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Abstract ; Objective Total

RNA was extracted from alzheimer(AD) disease peripheral blood,and the PRNP gene was amplified by reverse transcription-poly-

To constructan eukaryotic expression recombinant plasmid named pEGFP-N2-PRNP. Methods

merase chain reaction(RT-PCR). By using gene recombination technique, human PRNP cDNA was inserted into retroviral vector
pEGFP-N2. The recombinant plasmid was identified by a pair of specified primers containing the restriction sites of Xho [ and
EcoR T . Results
ase analysis, PCR and sequence analysis,and the expression vector pEGFP-N2-PRNP, which could be stably expressed in SH-SY5Y

The PRNP gene could be obtained by RT-PCR, the recombinant plasmid was identified by restriction endonucle-

cells. Conclusion The recombinant plasmid pEGFP-N2-PRNP is constructed successfully, Which offers a basic for the further re-

search on PRNP biological fuction.
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Fi] /R 7% 1 2R 95 (alzheimer's disease, AD) J& —F g1z 0
INFI T O R AE 18 P EAT MM 2 R B AT R . &
LI PR Sy AE KRG R R TN K i AT B R M 4R A
Ay, KR AR LIRS R T CE SO E T T B
B R B, AR ZE R IR 55 P 45 20 it BEE b 0 4 Al B ) e 2R
(celllar prion protein, PrPO)g5& 1 13 T AR ZE R IK 2
BTk, PrP¢ J& iy 4 0 1 5k B 41 e & B 3k B (prion protein
gene, PRNP) 4 i, 23K 77 ) i 253 ~ 254 4> 2 H B8 44 ) AR X
43 F T R (33~37) X 10% , 7 Ser231 Ab 2 2 Ml H Ak 1 9 g L
Jist 545 52 A (GPD 25 5 67 5, 3 3k 6 19 SEAT 5 A 3176 iR X )23 b I
TR ARG I BE R DU AR 3% [ T e b, FE M EE M A
JCRE™ . T EAF IR PrP© JEHAE AD &R ML H i 1
AR SEE R A RT-PCR 3815 4 i X PRNP (¥ L K f Bt . 38 i
Oy lifl S AL 7k e BE 1S B 9 N PRNP AL 44
# PR R R AL TR AR A,y iff — 25 WF 58 PRNP 2 [H A= 9 2
Y6e M A B 29 ¢ Bl o
1 ME5FE
1.1 BORE BUR IR PR - KR IR AR pEGFP-N2, K I 3% 4
B DHOSa Btk th ¥ 5 B 24 B SE Al IR 22 90 00 == 3R ik, B2 &=
AR5 : Trizol \RT-PCR Kit l§ [ Fermentas 2, BR i #4
NI EE Xho I #1 EcoR I \Wide Range DNA Ladder Marker Ity
B Takara /2 &) . DNA %% 2 4k i 5] & (Omega 20 7)) , 57 $2

Ui & (QIAGEN A 7D,

1.2 Jiik
1.2.1 5 RNA B2 I AD 835 Bk i 52 308 40 .

TRIzol I FI L HUE RNA, Il 2 H A260/A280 WL L {H . 1T &
B RNA K,

1.2.2 PRNP#FH B M GenBank | A fl§ PRNPcD-
NA iRk T, & it — X 51 ¥ 3+ F A Xho I #l EcoR T
i 42 P D D 2 05, R B AN R . BB # 5'-CCG CCG CTC
GAG CAT GGC GAA CCT TG-3', Fii#5| 4 5-CCG CCG
GAA TTC TCC CAC TAT CAG-3', ¥ 1 7= K B 759 bp.
DL RNA #7A mRNA R#AR L Oligo(dT) 20 b 5] ¥y k47 0 4%
SE LA cDNA S5 — 4, 3 L Z B H . in A PRNP 3% [H 45 5
BIYIHEAT PCR 518 3513 H Y3 PRNP, BU 5 L J2 7= 4
10 g/ L 35 IR W O Jie P FL Ok 2 AT

