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Abstract The ¢DNAs of K chain and Fd fragment of
antr gastric cancer mAb 3H 11 were amplified by RT-
PCR using degenerate primers for framework region 1
(FRI1) and cloned into an Fab expression vector.
Expression of Fab could be detected but with no antr
gen binding activity. Then the VK and Fd genes were
corrected to its genuine sequence by PCR mediated

mutagenesis. The reconstructed Fab containing either
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corrected K chain or Fd or both were expressed in
E. coli at similar level. Correction of any one of the
V region genes could partially resume the antigen

This result indicated that PCR

primers introduced VK and Fd N terminal changes

binding activity.

may seriously affect the antigen binding activity.
antrhuman gastric cancer mAb, Ig

Key words
variable gene, Fab
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W A HIDCE D T SR R A R SRR G (AD) AP R AT HiR AR TN 2 —. BRI AR
FIFEE 1 (CK-1), cAMP fffidE 8 LR (PKA) RORE UG kR 3 (GSK-3) 4 n) A [ F2 BEfiE AL 4L T 3 1
RAWERE A, AT AN ()R B AR T R RO AU R AR S g, I AsEs T A Y PKA T 2 h S PRRIGSK-3
WAL R T R R L P Al GSK- 3ALFE N I, A RN Pk ) S A, BTG WL PR A W
WM. S5HAER: PKA Il GSK-3 76 T & (111 AD FERERR (b A o g 4 b LA 18 1 B 1R 44 8.

KEBIA IV, PRSI, THEA, SRR

ZRSES R745.7, Q513

Pl JK 2 ER T ( Alzheimer disease, AD) &
A AT 1 i 2 A% 55 | 1 e AL P R IR RE, 3L
PR R AR RS K S8 ETE. WESTIER: AR an
JL PN (R AL R AT 9 45 TR TR At AD R TR 45 0
JiR, AP R AR 4EIR Ak, W2 TR T SE ALY,
2 ST 4 2 45 1) 2 SR R o0 2 S 3o P W R 1k
SEHRIEAL M T R A>T

AD JiniH T R ) R AL R O RN 2R
R R R Y e Ay Ok, MR U ERR RS AE T R
IS B R AL P (R T S R ALY, i xR
FI AT AR A sz B0, BRI R A
WS AEARSMIELL T BEER Ak 1) B N LA AR G2 1R 1 B
JrZE R 2 S 95 B TR R 1 O 1 A Ak )
ST U 2R, TRy I 2 R A 3 M B
Wiy (PDPK) A1 Ml 24 B2 45 5 (1) 5 (U8 (nonr
PDPK). 7EAD TR A LRI 21 A 55 W iR
fofr i, 45 10 4~ PDPK A1 11 4> non- PDPK £
. AW, PDPK Fl norr PDPK A i) 2 5 T AD
Mk 9 ok FE IRk, A BF T 4 ik A GSK-3
(PDPK) fIl CK-1 J PKA ( nonr PDPK), 8t PDPK

H1 nomr PDPK X T 8t A ERAL IR 15/, LU
Sy R RS AD AR SR AT YRR fL TG R,

1 #MB57EZE

1.1 EHRMHEROEE

5 C g DY/ HR I AL R AR N S — AN N T
FEHA NI T (3L, 1) ¢DNA H Goedert 81
P4t KA P R IA I 3L (6] 5 M4 Goedert
BOVHEAT IR SR IR A S AL T3L A 40 i
180 mmol/ L. Mes (pH 6.8) 755 mmol/L DTT [
VR AT B S R, 120 000 g &0 JE, HU LR
WO B RR AT 4 AL 20T 20 8, H S e B v o T
(e I 0, OB E S T G Tk K R A
5 minJi i SRR HEAT Hh 42, Prali ALy © 2 ik ke
vk A g, LAY N 5 me/ L K
F#. CK-1 1 GSK-3 i1 Singh! M 424, GSK-3 il
5 a F1 B [6) T bbb filoh 1: 3. 1 #4% CK-1
8 GSK-3 43 il s LA AE 30 °C 43 B AE AL 1 nmol

