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Many types of liposome-based procucts have been exten­
sively studied for effective drug delivery systems.1 However, 
liposomal drug delivery to cells or tissues other than the 
reticulo-endothelial system (RES) was difficult since lipo­
somes are rapidly taken up by the RES cells in the liver and 
spleen.2,3 Two factors that govern the affinity of liposomes to 
the RES may be the nonspecific hydrophobic interactions of 
liposomes with RES cells and a specific opsonization reac­
tion involving blood components.4-6 To overcome this prob­
lem, ganglioside GM1 was incorporated into liposomes. The 
liposomes containing ganglioside GM1, which was called 
‘‘stealth liposomes'', showed considerably prolonged circu­
lation lifetimes in vivo.7-9 Therapeutic applications of GM1- 
containing liposomes, however, are not practical due to the 
high expense of GM1 and the difficulty in obtaining large 
quantities either by extraction of natural sources or by syn­
thesis.

Diacyl phosphoethanolamine-N-[monomethoxypoly (eth­
ylene glycol) succinate] (PEG-PE) was also reported to pro­
long the circulation time of liposomes.10 The long 
circulation time may allow concentration of PEG-coated 
liposomal drugs in solid tumors.11 The PEG protective action 
may be due to the flexibility of polymer molecules and the 
ability to form a dense polymeric cloud over the liposome 
surface.12,13

A new type of immunoliposomes carrying monoclonal 
antibodies at the distal ends of the PEG chains enhanced the 
lung binding.14 Allen et al. synthesized various types of PEG 
derivatives and studied their effect on the RES uptake.15 Parr 
et al. reported the influence of different chemical links 
between PEG and lipid moieties on circulation lifetime.16 
Huang et al. studied interaction of PEG-PE with cholesterol­
phospholipid mixtures,17 and effects of PEG chain length 
and lipid acyl chain composition on the interaction of PEG- 
PE with phospholipid.18 The pH-sensitive liposomes con­
taining PEG-PE decreased the pH-dependent release of 
entrapped calcein in buffer or cell culture medium, but steri- 
cally stabilized the liposomes in vivo.19 The effect of PEG- 
PE on liposome structure and leakage at submicellar concen­
trations was also reported.20

Even though PEG-PE can be prepared in relatively large

Figure 1. Chemical structures of (a) PEG-DPPE and (b) PEG- 
DHG.

quantities, the preparation of PEG-PEs is still costly due to 
the high price of PE. Thus we attempted to investigate an 
alternative to PEG-PE which can be readily prepared in large 
quantities. Dihexadecyl N-[monomethoxypoly(ethylene gly­
col) 2000 succinate]-L-glutamate (PEG-DHG) was synthe­
sized, and its interaction with phospholipid bilayers was 
compared with that of PEG-DPPE (1,2-dipalmitoylphos- 
phatidylethanolamine) (Figure 1).

Experimental Section

Synthesis of PEG-DHG. Compound 1 was prepared as 
previously described procedure.21 A solution of compound 1 
(0.60 g, 0.84 mmol) and Pd/C (10%, 0.10 g) in hexane/ethyl 
acetate (1/2, 10 mL) was stirred at room temperature under 1 
atmosphere of hydrogen until TLC showed that the reaction 
was completed. After filtration, the filtrate was concentrated 
and the resulting compound 2 was used in the next step with­
out further purification.

Compound 3 was prepared according to the previously 
reported procedure.15 A solution of compound 3 (0.80 g, 
0.38 mmol), DCC (0.10 g, 0.49 mmol), and N-hydroxy- 
succinimide (0.048 g, 0.42 mmol) in dichloromethane (20 
mL) was stirred for 1 h at room temperature in order to 
obtain compound 4. The crude compound 2 (0.27 g, 0.46 
mmol) was added to the above solution and stirred for an 
additional 3 h. The precipitate was filtered off and the filtrate 
was concentrated. The residue was subjected to silica gel 
column in ethyl acetate/methanol (10/1) and then in dichlo- 
rormethane/methanol (15/1) to obtain compound 5, PEG-
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DHG (0.86 g).
Preparation of liposomes. 1,2-Distearoylphosphatidyl- 

