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8 ¥ HEHRCMESALNNEEETRN SN ENFEERARB T OHEANN X 2-SKH
W2 E XK IL2-PE40, IL2-PE40KDEL . 1.2-PE66“" 1 [L2-PE66'""KDEL 2 R ER R

REARE, AEATEAERSE, EEFDEEERTHEEAN 20% ~30%, o, BFX
—REARAE IL-2cDNA 5 PE BHEREAFIANTH M Sma 1 fi, H 5, 3RABaH
PE—R EcoR 1 . Pst 1 s, BEA At AR EENBEIL-2 X PEXEWESIHNRE
=Rk $vysie

XRE AgRAK-2, SHRFEIER, REEG, RERE, AREER

RAEBHEHAHRREMERAS SRR REREHAE RGN T kEH
BMERTHRL, FEBAREEETHER. BIE0 THEARN A EEHERRE
WEREFEMHIL-2 FKAL-2R): kA HIV-1 ZEVUEAR R EFAKESH T RE MK
FARERERY: FELBEFBARARE R E®EM A IL-2R, Bk, FH 1L2-#
FRACER -HHIL2 5HERMAIL2R HERUEAESSNEENM SHSMER N U%E
PR TR & R EA S IL-2R AR R K, ATEBE S LR B R,

BRHENER (PE) 2613 KM EHEL, 478 66kDa, EHF=-ATTELHI
BEX: MMES &K (la) RFI PE ¥ —MAINZHE, 52886 BHAUK (1) &%
B N B % s ADP- BB RGIEHER (1), EXWME N NAD+HBERK
i ADP-Bil, EHERKEF-2 (eEF-2) %%, AT HERGESKRS R, SEE
MBI T . PE4O (§R% [ a) 1 PE66*™ (Lys* His™*Arg™ #l His®** ¥ 383 4 Glu) ¥ % PE
FIRAER, HARTEHRECARESK, RESEESHY - SHRNSEEEAER, H
NMEBETEHEL IR ADP-ZBRELE:; —BEM@AIREEOR (MIL-D 4§
HANREAEA, ML EH MR SN, HH, IL2-PE40 f1 IL2-PE66* "B 4 H Ln 1%
WHRRETHEMN IL-2R HREBHIR K. I, F% PE & C % REDLK 2451,
KDEL, ZREFHIAMEFR N IEHED,

BIGEL R EETREMBETMESHBERE N EHEAREET & IL2-PE40, IL2-
PE40KDEL. IL2-PE66*", IL2-PE66*“KDEL SRS EHAMER X ERE, TN TE

EREY 863", AFERHEES. tENFEHNFES R RENENSESHDHY.
EXF 19944 11 H s Hik3].
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R&E, AILPEMAEANNALRFRANT LT RET TR,

1 #EE5F®

L1 BRS5HEH
B pMS151 (&2K PE £, i Barbara Iglewski {8+ M), IL2-pLY4 (A
IL-2 FAMR) FpLY-5 (FERARE) b PEAMSE eI,
1.2 ERECENBRHAE
U-"C) NAD (Amersham), H M HAYMIFCHRITE T ERR G, 3, 3=
HEBER EEEYIEAF, BRIATIL-2 S ERHAASCY (XFHE) BE&RPEDR
B (BFEEAFHERELEM.
-3 PCR REPHRAN—LT Y
P1. 5 TCTCCCGGGAGTCAGTGTTGAGATGAT 3
FEFE IL-2 cDNA 38T A Sma 1 B,
P2: 5" TCTCCCGGGGCCGAGGAAGCCTTCGAC 3
FZEEE PES'SESIN Sma I fiE 5,
P3: 5'CTTAGAGCTCGTCTTTCGGCGGTTTGCCGGGCTGGC ¥
F% ¥ PE3'%3i A KDEL.
P4: 5" ATGGCCAGCTCGAGCGCGTCG ¥
P5: 5 GCCCTCGGGAAACTCCAGCTCTTCACTGATGACCGT 3
Ef14 M 2&HF PELys"—~Glu™Ft His™ Arg™ His™ —Glu™ """y 2r 5|4y,
1.4 REBRARE
Z B kit AT,
1.5 EEEMMTAEET
£ M Kunkel £ U DNA 2:“#47.
1.6 1L2-PERESEBEABRTE PIHFKEA
AR ILPERGEEREERNZLMMEARE 0CERTR, WAL 1 20 E8F
LBEFES, J0CERET BT Aw=0.4~0.6, REHET 02CHTHES, BEITFH 3h
RWENHE. ERIEHAEBTER IXH£REWHET, UHEEARERHMN K, H
RN EF 1/20 680 PBS, KB PESBERE, 10 000r/min B.0> 10min,
YR £, #97 SDS-PAGE 247,
1.7 ADP-BEELFHNAE
B W LHEC5), B CU-“CINADO. 1pCi, RI4R 4T 45 Y M0 1000 F0FE 5 F 38 4k 50001
MR MW (4Cmmol /LDTT. 1mmol/LEDTA. 50mmol/L Tris-HCl, pHR. 0) &1, 37°C
£/ 30min, FER WA 0. 5ml 12% =& 2.8, K& 15min, 3000g B {> 10min, HHA 1ml
EU=HLBENR—IK, ®E cpm.

