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Table 1 Synthelic oligonucleotides used for rIL-2 mutagenesis

Mutation Oligonucleotides
125Cys—+Pro GATGCTTTGAGGAAAGGTAATC
1278er~Pro TGAGATGATAGGTTGACAAAAG

125Pro and 127Ser—-Pro

TGAGATGATGGGTTGAGGAAAGGTAATC

The underiined codons indicate the amino acid substitutions

-IL-2, '*"Pro-IL-2 #1 ' **Pro~!*"Pro-
IL-2=FREEE, HREEFRBERE
Hik, HAEE coli JF1125 FIRGRL
(H 1),
() REGBHEYFEEHS
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1. Standard MW marker, 2. rIL-2, 3,
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Fig .1 SDS-PAGE of bacterial expressing

rIL-2 and the analogs
125Pro

~IL-2, 4, 27Pro-IL-2, 5, 125Pro-1:7Pro-IL-2
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Table 2 Bioactivity of ril-2 analogs

Mutation Bioactivity(2 8D} (%)
ik -2 100 '
135Cys+Pro 7.0 (1,9)
1375er-+Pro 4,6 (2,2)

1135Cys and 337Ser+Pro 1.2 (0,2)

Bioactivity was calculated as percent ac-
tivity as compared with the wild type rll-
2, measured on murine CTLL-2 cells. The
data were mean value of five experiments

[01x107%(deg em? dmel™)

AIL-264.1%, "*°Pro-IL-25'*"Pro
-IL-23%61.8%, '*°Pro-'*"Pro-IL-2%

- 51,6%.
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-IL-2/ % 7E332,5nm, HTF -2 4F
R &2 Trp— A Trp, RIEHERLLER

Wavelengthiam)

M2 mAIL-27 3 e fknl B = i n
Fig. 2 CD spectra of rIL-2 and its analogs
1. Wild type rili-2; 2, 125Pro-IL-2 and 12?Pro-IL-2; 8, 125Pro-'2TPro-IL-2
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Fig .3 Fluorescence snalysis of ril~2 and iis analogs
1, wild type ril~2; 2, 1'2?Pro-1L-2; 3, '25Pro-IL-2; 4, #3Pro-*3"Pro-IL-2
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Structure-Function Studies of t_he C—-terminal o—Helix
of Human Interleukin-2 by Site-Directed Mutagenesis

Xu Di Jiang Chunlei Shi Ying Yu Jianliang
Sun Lanying Fan Peifang Liu Xinyuan
(Institute of Biochemistry, Academia Sinica, Shanghai 200031)

By -using oligonucleotide-mediated site-directed mutagenesis, three
human Interleukin-2 analogs with substitution of Pro in the C-terminal
amphiphilic a-helix . '**Pro-1L-2, '*"Pro-IL-2 and !'*°Pro- '*"Pro-IL- 2
were obtained, Tho- bioactivities of all these analogs were decreased, The
extents of the decrease in bioactivity were coincident with the degrees of
secondary and tertiary structure destroyed as evaluated by circular dich-
roism and intrinsic quorescence analyms The results suggested that the
integrity of the hydrophoblc face in F hehx is crucial for the structure
and functivn of Inierleukin-2,

Key words Interleukin-2; structure-function analysiss mutagenesis
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