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/IN B ZEL R A /N LA 7 A A B T 1) 45 2 /0 BRUIE Y I 2 ML o 23 S A MR 2 0,0, 125,0.25 0.5 1. 0 1 2. Opug/ml 9 R 14 24
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Effect of E. coli Purine Nucleoside Phosphorylase on Inducing the Apoptosis of Murinemacrophages. Yu Minmin, Yin Hongchao. Depart-
ment of Pathology, Institute of Basic Medical Sciences, Chinese Academy of Medical Sciences, School of Basic Medicine, Peking Union Med-
ical College, Beijing 100005 ,China

Abstract Objective To investigate the effect of the suicide gene E. coli purine nucleoside phosphorylase (ePNP) on mouse mac-
rophages apoptosis by using transgenic mice models. Methods The cell survival rate of peritoneal macrophages in ePNP transgenic mice
and wide - type mice were detected by Cell Counting Kit — 8 ( CCK - 8) after adding prodrug (fludarabine) with the dosage of 0,0. 125,
0.25,0.5,1.0 and 2. Opg/ml respectively in vitro. The apoptosis of peritoneal macrophages and tissue( lung, spleen) macrophages were
detected by flow cytometry and TUNEL assay after injecting fludarabine intraperitoneally with the dosage of 0, 10, 20 and 60mg/kg re-
spectively. Results CCK -8 assay demonstrated that the survival rate of peritoneal macrophages of ePNP transgenic mice was obviously
decreased after the treatment. Cell survival rate was only 10.8% +0.8% with the dosage of 2. Opwg/ml. The flow cytometry showed that
the peritoneal macrophages apoptosis of transgenic mice was significantly increased with a dose — effect relationship after administration,
while the counterpart of wild — type mice did not change. Likewise, TUNEL assay showed that the lung and spleen macrophages apoptosis
of transgenic mice were significantly increased with a dose — effect relationship after administration, while the counterpart of wild - type
mice did not change. Conclusion The suicide gene ePNP can induce the apoptosis of mouse macrophages with synergistic action of flu-
darabine.
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bine ZE 5 A 1l BETEBE B H 27 3% 40 M B A AC 3 90
bR ONRSPASE & C (S9N ) 7 N O 2 0/
C 275 9 , IR 98 55 M 9/ 400 JH Hh UE 52 ePNP [ A% ik
ARG AT W R 5 IV R " o i ePNP R {5 fie
T 0 L Y JEE , SE A HE I ePNP SR TN Rl FT L R B
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(1) ePNP 56 5L K /N B, 858 A AR 5L TH ePNP I 5 i 14
2454 fludarabine X 0520 i 94 T2 19 35 4 H o
M5 A%

1. i 7. PCR i #| ( 2xEs TaqMasterMix }&
DL1000maker) . %% 3¢ & & PCR & #| (SYBR® Premix
Ex Taq™ 11 ) iy F H 7% TaKaRa 2] ; 514 & BRI
IR H b 5t SR AR W B R A R 2 W) 58 8 1640
B R FE IR A 0 W A B o Bl oy e B R 2 T T
BT 40 i %% I 4 0> 5 fludarabine W { 35 [# Selleck. cn 2
A ; Annexin V - FITC i 723050 & ) A 36 [ BD 2w 5
Cell Counting Kit -8 g F bl R A=A A B4 F 5 41
AR AR E B W B A A A YR A R TR &
" (WE M 1.05mg/ml, MDA 2f 43nmol/ml) ; i {3 &
T-# MR 7 & (In Situ Death Detection Kit) 1 [ Hi 1
Roche 23 7] ; RNA il 2 3557 ( Trizol) | 2 #% 5% 3 77 &
(TransScript First — Strand Cdna Synthesis SuperMix )
g bt sUE AR M H R A BR A A ;6 x his tag TR
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B — Actin HUIAG F J&[H Abcam 23 7] s i 4k L BREL A
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R w4
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REH . LU B - Actin HNSEEH , NS EliF5 195" -

.02

AGTTCTGCCACGTGGTTGGT - 3', T ¥i# 5] #: 5" -
GTCTCCTGGCTCAGAGGGAG -3";ePNP 5| ¥ 1 I if
5|#).5" - TCGAATTCAAGCTTAGATCTGGGC -3', |
5191 :5 - AGTAGAACAGGTCAGCGGAGAAC -3';
ePNP 5| #) 2 FU#51 4.5 - CGTCCTGCTCCATCTA-
CACCA - 3", FiF 51 ¥ :5" - GGGCTCAGATTACAG-
GTCTCC -3’
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6 x his tag (3%, LUK B SR 5L ePNP 72 B /)N B
RN RIS . 1 10% 1) SDS 5 Jis It i 58 1B 1 T 1
6% B HE B, N FR A 15ul, B yk 80V 40min, 120V
90min, %2 R i — 5 & s ( polyvinylidene fluoride,
PVDF) JiX ,90min ;5% Wi I8 4= 9534 1h, 1: 1000 7% #
— PSP B — actin, 1:500 #i #E 6 x his tag HLIK,
— P ACHFE A, TBST YL 10min, 4 % 41y
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ECL 5% , il FHE I iR R G 4A I
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36h Ji R 42 4 BRI SR B LE RNAT
RNA $#21%: 5% FH Trizol — & 42 I 2 RNA, F Nano-
Drop #1843 6 )% B 11 ( NanoDrop Technologies ) £ il
RNA (v FE AL . W55 5 1 RNA 3EAT RO =%, LA
&L RNA AR, S sk 5 8 eDNA . L E i PCR:
GAPDH Fi#5|4):5" - CTGCACCACCAACTGCTTAG -
3 M U5 9.5 - GTGGATGCAGGGATGATGTTC -
3";ePNP 514 :5" - TGAAGATGCCCGTGAAGT -
3, RS9 :5 - GGTGTAGATGGAGCAGGAC -3,
SRR FE AN E 2 B AR 95°C , 3min AE #£:95°C , 30s,
iB K 5599C ,20s, FE i 72°C,20s, 3k 40 NEFF ., 4
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