choline (DSPC) or a mixture of DSPC with PEG-DPPE or 
PEG-DHG in chloroform was dried with a rotary evaporator. 
The dried lipid films were vacuum desiccated for 1 h and 
suspended with an aqueous calcein solution (50 mM, 300 
mOsm/L, pH 8.0). The samples were frozen, melt, and vor- 
texed at 70-80 oC. The freeze-thawing cycle was repeated 
several times. The mixture was then sonicated at 70 oC with 
a tip type sonicator (Misonic Inc.) for 5 min, followed by a 
10 min resting period. The samples were then sonicated for 
an additional 5 min. The transparent liposome suspension 
was chromatographed on Bio-Gel A column equilibrated 
with PBS (phosphate buffered saline, 300 mOms/L, pH 7.5) 
to remove unentrapped calcein. The phospholipid concentra­
tion was determined by employing the Bartlett method.22 
DOPE liposomes containing PEG-DPPE or PEG-DHG were 
prepared as above, but the DOPE suspensions were vortexed 
and sonicated at room temperature.

Measurements of % leakage from liposomes. Small 
liposomes (4.4X10—4 m) were incubated in PBS at pH 7.5 
and 37 oC. A fluorometer (Simoaminoco Luminescence 
Spectrometer, Series 2) was used to measure the fluores­
cence intensity of calcein, and the percent leakage was cal­
culated as described earlier.23 For a study of plasma stability, 
calcein-containing liposome suspensions (1.7X10-4 M) and 
the same volume of human plasma were preincubated at 37 
oC and mixed together. The fluorescence of the mixture was 
measured at different incubation time-points.

Measurements of phase transition temperatures. DSPC 
or a mixture of DSPC with 6 mol% PEG-DPPE, or PEG- 
DHG was hydrated in PBS with the freeze-thawing proce­
dure (15 wt%). The hydrated sample was transferred into an 
aluminum DSC pan and sealed. Thermal phase transitions of

Scheme 1. A chemical synthetic route of PEG-DHG: (a) H2 (1 
atm), Pd/C (10%), hexane/ethyl acetate (1/2); (b) DCc, N- 
hydroxysuccinamide, CH2C"

the bilayers were observed with a DSC 2910 differential 
scanning calorimeter (TA Instrument Co.).

Results and Discussion

Deprotection of the N-carbobenzyloxy group of com­
pound 1 was performed with Pd/C in the hydrogen atmo­
sphere to obtain compound 2. Compound 3 was prepared 
from monomethoxy PEG (MW 2000) and succinic anhy­
dride, and converted to compound 4,16 which reacts readily 
with compound 2 to yield the final target compound. The 
synthesis of PEG-DHG was efficient, and the overall yield 
was 85% based on compound 3.

A proton NMR spectrum of PEG-DHG showed all of the 
expected signals without any significantly appreciable impu­
rity peaks. A carbon-1 3 NMR spectrum of the compound 
indicated four peaks in the range of 171-1 73 ppm, corre­
sponding to four carbon atoms of the carbonyl groups in 
PEG-DHG: three ester groups and one amide group.

Small DSPC liposomes containing 6 mol% PEG-DHG, 
which is greater than the minimum required for full protec- 
tion,13 were prepared. The released calcein from the DSPC 
liposomes with or without PEG-DHG was less than a few
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Figure 2. (A) Release of entrapped calcein from DSPC liposomes 
containing (•) 6 mol% PEG-DPPE and (■) 6 mol% PEG-DHG in 
50% human plasma at 37 oC; (B) Release of entrapped calcein from 
DOPE liposomes containing ( O ) 10% PEG-DPPE, or ( □ ) 10% 
PEG-DHG in PBS, and ( • ) 10% PEG-DPPE, or (■ ) 10% PEG- 
DHG in 50% human plasma at 37 oC. 
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percents within 4 h at 37 oC (data not shown), suggesting 
that PEG-DHG molecules do not destabilize the DSPC lipo­
somes. The stability of DSPC liposomes containing 6 mol% 
PEG-DPPE or PEG-DHG was also tested in 50% normal 
human plasma. The leakage rate of calcein from the lipo­
somes containing PEG-DHG was similar to that for lipo­
somes containing PEG-DPPE (Figure 2A). This result 
indicates that PEG-DHG does not increase the leakage rate 
of DSPC liposomes incubated in PBS or in 50% plasma 
compared to PEG-DPPE.

