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1.1 ## Ph.D. —12TM FEFEER 12 BkERER
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1.2.2 ¥FEOHEHALEETHHE HTIER 1.2.5 2@k EEan g B S5 mL LB Ak

i 2 P S P (] — % O a2 v i) S5 6 vk B A [] L 4
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0.5%#10.5%.

1.2.3 A RIKE M If it
N S BT,

(1) SeifFAriEm ik, TG 8 E GST -
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2 #ER5H5H

2.1 ARFEMFEBFEEEERL MWL 1AL
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feEE ST AR TR R LA g S
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Tab. 1 Enrichment of phages for each round of selection
I 51/ ph ﬁ' T/ Y T B/ =/
L2ty @(TBST)/%&A W/ pfu T ST 1E 0 I i e %
" LS (107 pfu) (10 pfu) pfu
1 0.10 1x10" 22 2 3.8 %10 3.8x1077
2 0.25 1x10" 61 47 8.93 x10° 8.93x107°
3 0.50 1 x10" 90 180 3.42 x10° 3.42%x107°
4 0.50 1x10" 97 860 1.63 x 10’ 1.63x107*
R 100
& ~ 800
écx 80 q‘:2_:'.
< 60 > 600F
1 Z
£ 40 8 4007
o £
] 20 [ 200f
& B
® : : , & : : .
Ok
1 2 3 4 H 1 2 3 4
B BK
—a- G 3 J T L — WA == LR — REHA
1 SRAGRENBEESTWL 2 BREMEHEEZW
Fig. 1 Phage titer’ s change after each round of negative Fig. 2 Phage titer’ s change after each round of positive se-
selection lection
1.2; A FHIA T OD fEFERHES.
Lol 2.4 BHRUEEESHRHUXFERIISH HEilF)
Lol HEAFT Bt 3645 75 NHXXANPQOXPQ, 5 —
§ 06 A I 2 TMGFTAPRFPHY. 3 1) °F-14 OD {&
S S35 0.3 F110.5,0D {HLRAAI 3 A 5EHE 66,7159
0-41 TEBRBEP AR BUE S Py 91, HEWTE AT Je T 2 il fig
0.2 I FE N TR , SR EFNIIARSR (P8 DK D
0 A Ay
1 2 3 4 3 3 it
%Yk e — . N N
= ETIR G GSTIR I Wit T A R R BRI Tz BE XA [R5 5K

3 4 BIEE RS ELISA Tk
Fig. 3 ELISA results for each round of selection using total

phages

2.3 PAMESEFER DNA 51 F0 48 5 A9 16 &4 % Bk
EMASH U 4 5O 005 T A5 W6 B AR I 4
TH4HAR , N BEALRE T 240 /% a0 B BEE 1 T4
1 SlAA ELISA A5, 7521 71 A~ FH: v p, o
S BHPE SE R 30 A, 51 13 2. R i HEIY R e IR L

SRR AR it AR R FH L 97 07 1 1 o e
T AT R FIE 22 IR L. 3 AP L A A O 2
20 U, DR A B Al v T S o T A AR R A
[, e E R R IR A 22 5 i K%
ey 2 T BORE i R S P 4 S (HL AR RE ) IR
AW TR PR RN 2% AR SRV B ) P 81 i AR A
SR AR TS B —. FEIRE Y, T E A5 A
HARVERG P S A ELISA #7710k i R kA7 #24
IRE) 7RG BIRICR.
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*2 3RFAMERE DNA FJIFZEFET
Tab.2 DNA sequences and amino acid sequences of strong positive clones