TS FARRE R I H (39770175) .
ks H 0 1998 06-19, &[] HI0: 1998 12-29
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B1 tERFEKE #ﬂ “EE

1.2 TEBENBERERMN

BFT3L (1g/L) sralY CK-1 (400 U/L),
PKA (6 mg/L) F1 GSK-3 (350 U/L) 7EmEERIL2E
M (7 mmol/L MgCl, 12 mmol/L BME,
0.5 mmol/L ATP, 20 mmol/L Hepes pH 7.5)
30 CERi 4 h. FEMFSTHE B BOEE B (R 28N I, S
A CK-1 B¢ PKA FIHEFR i ATP £k 2 h, T
95 CHI#A 5 min, 10 000 gL 10 min F, T b
I GSK-3 F17P-ATP i 4
1.3 TEEHRBRLHESE SN

Fag— 5 uE W IR 16 FE W N 7E Waterman — 5 JE
a8, JH 24% S BEER (TCA) ABPERE G, A5

1% TCA F1 0.1 mol/L NaCl ¥ /K % # 2 ¥ 4y
20 min, fEBERRALT T HE SRR SN B, H
Cherekov THEGEM T3 L kil #.
1.4 TEARMEHAELRE
F FRAFEALEER T (20 mg/ L) S HEEAi1L I
WMAEEA (2 g/L) DLRAREZZE M (100 mmol/ L
Mes, | mmol/ L EGTA F1 1 mmol/ L GTP) fEvkKit
WA, MEMNE 1 em AREEENLSTE 37 CESL R
350 nm WOEIEC AR {E.
1.5 HZBFRUERAENMESEE
FEGLE A e SE G HEAT 2 15 min B, JHIEHLH
10 1 SNHUINAE 300 mesh 5 # W 4% 18 9 F, 2
5% J% " (glutaraldehyde) [i & I H 2% B 5
(phosphotungtic acid, PTA) $:(f )5, HBOWE2 0
CEL N

R

2.1 PKA 0 GSK-3 %t T 8% 1k B9t E1ER

¥ T EAS S GSK-3, PKA K CK-1 ffifi
4 h, WP MBAESHIH (1.7£0.3), (2.1
+0.5) Al (4.0£0.2) mol/mol; FHKTHEALYE
CK-1 8% PKA K AEbricd ATP {3 2 h, 5 GSK-3
FPP-ATP i 4 h, HPP B ARSI N (1.2
+0.4) F (3.2%0.3) mol/mol (£ 1).

£1 TEERHMEX T BERLIER

O 2p A4 mols mol ™!
GSK-3 1.740.3

PKA 2.1%0.5

CK-1 4.0+0.2

CK-1+ GSK-3 1.240. 4"

PKA+ GSK-3 3.2+40.3"

¥ ts, n= 12, "{UGIE GSK-3 HALITP B AL

2.2 ERHEX THEINTHhERIER
CK-1, GSK-3 fil PKA [ iRk xF T 8 FI {1
FEALHE 1) 4 4 2 Th i B AT 58 32t 19 1) 900 ) 280 1
CK-1 J¢ PKA 5 GSK-3 [9I6A Al A 33k — 20 14 o
X TR E TR TR, A A SR AS B S R
1, PKA 5 GSK-3 WK N HT 0 4 i 4 H 55 58
(K2).
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t/min
E2 tEEEMEBEEMLE
a: T 3L, b~ f: A HHKIKA CK-1, GSK-3, PKA,
CK-1+ GSK-3 fl PKA+ GSK-3 ALBEf T3 L, g: BAFEA.

