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" 5
Attorneys for Plaintiff GENERAL ATOMICS,
6 | DIAZYME LABORATORIES DIVISION
7 , @
8 UNITED STAT?S DISTRICT COURT:=" """ '
9 : ‘ SOUTHERN DIS’FRICT OF CALIF ORNIA / LSP
ol geCy 1787 L~
11 | GENERAL ATOMICS, DIAZYME Case No. U APDF v
LABORATORIES DIVISION, o S fi
120 - GENERAL ATOMICS, "~
‘ Plaintiff, % DIAZYME LABORATORIES
13 X DIVISION’S COMPLAINT FOR
V. DECLARATORY JUDGMENT
14 ' OF PATENT NON- -
COMPETITIVE TECHNOLOGIES, INC., INFRINGEMENT AND
15 INVALIDITY;
Defendant.
16 DEMAND FOR JURY TRIAL
17 ¢
18 Plaintiff GENERAL ATOMICS, DIAZYME LABORATORIES DIVISION
19 | (“GENERAL ATOMICS?”), by its undersigned attorneys, brings this action against Defendant
20 | COMPETITIVE TECHNOLOGIES, INC. (“COMPETITIVE TECHNOLOGIES”), and alleges
21 || as follows:
2| | NATURE OF THE ACTION
23 1. This is an action for declaratory judgment under the Federal Declaratory
24 | Judgments Act, 28 U.S.C. §§ 2201 and 2202. GENERAL ATOMICS seeks a declaration that,
25 | pursuant to the patent laws of the United States, a patent purportedly owned by COMPETITIVE -
26 | TECHNOLOGIES is not infringed by GENERAL ATOMICS and is invalid.
27 { 1/
284 //
GENERAL ATOMICS’ COMPLAINT FOR 1
4. DECLARATORY JUDGMENT
sd-334001




SECHERE T IR

1

4

‘

O 0 9N & w»m

10
11

12 4.

13
14
15
16
17
18
19
20
21
22
23
24
25
26
27
28

Case 3:06-cv-01787-LgL SP Document1l Filed O9/O6/O%Page 2 of 42
Y%

PARTIES
L. Plaintiff GENERAL ATOMICS is a corporation existing under the laws of the

State of Califbrnia, and having its principal place of business at 3550 General Atomics Court, San
Diego, California 92121. General Atomics was conceived in San Diego in 1955 as a division of
General Dynamics. Today, General Atomics develops a wide range of technologies from its 120-
acre facility on the Torrey Pines Mesa. General Atomics’ Diazyme Laboratories Division isa
manufacturer of homocysteine assays that are sold worldwide and are the sﬁbject of this lawsuit.
_ 2. Defendant COMPETITIVE TECHNOLOGIES is a Delaware corporation with its
principal place of business in Fairfield, Connecticut. COMPETITIVE TECHNOLOGIES
purports to be the owner of U.S. Patent No. 4,940,658 entitled “Assay for Sulfhydryl Amino
Acids and Methods for Detecting and Distinguishing Cobalamin and Folic Acid Deficiency”
(“the ‘658 patent”), a true and correct copy. of which is attached hereto as Exhibit A

3.. COMPETITIVE TECHNOLOGIES describes itself as a “technology transfer and
Ii'censing provider” whose “activities are global.” COMPETITIVE TECHNOLOGIES has
initiated several patent infringement lawsuits in at least four different United States District
Courts, including some within the state of California. COMPETITIVE TECHNOLOGIES has
licensed patents to several Southern California companies including Antibody Assay
Laboratories, Inc.; Specialty Laboratories; Diagnostics Products Corp.; GENCHEM,; and
Beckman Coulter.

JURISDICTION

4, Subject matter jurisdiction for this action is based on the district court’s original

and exclusive jurisdiction over actions arising under federal patent laws. See 28 U.S.C. §§ 1331

and 1338(a).
5. This matter falls within this Court’s statutory authority to award declaratory relief

in a case of actual controversy within its jurisdiction. See 28 U.S.C. §§.2201 and 2202.