1.2.3 pEGFP-N2-PRNP 4 Rk @ 5% E I [l ik
FHPE £ - DNA g5 & 44k . Xho I & EcoR 1 437
XGY] PRNP il E % %8 2k pEGFP-N2, 1k & ¥ B Be 9+ 7
iU i glife . T4 DNA 3% $2 1§ 3% $2 pEGFP-N2 # {&
Bt 5 PRNP $E 5 R B 8 3 4 7= W) % ik DHb5a BRZ S 4N .
R IREE Z + LB S B LBk IR o [ 1 7 51 $2 TSR 4 Ok L
My TR . 4524 Xho I /EcoR I B EGY) A1 Xho
I +EcoR I WA Y% 5E , R 0. 1 g 55 4 O AE A AR AR L it
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17 PCR %72 . WY1 I 5 L PCR F=¥I7E 10 g/ L 35 g ¢
LK . B ) 2B 4 e OE Y EE 4 R % 0 F 45 2] pEGEFP-
N2-PRNP & 4 Jfi ki ,

1.2.4 WP KA Q) %E  SEULHT 1 df SH-SYSY 41 i 4%
Fp A 24 FLAR . 1X10° A /HL, 4K B 9026 ~95 %I A .
] X-tremeGENE HP DNA Transfection # 4¢, 96 FL#R F
WL 0.5 pg FURI 3 pL % Y37 43 i F 50 pL JCif
i DMEM/F12 552 0 B - E R 5 min J5 8 = F %8
R4 5 B % I EE 30 min, 24 FLA I INA 100 wL BAE &
Y. BRIRGMERE R A 5% CO, BiFfidkseis 4 h
Joa TR TR LTE RS IR B R L AR 2R G 5 48 h e A G418
(M JE N 800 pg/ml) 1485 3% 5L E 17 0 %8 , 2 57 A% 8 % 4 pEG-
FP-N2-PRNP () SH-SY5Y 41 Jfg 41 Mg i , % il Western blot #;
W% Y J5 PRNP 5 351 0L .
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2.1 & RNA %5%F  $2EUY AD #5540 I A 40 i & RNA,
2015 g/ L B ig WHEE RS M Uk Kzl . ol L 28.18.5 s 3 S0 &
M4 R WL DNA 85K 43 195 e 4t , S840 40 6 R 3 &
vaZGOﬁZS(}:l' 745, W.JZ] 1,

1 AD B2ESNE M B M AES RNA

2.2 RT-PCR ¥ #7=4 N\ PRNP 2 F it iU E  AD &

SMJE I 40 S RNA £ PRNP E | FiiF5] % RT-PCR 3 4

JG - 10 g/ B W B B VKA L 78 650,850 bp A% b it B

SEEYT A S BUB 759 bp H R BOR/MESE . WK 2.
1 M

850 bp
650 bp

1:RT-PCR #"3#) ; M: DNA 2> THriC ¥
B 2 A PRNP M S FREWNEE

2.3 EAFRBPAEEUIEE HEAPOR % Xho I & EcoR
1O EE A2 2 4637 . KD 2 7594 700 bp,Xho | H ]
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45 1 %4, 0] W2y 5 000 bp Y 1 454 5 pEGFP-N2-PRNP
T TR B BRE (5 459 bp) K/NAHAF ¥ T AL R Bty 4 K
pEGFP-N2-PRNP, WL & 3. & IFE. % [ DNA ] 5, iE £ 5

Gene Bank £ 4 ¢ 17 51 5 4 — 3K,
M1 1

M2
‘—-as..;- -
.~ - . -

5000 bp| !, ‘ [—

750 bp

M1 549 15 000 bp #5ic#;1:Xho T & EcoR T WY ;2. Xho
T $EgY) s M2 549 DL2000 FRic#) .
& 3 pEGFP-N2-PRNP & 48 B #iEg ] K &

2.4 YU B AR KRR K pEGFP-N2-
PRNP #% 4t SH-SY5Y 40, K5 3% 24 h J5 76 FURZ 20 L 9 35 mf DL
LG5, WK 4, B A Western blot £l 28 G418 fi i
J& »SH-SY5Y 4tififi v Prion 2 (13875 3 %5 Wi bL 40 B i 3 0, WL
A 5.