2.3 HFEBETFREMERNEKBHE

CK-1, GSK-3 fil PKA fRILIN T HE A HEER
RN R T (B 3b~ d), LHBIEH S
K4 &_EI'WJléﬂTﬁH(g?)a]Lzﬁﬁ‘ CK- UJIJ

a3 ﬁ%@%iﬁaiTﬁMﬁm'"
(a) WAL, (b) ~ () 4rHIHIKH CK-1, GSK-3,
PKA, CK-1+ GSK-3 fl PKA+ GSK-3 4bFfH) 13 L.
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GSK-3 8% PKA i1 GSK-3 4b# ) t {5 R AW
SRS R LT A WA R (] 3e, o).
3 W %
3.1 EAWM CK-1, PKA M1 GSK-3 0] 7 44 A i
R T ERAMR, B CK-1, PKA fil GSK-3
MY THERARE 4L TEANPPBARS A
4.0, 2.1 1 1.7 mol/mol. PKA Fhikb i a] B i 1% 5
GSK-3 xF TR AMBMERILMER, HLP2P BRI R
2l GSK-3 2y 1 £, i CK- 1 [ T b #2 DU AS fi
iF GSK-3 X T ¥ % M2 4k /E . CK-1 F1 PKA &
norr PDPK, 1fij GSK-3 /& PDPK, ., nomPDPK
(KA AT 6 PDPK i T 8 (1 R Ak A A [7) 1 1 15
YEHI.
3.2 WOE ALK UE: CK-1, PKA Fl GSK-3
PR BRI T AL A i YR LR £
AEFRIA T AR A S R, (EAE BT AT T LK A
e, HBERIIE M, MASREMER RN T
WA AEFNEI P FLE. CK-1 8L PKA M GSK-3 X
GARPE ) T AT O AR VR PR (K 2),
HAERE LT AR Ak (K 3). MHE2p m
BN, M0 ER R AR, CK-114F T
HAMRRER R (£ 1), HZ, 5 PKA M
GSK-3 Lk, CK-1 B AxT T A4 2 3% Pk 30
TEM BS99 (B 2); Bk4b, GSK-3 HARAE CK-1 [k
fih b S /b iR, (R R T R AR
AR WO, R AR A A A o B
Iy 7B AR AT OGN, JLar o e A ki
IR Ak ] e BE EZE (A . MRS A SO 9 45 AR,
BAVF W R R AR TERAMN AD- B R
fb5 CK-1, PKA Fl GSK-3 %54 fh 8% (1 i 47 ¢,
izﬂ"@mmﬁﬁ T AD R AR FOW ke AN
rm’]ﬁwrm X W74 B AD (1) & 9 HLHI 3
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Sequencing Partial Fragment of Cecropin A ¢cDNA in
the Silkworm Bombyx mori From China.
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Abstract Total RNA was prepared from fat body of
the silkworm, Bombyx mori, 9 hours after injected
by E. coli K12D31. Singlestrand ¢DNA was

synthesized by reverse transcription ( RT). Partial
fragments of cecropin A ¢cDNA were obtained, cloned
and sequenced, by PCR technique with a pair of
degenerate primers designed according to the amino
acid sequence of CM4 in Bombyx mori and cecropin
A in Hyalophora. These laid a foundation for further
research on preparation of the probes of cecropin A for
screening the silkworm ¢DNA library.

Key words

sequence

cecropin A gene, Bombyx Mori, ¢cDNA

associated protein T is one of the major mechanism in
Alzheimer neurofibrillary degeneration. It was found
that casein kinase 1 (CK-1), cyclic AMP-dependent
protein kinase (PKA) and glycogen synthase kinase 3
(GSK-3) differentially phosphorylate humanT (T3L)
and thus inhibit its biological activity. Morever, the
phosphorylation and inhibition of this activity of T by
GSK-3 is significantly increased if T is prephospho-
rylated by PKA.

neglectable microtubles could be seen by electron

Under this condition, only
microscopy. The data suggest that a synergistic role
of PKA and GSK-3 might be involved in abnormal
phosphorlation and functional inhibition of T in
Alzheimer disease.
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protein kinase, Alzheimer disease, T

protein, abnormal phosphorylation