VENUE
6. Venue is proper in this judicial district under 28 U.S,:C. § 1391(b)-(c) in that

GENERAL ATOMICS is informed and believes, and on that basis alleges, that COMPETITIVE

GENERAL ATOMICS' COMPLAINT FOR 2
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TECHN OLOGIES is ‘subject to personal juﬁsdiction within the State of California and this
judicial district by virtue of, inter alia, its regular and systematic business éontacts w1th this
judicial district. COMPETITIVE TECHNOLOGIES accordingly resides within this judicial
district for venue purposes. |

~ BACKGROUND

7. GENERAL ATOMICS develops diagnostic products for clinical and research
-uses. One such diagnostic product is GENERAL ATOMICS’ FDA-approved enzymatic
homocysteine assay used to detect the level of homocysteine present in human samples. Another
product is GENERAL ATOMICS’ FDA-approved homocysteine microtiter plate assay.
GENERAL ATOMICS curréntly manufactures, sells, and intends to sell in the United States its

" enzymatic homocysteine assay.

8. COMPETITIVE TECHNOLOGIES alleges that the ‘658 patent covers, in part, a
method for detecting or treating a deficiency in cobalamin or folate by assaying a body fluid for
an elevated level of homocysteine. This declaratory judgment action is, in part, an action for a
declaratory judgﬁent that GENERAL ATOMICS’ homocysteine assays do not infringe the ‘658
patent. ' h ‘

5. This is also an action for a declaratory judgment that the ‘658 patent is invalid
under 35 U.S.C. §§ 101, 102, 103 and one or more paragraphs of 35 U.S.C. § 112.

- 10, GENERAL ATOMICS has not practiced and does not practice the methods
disclosed by the ‘658 patéﬁt. In addition, no product made, used, solvd, or offered for sale by
GENERAL ATOMICS infringés any valid, enforceable claim of the ‘658 patent. GENERAL
ATOMICS does not induce others to infringe the claims of the ‘658 patent.

REASONABLE APPREHENSION OF SUIT

11.  COMPETITIVE TECHNOLOGIES has explicitly threatened GENERAL |
ATOMICS with suit for infringement of the ‘658 patent. For example, on November 9, 2004,
COMPETITIVE TECHNOLOGIES’ Vice President for Business Deveiopment, Aris D. Despo,
wrote to GENERAL ATOMICS’ Managing Directof, Dr. Chong Yuan, threatening that if