2 ERHER

2.1 AIL-2¢DNAOPE ZEMNEREMER S ERTEHEINIE
ATHBILZPE WA ER, #1134 IL-2 1 PE EHHTT T B MR B, 34T
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EMNHESKSBEAN#RTTETREFNE.

2.1.1 AIL-2cDNA & 3' K¥etiE: I PCR RN, TR pLY4 P IL-2 XFH 3' K
WA ENTF LB, HME—4 Smal f14 (FEKI-A)

2-1.2 PEEFK SKFBUE: ¥ pMSI51 915 PE RR T 5K pUCI8 F, KRG
PCR R M fE 5" K%Lt —4 Smal fii & (EAR I-B)

2.2 IL2-PE-pLYS BEFROHKR

Ji EcoR I fl Sma | B\ pLY4-IL2 P BGEFH IL-2 W, A Sma 1l MIPst I M
pUC18-PE R EHM PECEE . RS, BXEA EEHL %A EcoR | M Pst 1 4]
FEIpLYS F, BB X IL2-PE4O B3 EH M X |K . IL2-PE66*"pLYs BB KM
R ¥ 8 L & IL2-PE4OKDEL-pLYS5 5 IL2-PE66***KDEL-pL Y5 B 0 J& R &4 ¥ 2 [/ i
1
2.3 IL2-PEMESEOEXBAEINIZRERX

¥ E R &4 BlE 1L2-PE40, IL2-PE40KDEL, IL2-PE66*“", IL2-PE66“*KDEL &
SEANRERKEXGHETRZ, PEHBAEABSHAELTREEN 20%~
30% (BRI-C), HBEMNMMRARERREBESN. XEPSTHAEANEREIE LGS
®RMIEXFE (AEIC.

AR ML 2 2R HE SCORARPE B ERSE—HE, ¥ LR IL2PERSE
BETT Western S EI (45 YIL-2. PE ¥R, 2R 0EH. HELTFED
VEAHFEFERFHR ERHH).

2.4 IL2-PERAEQ ADP-#WE{LEERNE

IL2-PE RS EOMZEELESE (I (U-“C) NAD+eEF-2—+ (U-"C3 ADP-
ribose-eEF-2+nicotinade +H* R ¥ §I8E ) OJFE MRS E, Ay eEF-2 W i SM4T
R WR G, i WE TR (U-“C) ADP-ribose-eEF2 1§ cpm {8 28 7] L4 4058 1L.2-
PE BEEAMEREAEHN KD, BITWET & PE Domain I I E RS EWHE
BEE R D, HUBRTHSEREKETEREEOSHEN PE BB ELE®E, &
HEMNZERREEEER (P>0.05),

%1 IL2PEBESEONADP-HRELEIHINE
Table 1 Determination of ADP-ribosylation activity of IL2-PE fusion proteins

Sample (lpg) cpm cpm*
1L.-2 160 160
PE 1 600 1 600
1.2 (A55-133) -PE40 2 240 1 580
IL2-PE40 1 980 1 650
IL2-PE4OKDEL 2 000 1 670
IL2-PE6g*" 1 250 1 530
IL2-PE66'S"KDEL 1 300 1 600

Each ¢pm value was determined a1 1ug protein assessed by SDS-PAGE, and each cpm” value was the respec-
tive cpm modified at the same molar number as 1pg Pseudomonas exotoxin.

3 it it
IL-2 5% % (MPE, ABHE) LA TR RNEE BEETMHGF EFRTH MR KX,
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— KRB IFETRU _RBERERCEFENI N EREOEET IL2 LB, 5%
REFTEETERATENRIL-2 ONA SRFVEREAHEABSRELG , EFREHR
REZAWMAEBILZ-RERBEED. E—TEHENRSEREORGUTRA: =98
—T ML F BB (L2 5EREQUKEHE); ST A mE R4 8K;
FEFaEEKTE T HEREF. RMEHSFRAOSCGHR IL2-EXB4SEH.

