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[(HZE] B SRABME PANC1 s etk P T H a4, PR LA B Tams . Fik EARX®
B4 ik CD44" CD24" (CD44~ CD24" \CD44 " CD24~ 4= CD44~ CD24 ™ 40 6, . B 5 B 41 5 i+ A 41 3 A vt 5 A1) R X 4w i R Ak )
AR5 A, HF 454 DCFH-DA 4% & 2 LA EMH 82 (ROS)KFE, 8 PANC-1 it CD44" ikt 29 4£92.0%,
CD24" bt 29 4 4. 7% . BAFH 4 AR = £ F R4 5 F L (P>0.05); B A G CD4T CD24™ ¢4 8 1= 1 4] AL (P<C0. 01),
BHATE CD44 " CD24" 89 G, /Gy BBl 3. 2 £ & T H 4 3 28(P<<0.01), M4 CD44' CD24~ .CD44™ CD24" #= CD44
CD24 #4340k 5 7 % 1.61.1.81.1. 94; B 45 CD44 ' CD24" ROS K F Ak, F 3 £ LB E B F 4K F 46 3 40 (P<<0.01),
Bit AWM PANC-1 zm ok P T m i X % 4 T Hak M, BAK ROS K -F, B 34 MR8 T He a0 I 69 A 28 55 0 X .

(521 MARAP B s PANC-1; F 1 2m i s % S0 B
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Comparison analysis of radiosensitive in different subsets of pancreatic adenocarcinoma PANC-1 cell line”
Wang Lei , Hu Chenxi , Xia Youyou ,Song Daan ,Li Shiqiu ,Jiang Xiaodong®
(Department o f Radiation Oncology s Lianyungang First People’s Hospital s Lianyungang, Jiangsu 222002 ,China)

[ Abstract |
possible mechanism of its radiation resistance. Methods
CD24%,CD44~ CD24™ ,CD447 CD24~ ,and CD44~ CD24~ . Multi-target click model was used to fit cell survival curves and deter-
mine the sensitizer enhancement ratio. The apoptosis and cycle distribution of the four cell subsets were determined using flow cy-
tometry,and the level of ROS was determined by DCFH-DA probe. Results The ratio of CD44" and CD24 " in the sorted PANC-1
cell line was 92. 0% and 4. 7% respectively. Before radiation, there was no statistically significant difference between four groups
(P>>0.05) ; After treated with 6MV-X ray, The ratio of apoptosis was the lowest in CD44" CD24 " (P<C0. 01) ; The percentage G,/
G, cell was the highest in CD44" CD24" (P<C0. 01) , the sensitizer enhancement ratio of CD44" CD24  ,CD44 CD24" and CD44
CD24  were 1.61,1.81,1. 94, respectively. The level of ROS in CD44" CD24 " was lower (P<C0. 01). Conclusion Tumor stem cells

of pancreatic adenocarcinoma have properties of a lower level of ROS and relative stationary that maybe the reasons of radio resist-

Objective To investigate the radiosensitivity of stem cells in pancreatic adenocarcinoma PANC-1 cell line and the

Using flow cytometry, the cells were isolated and sorted into CD44"

ance.

[Key words| pancreatic neoplasms; PANC-1;stem cell;radiosensitive

I B A R R e L 2 R TS M 22 0 3 A T
I8 .80 % B H I KB I2 I B Ab F P 1, 706 ~80 % B8 F 112
FERETY T IR YT AR Hh W A T R T B3R T I BB B OF
B R AEAF A AT B L I R RMIE S L BT X T
R M s P J 4 ) 2R B oK I IR AE R A T B R, E
U3 A0 P o B 3R 9T S U W B R A R B b RS . T A
AERFIER W MR AR TR H R BB E & B IEIT
it 32 AR VRS . ASHF 5T A I o AN e A R PANC-1 490 g #k itk
FTRE N I 431 . 45 B 3% 4l i A% b ) CD44 ™ CD24 ™ 4 4t ffg 7.
FERN LA 3 AN S A 5 30 a4 I 45 I 38 200 it 28 23 48 RS s 1 e
TE B AN B R T L S I 43 A 0T P R (ROS) ZK L 4 BT 45 T 1
A% 0 S BB 5 0 2 R R R 2 0 I S B A % T
BEBLTH
1 #R5F%
1.1 s2idbRl AR ARE 4N PANC-1 1 A b [ A2 e L
A B2 F ST B s DMEM 8% 35 36 . DMEM/F-12 8% 35 3 )2 B27
Wm0 A 55 E GIBCO 23 A s fr fE i 48 1M 15 W A3 #7 7 KAt
A WL AT BR 2N 5 40 0 T B R 4 a0 AR A I T T L

*  EEBB VLA E W RHL R A 34 (SH1218) .
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EEEN:

WA F s DCFH-DA 5 10 A 35 B 19 Sigma 20 w6 5 3 20
4 iAW H 35 E Beckman-Coulter 23 B 5 B4 i3 5 1) F 7
Siemens Primus 2 7 o