GENERAL ATOMICS did not agree to a license to the ‘658 patent, GENERAL ATOMICS

GENERAL ATOMICS' COMPLAINT FOR 3
DECLARATORY JUDGMENT
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1 | would be subject to “treble damages for willful infringement based on past, present, and future
EE 2 || activities, as well as attorneys’ fees.” COMPETITIVE TECHNOLOGIES thereafter‘did nothing
i 3 || to enforce its purported patent rights against GENERAL ATOMICS. However, on August 29,
4 | 2005, COMPETITIVE TECHNOLOGIES filed suit for infringement of the ‘658 patent against
5 | GENERAL ATOMICS’ customer, Carolina Liquid Chemistries Corporation, in the United States
6 | District Court for the District of Colorado. On August 11, 2006, COMPETITIVE
7 | TECHNOLOGIES filed a motion to amend its complaint to add General Atomics Corporation as
8 ‘a defendant. That motion has not been granted.
9 12. Thus, GENERAL ATOMICS is informed and believes, and on that basis alleges,
10 || that COMPETITIVE TECHNOLOGIES contends that the ‘658 patent is purportedly valid,
11 } enforceable and infringed by GENERAL ATOMICS’ homocysteine assay products.
............ 12 13.  The foregoing facts and circumstances give rise to a reasonable apprehension of
13 | suit on the part of Plaintiff GENERAL ATOMICS. There is now existing an actual, justiciable,
14 | controversy between the parties with respect to the validity, enforceability, and infringement of
15 || the ‘658 patent. Accordingly, GENERAL ATOMICS is entitled to have a declaration of its rights
16 | and further relief as requested herein.
17 FIRST CLAIM FOR RELIEF
18 (Declaratory Judgment of Non-Infringement)
19 14, GENERAL ATOMICS hereby incorporates by reference each and every allegation
20 | set forth in paragraphs 1 though 13 of this Complaint.
21 15.  GENERAL ATOMICS’ products and services do not infringe any of the claims of
22 | the ‘658 patent directly or indirectly, either literally or by the doctrine of equivalents. ’
23 16.  GENERAL ATOMICS requests entry of judgment that COMPETITIVE
24 | TECHNOLOGIES is without right or authority to threaten or to maintain suit against GENERAL
25 | ATOMICS for alleged infringement of the asserted patents. This judicial declaration is necessary
26 | and appropriate at this time in order that GENERAL ATOMICS may ascertain its rights and
27 || duties with respect to the ‘658 patent. '
28
sd-334001
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1 SECOND CLAIM FOR RELIEF
2 (Declaratory Judgment of Invalidity)
3 17. GENERAL ATOMICS hereby incorporates by reference each and every allegation
4 | setforth in paragraphs 1 though 16 of this Complaint.
5 18.  The claims of the. ‘658 patent are invalid under 35 U.S.C. §§ IOI; 102, 103 and/or
61 112 '
7 19.  This judicial declaration is necessary and appropriate at this time in order that
8 | GENERAL ATOMICS may ascertain its rights and duties with respect to the ‘658 patent.
9 | PRAYER FOR RELIEF
10 WEHEREFORE, Plaintiff GENERAL ATOMICS prays for a judgment against Defendant
11 | COMPETITIVE TECHNOLOGIES as follows: '
A 12. (a) For a declaration that the clﬁims of the ‘658 patent are invalid;
13 (b)  Foradeclaration that GENERAL ATOMICS does not infringe the claims of the
14 ‘658 patent, directly or indirectly, either literally or by the doctrine of equivalents;
15 (c) For a declaration that this is an “exceptional” case under 35 U.S.C. § 285 and an
16 award to Plaintiff GENERAL ATOMICS of its reasonable attorneys’ fees and
17 expenses in this action;
18 (@) For an award to Plaintiff of its costs in this action; and
19 (¢)  For such other relief as the Court may deem just and proper.
20
21 | Dated September 6, 2006 MORRISON & FOERSTER LLp '
22
23 By: LE& £ A
24 Steven E. Comer
B TR R AT
26 "
27
28
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1
) DEMAND FOR JURY TRIAL ‘
Pursuant to Federal Rule of Civil Procedure 38(b), Plaintiff GENERAL ATOMICS
i hereby demands a trial by jury of all issues so triable in this action. |
5 || Dated September 6, 2006 * MORRISON & FOERSTER LLP
6 -
7 By: % 4—\
g Steven E. Comer
Attorneys for Plaintiff GENERAL ATOMICS,
5 DIAZYME LABORATORIES DIVISION
10
11
13
14
15
16
17
18
19
20
21
22
23
24
25
26
27
28 . :
DECLARATORY TUDGMENT 0% 6
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111} Patent Number: 4,940,658
{4s] Date of Patent: Jul. 10, 1990

[54] ASSAY FOR SULFHYDRYL AMINO ACIDS
AND METHODS FOR DETECTING AND
DISTINGUISHING COBALAMIN AND
FOLIC ACID DEFICENCY

{75] Inventors: Robert H. Allen, Englewood; Sally
P, Stabler, Denver, both of Colo.;
John Lindenbaum, New York, N.Y.

[73] Assignee: University Patents, Inc., Westport,
Conn.

[21] -Appl. No.: 933,553
[22] Filed: Nov. 20, 1986 -

[S1] IBt. CLS crnrereernrenrn C12Q 1/00; GOIN 24/00;
A61K 31/68; AGIK 31/495
[52] us.a 435/4; 435/18;

436/173; 436/174; 436/8; 436/86; 436/120;
: 436/825; 514/52; 5147258
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436/173, 8, 15, 9, 43, 63, 86, 89, 119, 120, 173,
174, 175, 825; 514/52, 258
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Method for determining levels of sulfhydry! amino
acids, particularly total homocysteine levels in samples
of body tissue from warm-blooded animals, methods of
detecting cobalamin and folic acid deficiency using an
assay for total homocysteine levels, and methods for
distinguishing cobalamin from folic acid deficiency
using an assay for total homocysteine levels in conjunc-
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ASSAY FOR SULFHYDRYL AMINO ACIDS AND
METHODS FOR DETECTING AND
DISTINGUISHING COBALAMIN AND FOLIC -
ACID DEFICENCY

The research leading to this invention was partially
funded by grants from the U.S. government.

