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ITA5PE, 7594C 30s, 55C 60s, 68C 3 min, 3
MMERE, $emiB KR E R 64 C, HAB KA,
T34 25 ANMGFR, 68 CHEM 10 min. ¥ T {1 A/
2.4 kb [f) PCR F=¥ 4 el PG & s, 5

CIEH AREEIEETI B (39870263) .

3 IR A

Tel: 029-3246270, Frmail: Jugong®@ ms. xab. ac. en
RS F . 2000-06-02, 242 1115]: 20000823



2001; 28 (3) M FEE5EMEHERE
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Fig. 1 PCR amplication of the NICD gene
M: 1 kb DNA marker; [: PCR |m1(|u(:l of the NICD zene, the

expected fragment size is 2. 4 kb.
PCR 74 v i 2| T-easy #4K ( Promega 23 7l)
L BRREA A @R, SRR EcoR T A
EOABTE TR (K 2).
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Fig. 2 Restriction enzyme digested of the recombinant
plasmids T easy NICD
M: 1 kb DNA marker: A, B, C: three individual colonies of T-easy-
NICD digested with Eco R 1 / Sal 1 . The digested fragments are
3.0 kb and 2. 4 kb.
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Fig.3 SDS PAGE analysis of the expression products of
pGEX: KG NICD in JM109
M: protein marker; A: the uninduced expression products of pGEX-
KG-NICD; B (E), €, D: the expession products of three individual
plasmids of pGEX-KG-NICD 1, 2, 3 induced with IPTG: F: the
soluble expression products of pGEX-KG-NICDI; G: the insoluble
expression products of pGEX-KG-NICDI1. The expected size is 120 ku.

BT RIEF= P /DA T LAy, 5T
TE LA e H AR & S22 M 3R A3 4li4k () GST-NICD
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PAGE f U, M % #4465 1) GST-NICD H N
LRy, MIKES R EERIN 82 ku, 75 ku,
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DI iR WA T (1] 4a) . M\ 2L 40 R B R
Yy IRAIZRAG T 5 me RS E A, LU TPk
f14) 1l 2 5 9 k.
2.3 EARRKENIFETE GSENICD it & EH

alifb 1] GST-NICD HH £ 10% SDS-PAGE Jf
HEFE 2 PVDF B 1, ] GST McAb £ 3L 2
Ytk g5 R0 44k GST-NICD H 120 ku
J% 28 ku [ 4 E Al G 55 PT GST 1 McAb K AEFF
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SRV, i 82 ku, 75 ku L /N 20 ku WAL
GST Pk R AR N, Rl KRZ IPTG i T
pGEX-KG-NICD ¥ L E H H A S GST $iikK
RN (E 4b).

Fig. 4 10% SDS PAGE and Western blot analysis of the
purified recombinant protein GST- NICD
(a) M: protein marker; A: the purified recombinant protein GST-
NICD. (b) B: uninduced expression products of pGEX-KG-NICDI:
C: the purified recombinant protein GST-NICD.
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NICD 1E R sy, #2223, ks T Notch 1
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Cloning and Expression of the Intracellular Cytoplasmic Domain of
Rat Notch 1 Receptor*

. . o 1% ok
JIN Wer Lin, LIAO BarSong, JU Gong
( Institute of Neurosciences, the Fourth Military Medical University, Xi'an 710032, China)

Abstract Notch proteins are involved in cellfate selection throughout development. Signalling through the
transmembrane receptor Notch is triggered by ligand binding, which induces the proteolytic cleavage of the
Notch protein. This cleavage generates an intracellular fragment of the Notch protein ( Noteh-1CD), which
translocates into the nucleus and modifies transcription of target genes through its association with the CSL
familily of DNA binding protein ( where CSL stands for CBF1, Su (H), Lag-1). Notch activity affects the
implementation of differentiation, proliferation, and apoptotic programs, providing a general developmental tool
to influence organ formation and morphogenesis. To obtain recombinant rat NICD, a long template and high
fidelity PCR was used to clone NICD ( 1744V-2530K) DNA fragment from rat brain ¢cDNA library. The cloned
NICD fragment was confirmed by sequencing and then subcloned into glutathione -S-transferase ( GST) fusion
protein expression vector pGEX-KG. The GST-NICD fusion proteins were expressed in E. coli JM 109 after

inducing by IPTG. The fusion proteins were purified by affinity chromatography on glutathione Sepharose 4B.

Key words Notch 1, intracellular cytoplasmic domain, cloning, expression
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