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Formation of anthrone 3a from reaction of 2 with base might 
proceed by either a [1,2] or a [1,3] shift of a methyl group to 
a carbonyl carbon.10 To distinguish between these two mech
anisms, it was necessary to carry out the rearrangement with 
a starting material which would yield a less symmetrical 
product. For this purpose diketone 4 was synthesized starting 
with a Diels-Alder reaction between 2-methyl-l,^naphtho
quinone arid /rarts-piperylene. Surprisingly, however, no re
action was observed with 4 under conditions in which 2 was 
completely converted into 3a. Use of stronger base or higher 
temperatures gave an inseparable mixture of products which 
did not appear to contain significant amounts of the desired 
analogue of 3a. 

Diketone 5 was therefore prepared in a manner similar to 
that used to synthesize 2, starting with 2,6-dimethyl-l,4-
naphthoquinone.12 Rearrangement of 5, catalyzed by potas
sium /erj-butoxide in HMPT, yielded a single product, which 
was identified as 6 (eq 3). Hydroxyanthrone 6 was indepen-
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dently prepared by oxidation of anthrone 713 with hydrogen 
peroxide in base. 

Thus, rearrangement of 5 (and undoubtedly of 2) proceeds 
by a [1,2] shift of the methyl group.'4 The occurrence of this 
novel type of rearrangement is clearly due to the fact that a new 
aromatic ring is formed in the reaction. The anions of 2 and 
5 can thus be considered to be novel members of the class of 
"blocked aromatic molecules", which can become aromatic 
by migration of a single ring substituent.16 

Acknowledgment. We thank the donors of the Petroleum 
Research Fund, administered by the American Chemical 
Society, for a grant in support of this work. 

References and Notes 

(1) For a brief review, see Collins, C. J.; Eastham, J. F. "The Chemistry of the 
Carbonyl Group", Patai, S., Ed.; Interscienoe Publishers: New York, 1966; 
pp 778-787. 

(2) Mazur, Y.; Nussim, M. Tetrahedron Lett. 1961, 817. Wendler, N. L. In 
"Molecular Rearrangements", de Mayo, P., Ed.; Intersoience Publishers: 
New York, 1963; Vol. 2, pp 1114-1121. Nickon, A.; Nishida, T.; Lin, Y.-i. 
J. Am. Chem. Soc. 1969, 91, 6860. Urry, W. H., Duggan, J. C; Pai, M.-S. 
H. Ibid. 1970, 92, 5785. Paukstelis, J. V.; Stephens, D. N. Tetrahedron Lett. 
1971, 3549. Niekon, A.; Nishida, T.; Frank, J.; Muneyuki, R. J. Org. Chem. 
1971, 36, 1075. 

(3) E.g.: Mousseron, M.; Phvou Du, N. C R Acad. Sci. 1944, 218, 281. 
Tchoubar, B. Bull. Soc. ChIm. Fr. 1955, 1363. Baudry, D.; Begue, J. P.; 
Charpentier-Morize, M. Ibid. 1971, 1416. Conia, J. M.; Salaun, J. R. Ace. 
Chem. Res. 1972, 5, 33. Kende, A. Org. React. 1966, 77, 261. 

(4) E.g.: Wendler, N. L. Chem. Ind. {London) 1958, 1663. Mousseron, M.; 
Winternitz, F.; Crastes de Paulet, A. CR. Acad. Sci. 1958, 246, 2200. 
Wlnternitz, F.; Crastes de Paulet, A. Bull. Soc. Chim. Fr. 1960, 1460. 
Puterbaugh, W. H.; Hauser, C. R. J. Am. Chem. Soc. 1964, 86, 1105. 

(5) Nickon, A.; Kwasnik, H.; Swartz, T.; Williams, R. O.; Di Giorgio, J. B. J. Am. 
Chem. Soc. 1965, 87, 1615. Davis, B. R.; Woodgate, P. D. Chem. Commun. 

1966, 65. Freeman, J. P.; Plonka, J. H. J. Am. Chem. Soc. 1966, 88, 3662. 
Coates, R. M.; Chen, J. P. Chem. Commun. 1970, 1481. Yates, P.; Betts, 
M. J. J. Am. Chem. Soc. 1972, 94, 1965. Johnson, A. L.; Stothers, J. B.; 
Tan, C. T. Can. J. Chem. 1975, 53, 212. Rampersad, M. B.; Stothers, J. 
B. J. Chem. Soc, Chem. Commun. 1976, 709. Nickon, A.; Lambert, J. L.; 
Oliver, J. E.; Covey, D. F.; Morgan, J. J. Am. Chem. Soc. 1976, 98, 2593. 
Cheng, A. K.; Stothers, J. B.; Tan, C. T. Can. J. Chem. 1977, 55, 447. 
Cheng, A. K.; Stothers, J. B. Ibid. 1978, 56, 1342. 