This invention pertains to methods for quantifying
sulfhydryl amino acid concentrations in & sample, for
example methods of quantifying total homocysteine
concentrations in samples of body tissue from a warm-
blooded animal, and methods for détermining whether
said warm-blooded animal has a cobalamin deficiency, a
folic acid deficiency, neither, or both.

BACKGROUND OF THE INVENTION

The sulfhydryl amino acids are metabolized accord-
ing to a complex set of pathways as-shown in FIG. 1.

As can be seen, methylation of homocysteine to form
methionine via methionine synthetase requires methyl-
cobalamin (Me-Cbl), also known as methyl-B12. The
methyl group is donated by N3-methyitetrahydrofolate
(N5-MTHF), which is converted to tetrahydrofolate
(THF). Conversion of methylmalonyl-CoA to succinyl-
CoA via methylmalonyl-CoA mutase requires adeno-
syl-cobalamin, also known as adenosyl-B;; as a cofac-
tor. Thus cobalamin and folic acid are vital cofactors in

" sulfhydry] ‘metabolism” and cobalamin, but not folic

ﬁa;i!c:, 1s a vital cofactor in methylmalonyl-CoA metabo-

Accurate and early diagnosis of cobalamin and folate
deficiencies in warm-blooded animals is important be-
cause these deficiencies can lead to life-threatening
hematologic abnormalities which are completely re-
versible by treatment with cobalamin or folate, respec.
tively. Accurate and early diagnosis of cobalamin defi-
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ciency is especially important because it can also lead to .

incapacitating and life-threatening neuropsychiatric
abnormalities; administration of exogenous cobalamin
always stops the progression of these sbnormalities,
almost always leads to significant improvement in
symptoms, and frequently leads to their complete cor-
rection. The distinction between cobalamin and folate
deficiency is often difficult because both deficiencies
lead to indistinguishable hematologic abnormalities; the
distinction is important because use of the proper vita-
min results in the greatest improvement in hematologic
abnormalities and, more importantly, only cobalamin
will correct the neuropsychiatric abnormalities which
are only seen in cobalamin deficiencies. The use of folic

- acid to treat cobalamin deficiency is extremely danger-

ous, since some, or all, of the hematolcgic abnormalities
may improve, but neuropsychiatric abnormalities will
not improve and may progress, or even be precipitated.

Chapters in leading medical textbooks and articles in
leading medical journals teach that cobalamin defi-
ciency should be suspected in individuals with signifi.
cant anemia (i.e. decreased hematocrit or hemoglobin)
in whom the red blood cells are macrocytic (i.e., mean
cell volume (MCV)generally > 100 f1), or in individuals
who have neurologic sbnormalities consisting of pe-
ripheral neuropathy and/or ataxia. Many such textbook
chapters or journal articles further state that the anemia
is typically severe, i.e. hemoglobin =8 g %, hematocrit
<25%, and size of the red blood cells is greatly in-
creased to levels > 110 fl. [See, e.g., Babior, B. M., and
H. F. Buan, in Harrison's Principles of Internal Medicine

40
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(R. G. Petersdorf, R. F. Adams, E. Braunwald, K. J.
Isselbacher, J. B. Martin, and J. D. Wilson, eds.)(Mc-
Graw-Hill Book Co., New York, 1983), pp. 1853-1860;
Lee, G. R., and H. J. Gardner, in Textbook of Family
Practice, 3rd Ed. (R. E. Rakel, ed.(W. B. Ssunders &
Co., Philadelphia, 1984), pp. 1082-1091.]

Several laboratory tests have been reported as giving
abnormal results in patients with cobalamin deficiency
or folate deficiency. Such tests include measurements of
red blood cell folate [Hoffbrand, A. V., et al, J. Clin.
Path. 19:17(1966)]and the “dU suppression test”[Metz,
J,, et'al., Brit. J. Haem. 14:575 (1968)], but neither is
widely utilized. It has been known for more than twenty
years that methylmalonic acid is excreted in increased
amounts in the urine of most patients with cobalamin