HRZXW, PENARBELNESHRERKTRE S M EERRE (Arg-Glu-Asp-
Leu-Lys 3k REDLK) #4136, ¥ H KDEL ## REDLK, PE &4F T4 08 3 7 &
BF 4. A%, KDEL YNRFAHEEFEN, CTHEEENT PEREENSD.
BRI TRERBRATE K R D,

kSRR, L2-PE4AO A EO M EAMA B EQEEE (R EEM A IL-
2R MBS R QR S AT MG A BB 1D, 2 MM EE 2~3 M HER) MK
R ENN (W IL2-PE4O MREFMFEM A IL-2R # CTLL-2 K ID,H{TH
0. 4ng/ml, T8 PE4C BM{ERE HX 2 000 ng/ml L FGER B AW RBHEOT,

S ERRE,IL2-PEOMEEAREERBRAGREEIREM N IL-ZR HIKES
T HEAE, ATEHESBEKRFEBREY (MBHEACE™) MRS, IHERES
HETR., TRESHGRUEVRBHHERANTRAET SRV EREREC, FiE
S IL-2R MM K E R HIRY,

ij IL2-PE6s* " & ED , B LARThEES, M — ¥ IL2-PE40 R MM A R BRI, £
HXt A Efs PRA SRR S HEHRRE NV BIEOKESHRERCAABEZLN (L2-
PE66'" 2 IL2-PE40 B 165, BrRERARANITEHTFREENSFERBEWH
., HAHAREER (WBHYHEFEN., HSSEAER. RERAE/AMEN
AIDS) #WBhiGREFNRE™ .,

F{IMIE T IL2-PE40, IL2-PE40KDEL, IL2-PEs6'°"f] IL2-PES§*“"KDEL %@ &
EANRERZBARN, FLATEARE. SEARBFRMLT, RIIHTER
H—EMSEmH (£ 2), 34 IL2-PE40KDEL, IL2-PE66*“KDEL M4 E A1 &L
05 A LSO R BGE .

#2 5Pastan /MNAZEHYIL2PERAEANTE
Table 2 Comparisioa of IL2-PE fusion proteins made by our group with these by pastan group

Pastan group ¥ Qur group
N teminal Mei-Ala-Asp Met
Linker coding He-Pro-Glu-Gly Pro-Gly
Amino acids
IL-2 aa?-131 aal-133
PEsgg*c" 2a3-613 2al-613
Promoter used T7 PrFo
Expression rate* 5% 20% ~30%
trducing method Chemical (TPTG) Thermal (427C)

* ; It was expressed as the percent of the total amount bacterial protein.

R b Sh, ZEF IL 2 BERBBEETIL 2 5IL2RMEL, HUHE S HhEHEY
w2, ELTE IL2-PE RS EOFHRIMEE T IL-2 4 F CHpxEH; WEHASPEMN
MO MENEAERTASTFEEMAEAE W, BITHK#E IL2-PE66* " /IL2-
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PE66“"KDEL IR 8 T PE EOEEREMH B, X FHINIL-2C M
FH, P ES IL-2R SEMAZEEHM . [ % T84 IL2-PE @S % Q% XS M
FIRAFLEARERE, RIS IBEGHEATAHEERBERNE AT RER
E. BNEXEAP.BET, THTHRES, BT T l4b4dr; IL2-PE BAEAEINE
H20%~30%, RBEFLHEKTE: FENEARFETEREY, STAEARE, X
ERERINMMAREREAE SR REANATTE.

il HTEBARER., €K, HOEFK, LK. BRF. 24, IXEEH
TR SCRER ), FERRREE,
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Cloning and High Level Expression of Interleukin 2-
pseudomonas Exotoxin Fusion Gene in Escherichia coli

Gao Jimin Huang Honglian Wang Xiaoning
(The Ist Military Medical University, Guangzhou 510515)

Xu Lingfei Zheng Zhongcheng Liu Xinyuan
(Shanghai Institute of Biochemistry, Academia Sinica, Shanghai 200031}
Abstract  Using PCR and oligonucleotide-directed mutagenesis, recombinant plasmids
which express IL2-PE fusion genes, such as IL2-PE40, IL2 PE40KDEL, IL2-PE66*“" .
and IL2-PE66*“"KDEL, were constructed and expressed in E. coli at high level : 20-30
percent of total soluble bacterial proteins are the fusion protein. They exist as inclusion
bodies in E. coli. In addition , there are unique EcoR I , Pst I and Sma I sites , respec-
tively, in these expression vectors, so it will be conveniently changed to another expres-

sion vectors which contain other cytokines or toxins.

Key words Interleukin 2, pseudomonas exotoxin, fusion protein, gene expression, cyto-

toxicity
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