DOPE does not form liposomes by itself under the physio­
logical conditions, and needs a second component such as 
fatty acid or other types of lipid.24 DOPE/PEG-DPPE (10/1, 
mol/mol) and DOPE/PEG-DHG (10/1, mol/mol) liposomes 
released only a few percents of entrapped calcein within 3 h 
in PBS at 37 oC (Figure 2B). If most of PEG derivative mol­
ecules in outer monolayers of the DOPE liposomes are 
removed by plasma proteins, the DOPE liposomes will be 
collapsed completely to release the entrapped calcein into 
the aqueous media. However, the DOPE liposomes in 50% 
human plasma released only about 45% of the entrapped cal­
cein within 1 h, and did not release any more during the next 
2 h. Regardless of the exact mechanism about the loss of the 
PEG derivatives from the liposomes, the present result sug­
gests that the PEG derivatives in the outer monolayers of
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Figure 3. DSC thermograms of hydrated bilayers of (a) DSPC 
only, (b) DSPC with 6 mol% PEG-DPPE, (c) DSPC with 6 mol% 
PEG-DHG. All of the thermograms were obtained from the second 
heating scans and the scan rate was 5 oC/min.

DOPE liposomes may not be easily extracted out by plasma 
proteins, and the degree of retention of PEG-DHG in DOPE 
liposomes may be similar to that of PEG-DPPE even though 
the retention test should be performed in vivo for further 
direct comparison with PEG-DPPE.

It is known that DSPC undergoes the pretransition and the 
main transition at 51 and 55 oC, respectively.25 DSPC bilay­
ers prepared in this experiment show the pretransition as a 
very small shoulder at about 51 oC, but clearly show the 
main transition at 55 oC as shown in Figure 3. DSPC bilayers 
containing PEG-DPPE or PEG-DHG show only the main 
transition at 54 or 55 oC, respectively. The enthalpy changes 
related to the transition peak size was not compared in this 
experiment since the concentrations of DSPC in the DSC 
samples could be different from the initial concentrations 
due to the sample transfer procedure from the stocks to DSC 
pans.

The pretransition is very sensitive to the presence of mole­
cules which can interact with the lipid head groups.26 The 
pretansition of DSPC bilayers was not detected when PEG- 
DPPE or PEG-DHG molecules were present in the DSPC 
bilayers, indicating that both PEG-DPPE and PEG-DHG 
molecules interact with DSPC head groups. Any modifica­
tion of the main transition in temperature, enthalpy, and the 
peak width results from a change of organization of the lipid 
molecules in bilayers. With PEG-DHG molecules, the main 
transition temperature was not shifted. On the other hand, 
the transition peak width was slightly increased compared to 
that for pure DSPC bilayers, but narrower than that for the 
bilayers containing PEG-DPPE. This result indicates that 
incorporation of PEG-DHG into DSPC bilayers may not dis­
turb significantly DSPC bilayers, and at least does not dis­
turb them as much as PEG-DPPE.

In summary, PEG-DHG was successfully synthesized. 
Retention of PEG-DHG in DOPE liposomes was compara­
ble to that of PEG-DPPE in vitro. Disturbance of DSPC 
bilayers by PEG-DHG may be comparable to or less than 
that by PEG-DPPE. The influences of PEG-DHG on the cir­
culation lifetime of liposomes and biodistribution of liposo­
mal contents are under investigation and will be reported in 
the near future.