(6) Diketone 2 had been previously reported as being prepared in 5,4% yield 
(GLC analysis) by condensation of crotonaldehyde with 2-methylnaphtho
quinone. No experimental details or physical constants were reported: 
Casiraghi, G.; Casnati, G.; Salerno, G. J. Chem. Soc, Chem. Commun. 
1972, 955. 

(7) The enol ether, i, was of interest because it would be the first example of 
a molecule with fused blocked aromatic rings. 

(8) Mancilla, J. M.; Nonhebel, D. C; Russell, J. A. Tetrahedron 1975, 31, 3097. 
Rigaudy, J.; Cuong, N. K.; Albouy, J.-P.; Chetrit, A. Tetrahedron Lett. 1976, 
1089. 

(9) Heymann, H.; Trowbridge, L. J. Am. Chem. Soc. 1950, 72, 84. 
(10) A [ 1,3] shift In the enol or enolate anion of 2 could be considered a variant 

of the known11 shifts of alkyl groups in semibenzenes. 
(11) Hart, H.; DeVrieze, J. Tetrahedron Lett. 1968, 4257. See also Miller, B.; 

Lai, K.-H. J. Am. Chem. Soc. 1972, 94, 3472. 
(12) Fieser, L. F.; Seligman, A. M. J. Am. Chem. Soc. 1934, 56, 2690. 
(13) Shemyakin, M. M.; Kolosov, M. N.; Hsieh, Y.-Y.; Karapetyan, M. G.; Shen, 

H.-Y.; Gurevich, A. I. Izv. Akad. Nauk SSSR, Ser. Khim. 1964, 1013; Chem. 
Abstr. 1964, 61, 9446. 

(14) A referee has suggested that formation of 6 may result from isomerization 
of the 1,3-migration product, 3,10-dimethyl-10-hydroxyanthrone, under 
the conditions of the reaction. Such isomerization, however, should give 
detectable amounts of both isomers, which was not the case. Furthermore, 
our studies have shown that even such active migrators as benzyl groups 
do not undergo migration from C-10 to C-9 of 10-hydroxyanthrones in either 
base or acid.15 

(15) Creedon, V. M. Ph.D. Dissertation, University of Massachusetts, 1979. 
(16) Miller, B. Ace. Chem. Res. 1975, 8, 245. 

Bernard Miller,* Ajit K. Bhattacharya 
Department of Chemistry, University of Massachusetts 

Amherst, Massachusetts 01003 
Received October 29, 1979 

Pyridine-Containing Polymers: 
New Matrices for Protein Immobilization 

Sir: 

Owing to the increased use of polymers in chemistry and 
biology, a considerable interest in immobilization of entities 
such as enzymes, cells and small ligands has developed.1 Such 
preparations are used for practical applications such as puri
fication of compounds by affinity chromatography2 and for 
fundamental studies such as mechanisms of chemical3 and 
enzymatic reactions.1 The advantage of using immobilized 
species are numerous and include reuse, ease of separation 
from the reaction mixture and increased stability against heat, 
autolysis, and chemical effects. 

The formation of a Schiff base between an aldehyde-con
taining matrix and free amino groups of proteins provides mild 
and simple reaction conditions for coupling. Polymeric al
dehydes are usually prepared by reaction of an excess of glu-
taraldehyde with polymeric amines4 or hydrazides5 or by ox
idation of polysaccharides with sodium periodate.6 The excess 
of glutaraldehyde is used to block all the amino groups and to 
prevent cross-linking of the polymer. 

The reaction of the nucleophilic pyridine nitrogen with 
strong electrophiles such as cyanogen bromide, fluorodini-
trobenzene, and p-toluenesulfonyl chloride to yield glutaconic 
aldehyde is well known.7 This reaction is the basis for a 
quantitative method for the determination of cyanides8 and 
was recently used for determining the extent of activation of 
polysaccharides with cyanogen bromide.9 
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Polymers containing pyridine can be directly converted into 
polyaldehydes (glutaconic aldehyde) by the reaction with cy
anogen bromide. The polyaldehyde formed can be used for the 
binding of protein and other ligands. The overall reaction is 
summarized in the eq 1. In these polymers no cross-linking can 

I H W ° 
C = N 

H2NCN + H+ 

I 
Prot 

occur, and the amount of aldehyde formed is controlled by the 
amount of cyanogen bromide added. Further advantages are 
that excess aldehyde groups can either be reduced with bor-
ohydrides or converted back to pyridine by reaction with am
monia. Also the products of the reaction with proteins are 
pyridinum salts and therefore they are completely stable and 
no leakage was observed on prolonged storage. 

