. M Ay Bk S5 Wor
MR POT1 5 DNAME A CHE H LIG3, yH2A. X
il c-PARPL M RIB X A F 1w, 2w A5t
FE X (P<0.05, RHEPOTIWES S
DNA B ZIFiFE R ME T, WK 5, £10.

3 it

A B R — b B 2R AN K VR Y g B I
B, ORRRMBCT BB AR LT AR,
B 18] A 97 RN G2 R T IR I O 2R (8 3R R Ok
TR AT E AT IR GG R RS it 2 A R
U, BB IE T SRR B X EZE , POTLAE
by v LR AP R R ARG LR 2 — 3T AR R Ok
W2y Y o RO BE R 5 KGR AR
Jo B S Bk B UM O o Bakr % 17 R POTI p.
G5V B IR f SR i ki 25 & S B e ek . © A OF
58 Y A NG T R e P POTL 5 sk DNA
M a6, 15 o A B T AR F 5 0l A I R
{6 R A2058 Al A375 4 il POT1 Wy ik, ¥4
PRUT T POT 1% (5 32 980 240 R0 4 3R 78 19 5% i 2 L
ARV B A FHLA

iy AL BE 85 P 47 % 0 1R OR i 00 52 9 il R AS 35 Y
1 DNA 45045 52 i B 52 e, 1 POT1AE S £ 97 81

Fx7 MKPOTI1EREEBEREA2058 5 A375 4 Al f Bel2 5 Bax EE mRNA Fix K FER M
Table 7 Effect of POT1 gene knockdown on the expression levels of Bcl2 and Bax gene mRNA in melanoma
A2058 and A375 cells

(n=3,7+s)
A2058 4l 2 A375 4 L
21 5
Bel2 Bel2 Bax
si-NC 4l 1.001£0.069 1.007+0.169 1.00340.105 1.00240.095
si-POT1HAH 0.511+0.046 1.7444+0.070 0.469+0.041 1.802+0.022
i 10.213 8.164 14.242
P18 0.001 0.001 <0.001
£8 BEUEPOT1IEEE®EMA2058 5 A375 Akt Bel-2.Bax 1 Caspase & B &£ iA /K 8 &
Table 8 Effect of POT1 gene knockdown on the protein expression levels of Bcl-2, Bax and Caspase3
in melanoma A2058 and A375 cells
(n=3,7+s)
A2058 412 A375 41
i
Bel2 Bax Caspase3 Bel2 Bax Caspase3
si-NC 4l 1.043+0.047 0.775+0.037 0.7914+0.052 1.16240.061 0.864+0.050 0.838+0.057
si-POT14H 0.81740.066 1.058£0.064 0.970+0.062 0.747+0.051 1.145+0.044 1.143+0.042
1215} 4.831 6.631 3.831 9.040 7.308 7.461
P{E 0.008 0.003 0.018 0.001 0.002 0.002
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A2058411
si-NC si-POT1
Bel2 i “ 26 000

A3T54H i
si-NC si-POT1
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Figure 4 Effect of POT1 gene knockdown on the expression of Bcl2, Bax and Caspase3 protein in melanoma A2058 and

A375 cells
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Table 9 Effect of POT1 gene knockdown on the
expression levels of LIG3 mRNA in melanoma
A2058 and A375 cells

(n=3,7+s)
2 5 A2058 4 iy A375 401
si-NC 4 1.00040.070 1.000+0.308
si-POT141 1.61040.087 2.31440.009
21N 9.462 7.386
Pl 0.001 0.002

BARMIE DR, 2 H S A Nk DNA 45
A, LLBj 1 DNA #4538 B 09 #4006 . POT1 I RE i

A205841 i
si-NC si-POT1
o -

T2k 5 ik D RE R AT AR A R B A O,
G A R S e W A . Ny 1 I 4
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Figure 5 Effect of POT1 gene knockdown on the expression of LIG3, yH2A. X and c-PARP1 protein in melanoma A2058

and A375 cells

F10 BURPOTI1EE E@ERA2058 5 A375 A LIG3.YH2A. XF1 c-PARP1 E B RIEHF M
Table 10 Effect of POT1 gene knockdown on the expression of LIG3,yH2A. X and c-PARP1 protein
in melanoma A2058 and A375 cells

(n=3,7+s)
a3l A2058 2 Jifs A375 41}
LIG3 YyH2A X c-PARP1 LIG3 yH2A X c-PARP1
si-NC 4 0.415+0.073 0.625-+0.078 0.61140.026 0.662+0.056 0.6740.050 0.75140.031
si-POT1 40 0.585-40.035 1.0404+0.033 0.858+0.070 1.099+0.027 1.039+0.065 1.057+0.057
i 3.627 8.634 5.707 12.172 7.663 8.077
Pfa 0.022 0.001 0.005 <20.001 0.002 0.001
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