1.2 i

L2.1 AR5 A &0 B3R &0 & 100164 G
(FBS)[f§ DMEM/F-12 &3 (T 1AM SR E MR,
5% CO, fH IR 37 CH IR M. BG4 . FI 7% & Siemens
Primus ELZEMIH#E .6 MV X JFR SR T U5 52 B IG5 5% 00
300 ¢Gy/min, S FULAR b4 35 1.5 om 5 5 kM ah , [ 2 U5 52 B
SSD=100 cm, HLZE £ BF K 0°, BHBF K/ K 15 em X 15 em, BAIK
8

1.2.2 o M ORI A e Al A K B B KRBT
FEEFRIE . PBS ¥ 1 K. AT EDTA JEH T 37 CHiF46 M
THAL 2 min, RRAN AR [R5 A & MLVE M RF 973 5 mL 2K
1R AR WRATIR 5) )5 B A JGHR B0 5 1 500 r/min B§.0» 5 min,
R, AMEUTEE N PBS 1 %, Bl A CD24~ PE.CD44~ FITC
Q100 B T 4 CKAEBREM®ME 1 h,1 000 r/min . 5
min, 5% 3, J§ PBS ¥k 1 ¥K,500 pL PBS &, jii =X 40 i 45 ik
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4494

IR AT 43 3% 43 36 ) 4N % 5% B & 10% FBS iy DMEM/F-12
TREEFWCHE 1NN EERMEEE R L B2, )T+ 37 CH
CO, Hi 5748 .

1.2.3 FAMMAMLIAIE T 4305 A0 45 41 40 i 48 5 4k ]
I CRU IR 2 Gy)24 h )5, FIJC EDTA Ji# B 5 £k 5 40 i &
TR 5 W 4 HR S A B RS 00 40 B, ¥ Y PBS BEYR 2 (1 500 v/
min .0 5 min), 3% L, ] 100 uL. Annexin V-FITC binding
buffer 40, F 43 /A 5 uL Annexin V-FITC #l PI,4 °C
R 30 min, FIA 400 pL #Y binding buffer & 57 5 F1
it 2 2 A

1.2.4 SUBEIE LSS WO 450AE 4K A 1Y 25 T R e S0 4 B
i — B (10° ~ 10" A~/FL) 88 F 6 L gt b, 4l i 3
ANEAL, deZEEEFE 24 h e IR T 7 X LA, AR &0
MR 0.2.4.6.8 Gy, 4kZHisE 10~14 d, 8 it 5Ok Fall 5
F 50 AN SRR, 2k B IR B E R Giemsa Y ff, 4
U BT A4 K 15 7 AR 80 T B — R A AR Y i R R
PR EE TR ERKRTHEST 0.2 mm BB SEHEE R
Z(PE) = 7R H /3570 40 5K X 100 % - 41 i 77 15 4> 1 (SF) =
SEH2H PE/O Gy 20 PEX 100 %, H 50 & B ST ) &8 A 1Y SFL R 4
M 2R [S=1—(1—eD/D0)N] L, GraphPad prism5 %
BT i RSB, S EE 3 k. iS5 i
(SER) = Dq (CD44" CD24" )/Dq (CD44" CD24~ , CD44~
CD24" .CD44~ CD247),Dq=D0 X InN,

1.2.5 ZUfRE 40 AbFRIE 1. 2.3, e 4 B O3 40 F AT IS 1Y
4,706 LBERE 5E .4 °C 24 ho ¥ W J5 1Y 40 L A PBS Uk
% 1,100 uL. RNAase 37 ‘C/K¥#& 30 min, B0y G ITA 400 pL
PI 4 “Ciot 30 min, JEA MR . LIMELE 4 K.

1.2.6 Z0Mg ROSHGE  AbBEIE 1. 2. 3. i £ MR 5 Ak B AT )
B 4B, 40 IR PBS ¥k 1 IR IMA 1 mL JC I ¥ K5 9% 2 il 8
# DCFH-DA(10 pmol/L) . fH i 37 ‘CHy CO, HH MM HE 30
min, 7 K7 F7 3, AR PBS Uk 3 K, JC EDTA B T 1k 5 41 i

FTREF 20155 11 A% 44 5% 32 4

B .1 500 r/min B0 5 min, 3 _F . A PBS & . w4l i
SRS 39 K (ff 488 nm 1 & 9% K, 525 nm & i KD L 45
36 EE (MFD 35, LB EHE 4 K.