B 4 B 24 h BARIERHAAE SH-SYSY @i ay&RiE

1 2
e —— PP
S S i

1:23 ki 4 ;2 : pEGFP-N2-PRNP JFi ki 4 .
5 Western blot #ill SH-SY5Y #f il Prion &/ H I R i%x

3 i it

Hur, A A 2 TJ7 00 AD B35 581 B 0 & 06 bl
T2 A AT F B . AT 48T AD ¥ & 9% Ll &
B REE, AD WRRHLHRIRIZ A, Horp AR RIK = ULIAN .
VE TR H (Amyloid precursor protein, APP) f i Y1 X #5f
TR AR TE AD R BE EEMAE RA AT AR
TERRE Ml KRB AD R IEE R . KIETEN AR 1 R4 FITL
TR fioh i 2% 18 AH BOSE P 09 SR S » o 26 5 35058 il i 7 L /N IR B
21 R TR I S5 A0 I A 8T L R Y tau AR R SR R A T
S5 78 AN T T I RO E AN 22 AL T 2ot R R . AR TE
KM R )2 8 3 U AD g B R AR ot B o — > B SR i R
P AT A X A R AR R BCEE Y L RS
AR AD SR EICAZ 32 5 A FN R 5 N R AE /D AR SRR
XM R A RN RR. MEHEITERRLRA
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RS, BT AR SE R RN b 22 5% fi 1) 7 M L A0 AE 4 40
R L AETERE S AR SRR B SR FIZ AR

HE¥HEINA. PPt ABSEREN EEZIE.NTFT AB
FERKM M L EEE . 38T Hi-PRNP $T4 0] LUBH 1 AR £ 51k
5 PrPC %G IRE R AT M, I HL A DL PrPC SR AR
M5 TE AD AT R B — R e B A (. M SEAF AT
WRIRE N HERR A0 AE 7 oA AR SER KM 2
1A 9] 0B S AL 2 7 ) % R (RAGE) Fl a7- 40 18, 2. Tt JIB 1 52 1
B PePC B[ RIS 50% Lh L AR ZERIKRZ G0,
ST kB APP 5 PrPC MRS 5 E AWME C IR M E S
B L 3T BB B PR ABRL-40, AB1-42 FI PrPC 45 106 ~
126 fi Z K R Be IR £ W] LA fish % Caspase 19 RIS L. BRI A
o e AT R B A% AT RO R APP I PrPC Y 35 PR
H. Taylor 2 Ak PrPC # B A5 Jy SO M 1 PrPsc Fl AB
P TR B 2 MRS - 1 R A A G 4 I T 19T AR 48 1 TR 8T A X i
R A AD B — & MIRITEH . Ferreiro MY B 57 & 3
FEWCEE 5 S AD Hh PrPC 106~126 1 A Ry St S 80T
WA ITTH R IE B & T N By Ca®* 25 LA P JT 199 1o 8 A % .
P TN BT Ca®* K207 AD F b 2R 0 1 — ol s
FE.

g BT R L BEIR AT PrPC A5 AR SERIA M & #
PERIVE FIRLE . ABFSE 8% A PRNP 78 {4 40 64T 3 48 31 i o 14
Y 2 Uk pEGFP-N2-PRNP, HETH #% 4 AD #2040 1
HE— 5 PRNP £ K 7E AD % 9 B = 60 18 ) 2 A= 9 2 oh
REBEE T LI LA .
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