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Fig 1 Separation of Fab-PYM conjugate on
sephadex G 75. Column: Sephadex G 75 2.0 cm X
100 ¢cm. Eluent: 0.01 mol* L' phosphate buffer
(pH 7.4) , containing 0.15 mol*L™' NaCl. Peak I :
Fab-PYM; Peak 2: Free PYM
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Fig 2 I m munoreactivity of integral McAb 3 A5,
Faly fragment and Fab-PYM conjugate with colon
carcinoma 26 cells and KB cells in ELISA. ® —® 3 A5
(ACE?EA;(QB)F?I)O(:??&‘;’ (E IZI:) ljal);P-YF]\:é’.cfz)i)N;[ Fig '3 Cytotoxicity of Fab-PYM ag/ainst colon
( KB) carcinoma 26 cells. The I1Cs, values of Fab-PYM and

PYM are 2.51 pg* mL™' and 32.46 pg+ mL™ "',

respectively. Data are means, n =3. ®*—* PYM;
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Tab 1 Inhibitory effects of pingyangmycin(PYM) and Fab-PYM on the growth of

colon carcinoma 26 in BALPB/ ¢ mice( x £ s)

. Dose/ No. of mice Body weight Tumor weight”/ Inhibition/
Treat ment o1 . o
mg* kg Initial End change/ g mg %
PBS 8 8 +2.9 1593 £346
PYM 5 8 8 +1.5 707 £406 56"
Fab-PYM 5 8 8 +1.3 370 £69 717"

*BALB/c mice were inoculated sc with colon carcinoma 26 cells. Twenty four h after tumor cells
inoculation , groups of 8 animals received ip injections of either PYM(5 mg*kg '), 3A5 Fab-PYM
(5 mg=kg '), or phosphate buffer solution ( PBS) every other day for a total of 6 injections. "The

*

tumor weight was measured on day 14 . " P<0.05 vs PYM; "~ " P<0.0l wvs PBS
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Tab 2 Inhibitory effects of PYM and Fab- PYM on the growth of

colon carcinoma 26 in BALPB/ ¢ mice( x £ s)

S Dose/ No. of mice Body weight Tumor weight”/ Inhibition/
mg kg™ Initial End change/ g mg %
PBS 10 10 +1.2 768 £222
PYM 5 10 10 -0.5 230 90 70" "
10 10 10 -1.8 158 £34 79" "
Fab-PYM 5 10 10 -0.6 88 £19 89" " 4h
10 10 10 -1.0 72 %16 91" 8%
3A5-PYM 5 10 10 -2.3 204 £29 73" "

*BALB/c¢ mice were inoculated sc with colon carcinoma 26 cells. Twenty four h after tumor cells

inoculation, groups of 10 animals each received iv injections of either PYM(5 or 10 mg* kg~ ., Fab -
PYM(5 or 10 mgekg '), 3A5-PYM(5 mg-kg '), or phosphate buffer solution ( PBS) every other
day for a total of 7 injections. "The tumor weight was measured on day 14. ~~ P<0.0l s PBS;

2% P<0.01 vs equivalent PYM
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ANTITUMOR EFFECTS OF PINGYANGMYCIN CONJUGATED WTH
Fab FRAGMENT OF MONOCLONAL ANTIBODY

LIU Xiaoyun, LIU Xiwrjun, LI Yi, WANG Wergang, ZHEN Yong-su

(Institute of Medicinal Biotechnology , Chinese Academy of Medical Sciences and
Peking Union Medical College, Beijing 100050 , China)

ABSTRACT': AIM To develop an immunoconjugate with targeting antitumor effects by linking the Fab
fragment of McAb to pingyang mycin (PYM) . METHODS McAb 3 A5 was digested with pepsin to obtain Faly
fragment. Linking between Fab and PYM was mediated by dextran T-40. Immunoreactivity of Fab was
determined by ELISA. Bacteria inhibitory activity of the conjugate was determined by TTC assay . Cytotoxicity
to carcinoma cells was determined by MTT assay and antitumor effects in vivo were assessed in BALB/ ¢ mice
transplanted with colon carcinoma 26( C26) . RESULTS The Faly- PYM conjugate retained immunoreactivity
with C26 cells, the target cells. The IG, values of Fab-PYMand PYM to C26 cells were 2. 51 pg® mL” "and
32.46 pge mL” ! , Tespectively . Fab-PYM and PYM displayed similar cytotoxicity to KB cells ,the nom target
cells . By intraperitoneal dose of 5 mg=kg ' X6, Fab-PYMand PY M suppressed the growth of colon carcinoma
26 by 77 % and 56 %, respectively. By intravenous dose of 5 mgekg ' x 7, Fab-PYM, 3A5-PYMand PYM
inhibited the growth of colon carcinoma 26 by 89 %, 73 % and 70 %, respectively . Fab-PYM was found to be
more effective against target tumor than 3A5-PYM and PYM ( P <0.01) . With higher tolerable dose of 10
mge kg "% 7, iv, the inhibition of tumor growth by Fab-PYM reached 91 %. CONCLUSION Fab-PYM
conjugate characterized by smaller size of the molecule displayed higher antitumor effects than 3 AS-PYM and
free PYM.

KEY WORDS: monoclonal antibody ; Fab fragment ; pingyangmycin; immunoconjugate; antitumor
activity