In order to show that polypyridines can be converted into 
the corresponding aldehydes, polyvinylpyridine, polysaccha
rides, glass beads, and polyacrylamide derivatives containing 
pyridine were prepared, and reacted with CNBr under anhy
drous conditions. The polymers were filtered and treated with 
water followed by reagents which react with aldehyde. All the 
pyridine-containing polymers gave strong blue colors with 
barbituric acid and reacted strongly with /?-nitrophenylhy-
drazine, indicating the presence of aldehydes. This was sub
stantiated by infrared spectroscopy. 

The aldehydes formed were also capable of binding amines. 
This was demonstrated by the binding of the copper complex 
of lysine through its e-amino groups. The amount of lysine 
bound to polyvinylpyridine was 1.3 mmol/g of dry gel as de
termined by the amount of copper bound. All of the polymers 
described above were used to bind several proteins including 
trypsin and chymotrypsin and specific examples of enzyme 
binding are given below. 

(1) Dry polythiol (Koch & Light), 1.0 g, was heated with 
4-vinylpyridine in a well-stoppered flask on.a shaker for 3 h at 
37 0C. The suspension was then kept at room temperature 
overnight. The gel was filtered, washed carefully with ethanol, 
and dried. The gel was reacted at room temperature with 1-3 
g of CNBr in dry dioxane (5 mL) for 5 min. Water was then 
added and the mixture stirred for 20 min at room temperature. 
The gel was filtered, washed with cold water, and stirred ov
ernight with a solution of trypsin in phosphate buffer pH 5.0 
at 4 0C. Using this procedure one can bind up to 117 mg of 
enzyme/g of dry gel. The specific activity of the immobilized 
enzyme was 70% that of soluble trypsin. The apparent Â M in 
the hydrolysis of (7V,a)-benzoylarginine ethyl ester was close 
to that of soluble trypsin. The pH optimum for activity of the 
immobilized enzyme was about pH 9.5. 

(2) Glass beads containing amino groups, 1.0 g,10 were 
reacted with pyridine-4-carboxyaldehyde in phosphate buffer 
(pH 7.0 for 1 h at room temperature), washed with water, and 
dried carefully. The beads were suspended in dioxane (5 mL), 
degassed, and activated with 1-3 g of CNBr dissolved in ab
solute dioxane (3 mL) for 5 min at room temperature. Fol
lowing the addition of 0.25 M carbonate buffer pH 9.0, the 
mixture was stirred at room temperature for 20 min, the pH 
being held constant by manual titration with 2 N NaOH. The 
activated glass beads were then washed with cold water and 

coupled to the enzyme in the same manner as described above. 
Trypsin, as well as a-chymotrypsin bound to glass matrices, 
had high specific activities. The pH optimum for activity of the 
immobilized trypsin was the same as with the other gel, 
whereas that of a-chymotrypsin was pH 9.0. 

The polypyridines described are not the only polymers that 
can be used since the number of methods for preparing pyridine 
containing polymers and copolymers is almost unlimited 
judging from the numerous pyridine derivatives available. 
Pyridine is also a component of many synthetic membranes and 
ion-exchange resins. Thus, proteins as well as other molecules, 
can be bound to any of these polymers. 
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Highly Selective Membrane Transport of Pb2+ 

from Aqueous Metal Ion Mixtures 
Using Macrocyclic Carriers1 

Sir: 

Incorporation of macrocyclic ligands into hydrophobic 
membranes to serve as cation carriers offers a method to exploit 
the high cation selectivity2 demonstrated by these ligand 
molecules. Means have been developed3,4 whereby cation 
transport of this type can be coupled to free-energy gradients 
which drive the flux of cations against the cation concentration 
gradient. Potential applications5 of this technology include the 
separation and concentration of chemical species, the detection 
and measurement of chemical species, and the removal of 
undesirable chemical species from the environment or from 
biological systems. 

In the present communication, we report the transport rates 
of Pb2+ and of several alkali, alkaline earth, and transition 
metal cations through liquid membranes containing one of 
several macrocyclic ligands. Our objective was to determine 
the effectiveness of membranes containing macrocycles in 
selectively transporting Pb2+ which is of interest in relation 
to the environment and human toxicity. Some membrane 
transport data have been published indicating rates of transport 
of individual cations.3-4'6-10 In addition, Tl(I) and K+ have 
been transported by macrocycles in the presence of a large 
excess of Na+ . ' ' However, we believe that this is the first report 
of liquid membrane transport in which macrocyclic carriers 
are used to effect separation of divalent metal cations from 
cation mixtures. We have found that remarkably high trans
port selectivities for Pb2+ can be achieved even when the ratio 
of Pb2+ concentration to the concentration of another cation 
in the mixture is < 1 /100. 

Liquid membrane experiments were performed using cells 
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