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Preparation and characterization of antibody against
glycyl-L-histidyl-L-lysine-copper (II) complex
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Osaka University of Pharmaceutical Sciences, 4 — 20— 1 Nasahara, Takatsuki 569 — 1094, Japan.

Antiserum against gly-L-his-L-lys (GHK)—Cuer complex has been generated using BSA-GHK-Cu?* conjugate as
an immunogen, and an EIA for the determination of GHK-Cu®* has been developed. The standard curve allows the
determination of 8X10 M to 1X10°M of GHK-Cu?". The EIA method was applied to the determination of GHK-
cu®* spiked in rat plasma. Recoveries from o - phenanthroline treated rat plasma were satisfactory whereas they
from untreated rat plasma were low. The antiserum can bind to not only GHK-Cu*" but also GHK, though the affin-

ity is higher for the former than for the latter.
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7/ EMCS- GHK- Cu Fig. 1 Visible spectra of GHK- Cu?" solution and the

e ‘* reaction mixture of EMCS and GHK-Cu®". GHK-

- GHK-Cu N Cu?* solution; 50 mg/ml in water: reaction mix-

02 — ture; EMCS (4.7 mg/ml) and GHK -Cu®* (54 mg/

ml) in reaction medium (0.1 M phosphate buffer,
pH 6.0 : tetrahydrofuran = 3 : 1) after 17 hours.
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Fig. 2 Calibration curve for GHK-Cu®" and effects of GHK and Cu®* on
EIA method. 0-10*M of GHK -Cu®* (O), GHK (@) and Cu** ().
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Table 1 Recoveries of GHK-Cu from rat plasma with or without treatment

Sample Add_ed Four_ld Recovery C.V.

(x 1075M) (x 1075M) (%) (%)

20 22 11 -

10 1.6 16 -

Untreated plasma

5 1.2 24 -

25 0.6 24 -
20 218 £ 39 109 17.9
Diluted plasma 5 58 =15 116 25.6
25 39 £ 04 156 10.6

20 157 £ 2.1 79 133
o-phenanthroline 10 100 = 1.0 100 100
treated plasma 5 73 25 146 343
25 30 10 120 333

Table 2 Recoveries of GHK from rat plasma with or without treatment

Sample Added Found Recovery C.V.
P (X 108M) (X 10°5M) (%) (%)
20 12 6 -
10 05 5 -
Untreated plasma
5 04 8 -
25 0.2 3 -
20 202 = 29 101 14.6
Diluted plasma 10 103 + 2.1 103 20.1
5 51 = 06 102 10.8
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GHK X » % GHK - Cu®" D F 05 T 5 W EEM: b Rl S 172,

INEOKEDNS, SEESNPUKIZGHK - Cu2 0Aa 7T Th ¢ GHK b RikT aharioo b, 72, A#R
HHOGHK - Cu®* b FHMTEL LIS DL ol

ZEH
1) Pickart, L., and Thaler, M.M. (1973) Nature. New Biol. 243: 85.
2) Pickart L., Thaler M.M. (1980) ] Cell Physiol. 102: 129.
3) Pickart L., Freedman J.H, Loker W.J., Peisach J., Perkins C.M,, Sténkamp RE., Weinstein B. (1980) Nature 238:
715,
4) Pickart L. (1981) In Vitro 17: 459.
5) Grosse G, Lindner G. (1980) Folia Morphol. {Praha). 28: 345.
6) Raju K.S, Alessandri G., Ziche M., Gullino P.M. (1982) J. Natl. Cancer Inst. 69: 1183.
7) Lane T.F, Iruela-Arispe M.L. Johnson R.S., Sage E.H. (1994) J. Cell Biol. 125: 929.
8) Maquart F.X, Bellon G, Chaqour B, Wegrowski J, Patt LM, Trachy RE. Monboisse J.C, Chastang F,
Birembaut P., Gillery P. (1993) J. Clin. Invest. 92: 2368.
9) Robins S.P. (1982) Biochem. J. 207: 617.
10) Endo T, Miyagi M., Ujiie A. (1997) J. Chromatgr. A 692 37.


saito
長方形