1.3 Ziit2eabs SR A SPSS16. 0 2447 G it 40 #r » 52 0 4K
WL TEs T UL BCR R R T 200 K 8. P<
0.05 RINEFAFRIT¥EX.

2 & ®

2.1 PANC-1 4 H &40 5t il PANC-1 4 g CD44"
YA FE 1 25 R 92. 0%, CD24™ 4 i L il 29 4. 7%, CD44™
CD247(0.640.2)%.CD44" CD24~ (89. 342.6)% .CD44 "~
CD24% (4.14+1.3) % f1 CD44~ CD24~ (6.0+1. 1) %, W 1,

B 1 PANC-1 0@ & T0 8 B o5 L B 1B R

2.2 AN TR O O R IR R, CD44 T CD24 !
(3.340.6)%.CD44" CD24~ (4. 04+0. 8)%.CD44~ CD24*
(3.470.7) % F CD44~ CD24~ (3. 540. 8) % , %% 41 = 8] KL %%
ZRTH I E X (P>0.05), LR 24 h J5.CD44

CD24% (6.8+1.1)% .CD44" CD24~ (10. 442. 7)% .CD44 "~
CD24" (13. 0= 3. 1) % #l CD44~ CD24~ (26. 3+ 2. 4)%,
CD44" CD24" J 1 L il fe IR (P<C0. 05) . WL 2,

A: 25 20 SR 8 ISP 2 MRS T U T O 5 B 4% 20 S A R S R IR S O T L
B2 HELRAMESTLEARBATCER

B 3 ETEFAATERM IR

2.3 HKWHANEEREE LR 4 2.4.6.8 Gy fl& X
B4 B4 )5, CD44™ CD24% , CD44™ CD24~ , CD44~ CD247* |
CD44~ CD24 ™ ) SF & 4= A< [ F B i 45, Hovp CD44 " CD24F SF
R B I, CD44* CD24~ &5 CD44~ CD24" ¥z, CD44~
CD24 T FEm M &, WWIE 3,

2.4 KWHAME W oA UL TS . CD44™ CD24 "
0 Go/Gy BB i, S HAL 3 AR . Z R AR5 X
(P<<0.0D), W31,

2.5 HYMIN ROS KT k4R R4 HT, CD44” CD24 ROS
KT I MFT IR Hofth 3 41, 22 R A it 5 L (P<<0. 05),
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x1 MHERHERLHARBPIH(TLy)
21 M JR 3 43 A

1 Jifa S B Go/Gy S Gy/M

Y454 i M4 24 h 5 TSP i MU 24 h 5 TR 45 i M 24 h 5
CD44 " CD24 " 63.841.7 67.243.4 20.243.3 18.942.1 16.0+1.6 13.942.5
CD44+ CD24 58.242.2 57.74£2.9 24.1%4.2 22,243.1 17.742.4 18.143.7
CD44~ CD24 " 53.442.7 50.3+4.6 25.1+1.9 23.7+£1.6 21.5+2.7 26.0+2.3
CD44~ CD24~ 50.143. 4 42.842.7 25.842.5 27.7+1.9 24.143.8 29.5+4.1

A 2D 2 TS £ A PR 5 B 2 ML S AR RS
& 4

HETLE B AT 24 h 5, CD44" CD24" ROS 7K 3 ¢ ik » MFI it F
Hth 3 4, 2R\ H 22 L (P<<0.0D), WH 4,
3 4t it

[y e D D R a N N € = N U T 1 EIP = A T =
7. WEE TS HIRA S AT R BB R TP 40 i 2 S 8o om &
RS R 25 RO R UETY L AR R RBUBIE 2 E S B IR g T A e
B R S B A B D TR T BB S Al Ok 2 Ak Tk, B AN e
WAL ROS /KF-H %,

Jif 9 T 40 g 2 B IA T PRE 41 40 b A A A 20 R R 4N
i o A R e 7 2 2 G A X A i EL A TG R G A Y
TERE 7 ) 2 R O R A K R % e e M E . Huang
20 oK A A AR B IR R PANC-T 410 Bk o 4y o
CD44 " CD24 " 41 Jfl , % B0 #F 1 40 39 5 %A% F CD44~ CD24~
YA M L (H B9 2R 5 20 %, 1A PANC-1 H CD44" CD24 41 Jifg
A TR T 0 A e L DR I A R A B 0 I R A O 5Tk
S IF R T — RIS . Gad R IR o 2k L 2R T 4 A
SR AN . AR S 6 BT 43 3 i CDA4" 41 i L ) B B s T
Huang 20 ) S2 06 25 51, JEU IR A ol BE 8 40 A5 1R IR B2 )G . 36
SrAAFTEAS SERTRE . SR TR R L B0 45 R R CD44 7 CD24 ™"
SF T [ iig B &% k. CD44" CD24~ 5 CD44~ CD24" K Z»
CD44~ CD24~ FRE 5 B B (SER = 1. 94) ; 7& ¥ | U T 1) 52 36
TR R RS R L4 A T R, 22 R RS (P>
0.05), 1M i 4t 24 h J5 CD44" CD24 " 41 iy i U 7= Lb 491 B A1 »
CD44~ CD24 ™~ 41 i 8 1= % W S . 45 4 LA b 9 00 445 L 5 1 o L s
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KBRS AR R 00 A S OSB3 ] I A7 30 3

S 45 R S TS e R S A R LA T IR T A e
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