Acknowledgment. The authors wish to acknowledge the 
financial support of the Korea Research Foundation (Grant 
No. 1997-002-D00219). We also thank Won-Young Yang 
for the technical assistance in the fluorescence measurement 
and DSC experiment.

References

1. Gregoriadis, G. TIBTECHDECEMBER 1995, 13, 527.
2. Liposomes as Drug Carriers: Recent Trends and Progress; 

Gregoriadis, G., Ed.; John Wiley and Sons: Chichester, 
1988.

3. Hwang, K. J. Liposomes: From Biophysics to Therapeu­
tics; Ostro, M. J., Ed.; Dekker M.: New York, 1984; pp 
109-156.

4. Moghimi, S. M.; Patel, H. M. FEBSLett. 1988, 233, 143.
5. Moghimi, S. M.; Patel, H. M. Biochim. Biophys. Acta



1088 Bull. Korean Chem. Soc. 1999, Vol. 20, No. 9

1988, 984, 384.
6. Senior, J. H. CRC Crit. Rev. Ther. Drug Carrier Systems 

1987, 3, 123.
7. Allen, T. M.; Chonn, A. FEBSLett. 1987, 223, 42.
8. Gabizon, A.; Papahadjopoulos, D. Proc. Natl. Acad. Sci. 

USA 1988, 85, 6949.
9. Allen, T. M.; Hansen, C.; Rutledge, J. Biochim. Biophys. 

Acta 1989, 981, 27.
10. Mori, A.; Klibanov, A. L.; Torchilin, V. P.; Huang, L. 

FEBS 1991, 284, 263.
11. Allen, T. M. Drugs 1998, 56, 747.
12. Maruyama, K.; Takizawa, T.; Yuda, T.; Kennel, S. J.; 

Haung, L.; Iwatsuru, M. Biochim. Biophys. Acta 1995, 
1234, 74.

13. Torchilin, V P; Papisov, M. I. J. Liposome Res. 1994, 4, 
725.

14. Torchilin, V P; Omelyanenko, V G.; Papisov, M. I.; 
Bogdanov, Jr., A. A.; Trubetskoy, V S.; Herron, J. N.; 
Gentry, C. A. Biochim. Biophys. Acta 1994, 1195, 11.

15. Allen, T. M.; Hansen, C.; Martin, F.; Redemann, C.; Yau- 
Young, A. Biochim. Biophys. Acta 1991, 1066, 29.

Notes

16. Parr, M.; Ansell, S. M.; Choi, L. S.; Cullis, P. R. Biochim. 
Biophys. Acta 1994, 1195, 21.

17. Bedu-Addo, F. K.; Tang, P.; Xu, Y; Haung, L. Phamaceu- 
tical Res. 1996, 13, 710.

18. Bedu-Addo, F. K.; Tang, P.; Xu, Y.; Haung, L. Phamaceu- 
tical Res. 1996, 13, 718.

19. Slepushkin, V. A.; Simoes, S.; Dazin, P.; Newman, M. S.; 
Guo, L. S.; de Lima, M. C. P.; Duzgunes, N. J. Biol. 
Chem. 1997, 272, 2382.

20. Johnsson, K. E. M.; Karlsson, G.; Silvander, M. Biophy. J.
1997, 73, 258.

21. Kuo, T.; O'Brien, D. F. Macromolecules 1990, 23, 3225.
22. Stoscheck, C. M. Methods Enzymol. 1990, 182, 50.
23. Jin, J. Y.; Lee, Y.-S. Bull. Korean Chem. Soc. 1998, 19, 

645.
24. Litzinger, D.; Huang, L. Biochim. Biophys. Acta 1992. 

1113, 201.
25. Koynova, R.; Koumanov, A.; Tenchov, B. Biochim. Bio­

phys. Acta 1996, 1285, 101.
26. Grenier, G.; Berube, G.; Gicquaud, C. Chem. Pharm. Bull.

1998, 46, 1480, and references in therein.