Gt DNA 7% 12 fikp 41 0D 8
17 AATAATCATTATGCTAATCCTCATGAGAATCCTCAG NNHYANPHENPQ 0.395
21 AATCATTATAAGGCGAATCCTCAGGAGCATCCTCAG NHYKANPQEHPQ 0.342
27 AATCATAATCATCCTAATCCTCAGGAGCCTCCTCAG NHNHPNPQEPPQ 0.327
19 AATCATCAGCAGCCGAATCCTCAGCAGCAGCCTCAG NHQQPNPQQQPQ 0.321
13 AATCATCATCATCCTAATCCTCATCAGCATCCTCAG NHHHPNPHQHP(Q 0.300
14 AATCATAATAAGGCGAATCCTAAGCAGCAGCCTCAG NHNKANPKQQPQ 0.297
16 AATCTTCTGAAGGCTAATCCTCAGCAGGATCCTCAG NLLKANPQQDPQ 0.290
28 AATAATCAGCATACTAATCCTAAGGAGCCTCCTCAG NNQHTNPKEPPQ 0.239
15 AATCATTATAATGCGAATCCTAAGGAGGAGCCTCAG NHYNANPKEEP(Q 0.237
11 ACTATGGGTTTTACGGCTCCGCGGTTTCCGCATTAT TMGFTAPRFPHY 0.554
40 ACTATGGGTTTTACGGCTCCGCGGTTTCCGCATTAT TMGFTAPRFPHY 0.529
32 ACTATGGGTTTTACGGCTCCGCGGTTTCCGCATTAT TMGFTAPRFPHY 0.482
44 ACTATGGGTTTTACGGCTCCGCGGTTTCCGCATTAT TMGFTAPRFPHY 0. 456
61 ACTATGGGTTTTACGGCTCCGCGGTTTCCGCATTAT TMGFTAPRFPHY 0. 440
33 ACTATGGGTTTTACGGCTCCGCGGTTTCCGCATTAT TMGFTAPRFPHY 0.401
66 TATACTTCTCCGTCTTCGACTCCGTGGCAGCGTCTG YTSPSSTPWQRL 1.444
71 TCTGCTCAGTTTTCGCTTCTGAAGTTTCCTGTTTTT SAQFSLLKFPVF 1.167
59 ATGGGGATGCAGCTGAGTGTTCAGCCTCAGGCTACT MGMQLSVQPQAT 1.050
36 GCGTCGAATCAGATGCTTTTGATGATGCCGCGTATT ASNQMLLMMPRI 0.625
60 TCTTATCAGTTGTCGACGCATAGGTGGCCGCTGCAT SYQLSTHRWPLH 0.624
64 TTGATGTGGCCTGCTCATGTTGAGTCTGTGTCTCCT LMWPAHVESVSP 0.567
39 GCGACGTGGTCTCATCATCTGAGTTCTGCGGGTTTG ATWSHHLSSAGL 0.552
67 CAGGGGCTGCTGCTTTCTAGGACGACTACGGGTTGG QGLLLSRTTTGW 0.544
2 GCCGAAACTGTTGAAAGTTGTTTAGCAAAATCCCAT AETVESCLAKSH 0.511
30 CTGGCTCCTTTGTCTTATCCTTCTATGCGTTGGCCG LAPLSYPSMRWP 0.499
45 ATGGAGGGTCAGTATAAGAGTAATCTGCTGTTTACG MEGQYKSNLLFT 0.499
23 AATCCGCCGCCGCCGCCTCCTCCGCAGCCTCCTCAG NPPPPPPPQPP(Q) 0.477
43 TATACGACTAGTAATACGCTTCAGGTTATTGCTCGG YTTSNTLQVIAR 0. 469
12 ATGAATGTTACGGTGTCTGGGCGTCTTAGTGGGCCT MNVTVSGRLSGP 0.430
29 CTGACGACGAAGCTGAGGACTCCTTCTCCTCCTTTG LTTKLRTPSPPL 0.422
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Notchl inhibits p53 - induced apoptosis and sustains

Screening and analysis peptides that bind specifically to HPV 58 E7 protein

FAN Jiu-song' >, ZHAO Hong-bin’, LIN Jie’, MA Lan’
(1. School of Life Sciences, Tsinghua University , Beijing 100084 , China
2. Division of Life Science & Health,, Graduate School at Shenzhen, Tsinghua University , Shenzhen 518055 , China;
3. School of Life Sciences, Yunnan University , Kunming 650091 , China)

Abstract ; By using M13 phage display techniques, 12 — mer peptide ligands that bind specifically to HPV 58
E7 protein were isolated,and then we compared all the sequences to get consensus sequences, moreover , through
BLASTP endogenous proteins which probably interact with E7 protein were found. Using GET — E7 fusion protein
as a positive screening target and GST protein as a negative one,we took four rounds of negative — positive selec-
tion , after that,71 positive clones were selected. By DNA sequencing and sequence analysis, we got two consensus
sequences ;: NHXXANPQQXPQ and TMGFTAPRFPHY. We analyzed the homologous proteins of the 71 peptides
by BLASTP,which will be very helpful in the study of E7 carcinogenesis.

Key words: phage display; HPV E7 ;peptides
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Abstract; We investigated the endophytic diversity, the factors affecting isolation and cultivation of endo-
phytes in Juglans regia and Toddalia astatica ,such as seasons,areas,age of trees and sampling sites. In the end
of Spring and the beginning of Summer, it was easier to obtain more species of endophytes when the hosts with an
old tree — age. The five different disinfectants were tested with different concentrations and time ,and the optimum
condition of the isolation and cultivation of endophytes were screened out in the present study. It was showed that
the approaches disinfecting samples got good effect,with 3.0% H,0, for 30—120 s,0.5% KMnO, for 30—120
s,75% ethanol for 60—120 s and 4% bleaching powder for 30—120 s. This attempt was also to provide the basic
data for the further development and utilization of endophytes in medicinal plant.

Key words: plant endophyte; Juglans regia L. ; Toddalia asiatica (L. ) Lam. ;surface sterilization ; influ-

ence factors



