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“As the title of the article by me and

Louise Morris indicates, i t  reports a

modified method based on the earlier

Moore and Stein procedure for the ion

exchange analysis of amino acids which

had been automated by Spackman,

Moore  and Ste in .  Our  reason fo r

modifying what was already a highly

developed method and one of the most

impor tan t  p rocedures  in  modern

b iochemis t ry  was  twofo ld .  F i rs t ,  i t

seemed to be an advantage to be able

to do a complete analysis on a single

column in one run rather than two runs

on separate columns as required by the

Spackman procedure .  Second,  we

The Sparkman, Moore, and Stein procedureThe Sparkman, Moore, and Stein procedureThe Sparkman, Moore, and Stein procedureThe Sparkman, Moore, and Stein procedureThe Sparkman, Moore, and Stein procedure

for amino acid analysisfor amino acid analysisfor amino acid analysisfor amino acid analysisfor amino acid analysis11111 was modified by was modified by was modified by was modified by was modified by

using a continuous salt and pH gradient forusing a continuous salt and pH gradient forusing a continuous salt and pH gradient forusing a continuous salt and pH gradient forusing a continuous salt and pH gradient for

elution and separation on a single columnelution and separation on a single columnelution and separation on a single columnelution and separation on a single columnelution and separation on a single column

of all the amino acids in proteinof all the amino acids in proteinof all the amino acids in proteinof all the amino acids in proteinof all the amino acids in protein

hydrolysates, including hydroxyproline andhydrolysates, including hydroxyproline andhydrolysates, including hydroxyproline andhydrolysates, including hydroxyproline andhydrolysates, including hydroxyproline and

hydroxylysine. [The hydroxylysine. [The hydroxylysine. [The hydroxylysine. [The hydroxylysine. [The SCISCISCISCISCI®®®®® indicates that this indicates that this indicates that this indicates that this indicates that this

paper was cited 690 times in the periodpaper was cited 690 times in the periodpaper was cited 690 times in the periodpaper was cited 690 times in the periodpaper was cited 690 times in the period

1961-1975.]1961-1975.]1961-1975.]1961-1975.]1961-1975.]

Karl A. Piez, Chief

Laboratory of Biochemistry

National Institutes of Health

Bethesda, Maryland 20014

January 18, 1977

wanted to analyze for hydroxyproline,

hydroxylysine and other amino acids not

resolved by the two-column method. This

was done by  us ing  a  cont inuous

gradient, which has greater flexibility,

rather than a step gradient.

“We were  he lped great ly  in

construct ion by Stanford Moore who

kindly provided us with the plans for his

instrument. Our instrument was built in

the  NIH shops  and was used

continuously for more than ten years. As

is well known the Spackman procedure

was qu ick ly  adopted  by  ins t rument

manufacturers. Our modification came

in to  commerc ia l  use  more  s lowly

because it was technically more difficult.

Wi th  improved ins t rumenta t ion  and

computer operation, the single-column

method is now usually the method of

choice. The continuous gradient is no

longer necessary since instruments now

allow multiple small steps which serve

the same purpose. I don’t believe they

serve  as  we l l ,  bu t  au tomat ic

instrumentation to produce the precise

gradients required has not developed.

“Perhaps the most important aspect of

the publication to me is that the method

was my first step into the collagen and

connective tissue biochemistry field. That

has resulted in publications which I

would like to think are more important

cont r ibu t ions  than a  method,  even

though individually they may be cited

less  f requent ly .  S t i l l ,  a l l  advances

depend on methods.”
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