" deficiency and that this abnormality is evidenced by

only a few patients with folate deficiency. Because it is
believed and taught that cobalamin deficiency should be
suspected and can be diagnosed accurately based on the
presence and degree of anemia, the presence and degree
of macrocytosis, and by the presence and degree of
depressed serum cobalamin levels, methylmalonic acid
is rarely measured in patients suspected of being coba-
lamin-deficient. Indeed, it is taught in a leading textbook
of medicine and in a leading textbook of hematology
that in practice, assay of urinary methylmalonate is
rarely necessary. [Beck, W. S. , in Hematology, 3rd Ed.
(W. J. Williams, E. Beutler, A. J. Erslev, and M. A,
Lichtman, eds.) McGraw-Hill Book Co., New York,
1983), pp. 434-465; Beck, W. 8., in Cecil Textbook of
Medicine, Vol 1 (J. B. Wyngaarden and L. H. Smith, Jr.,
edsW. B. Saunders Co., Philadelphia, 1985), pp.
893~900.] While one recent journal article does advo-
cate measurement of urinary methylmalonic acid [Nor-
man, E. J., O. J. Martelo, and M. D. Denton, Blood
59(6):1128-1131 (1982)], analysis of the data in this
paper reveals that 26 of the 27 cobalamin-deficient pa-
tients were anemic, that 23 of 27 patients had an ele-
vated MCV, and that 12 of 12 patients whose serum
cobalamin was measured with the standard improved
serum cobalamin assay had values below 100 pg/ml.
Thus these patients were all cobalamin-deficient ac-
cording to standard diagnostic procedures and addi-
tional assays would normally have been judged to be
unnecessary.

Assays for cobalamin and folate in serum or plasma

. -are the most widely utilized and recommended tests for
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diagnosing and distinguishing cobalamin and folate
deficiency. In the case of cobalamin deficiency, in
which the normal range for serum cobalamin is about
200-900 pg/ml, several leading authors state that pa-
tients will not only have low serum cobalamin levels,
but that these values will be below 100 pg/ml. [See, ¢.g.,
Babior, supra; Lee & Gardner, supra; Beck, in Textbook
of Medicine, supra; and Beck, in Hematology, supra).
In 1978, it was discovered that cobalamin analogues
are present in human plasma and that their presence
could mask cobalamin deficiency because the radioiso-
tope dilution assays for serum cobalamin then in use
were not specific for true cobalamin. This problem
could be corrected by using pure or purified intrinsic
factor as the binding protein in the radicisotope dilution
assay for cobalamin and this modification has almost
totally replaced assays existing in 1978 that used a non-
specific cobalamin-binding protein. See, e.g., U.S. Pat.
No. 4,188,189 (Allen), U.S. Pat. No. 4,351,822 (Allen),
U.S. Pat. No. 4,451,571 (Allen), and Kolhouse, J. F., H.
Kondo, N. C. Allen, E. Podell, and R. H. Allen, N.
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Eng. J. Med. 299:785-792 (1978). These improved as-
says for serum cobalamin are now utilized in thousands
of laboratories throughout the world and appear to give
low values for all, or almost all, patients with cobalamin
deficiency.

The improved assays have been sevcrely criticized,
however, because they frequently give low values in
patients who lack any evidence of cobalamin defi-
ciency, Because of this, experts in the field have taught
that cobalamin deficiency should be considered, and
serum cobalamin values should be obtained, only in
patients who have hematologic or neurologic abnor-
malities that are typical of patients with cobalamin defi-
ciency, as discussed above. Schilling and his coworkers,
experts in the field of cobalamin deficiency and labora-
tory diagnosis, have stated:

“We conclude that the ‘improved’ vitamin B3 assay

kits will yield an increased proportion of clinically

unexplained low results for serum Bja.

It seems prudent for scientific and economic reasons

10 measure serum vitamin Bi; only in patients who

-have hematological or neurological findings that
suggest a reasonable probability of vitamin Bj; defi-
ciency. Measuring serum B3 a5 a screening test in the

anemic or the geriatric population will result in a high

proportion of low values that cannot be corre.!atcd
with clinical disease."”
Schilling, R. F., V. F. Fairbanks, R. Miller, K. Schniitt,

.and M. L. Sm:th Clin. Chem. 29(3):582-583 (1983).

Thus, the presently available widely used cobalamin
assays may frequently provide low serum cobalamin
levels in patients who are not truly cobalamin deficient.
Such findings are confusmg or misleading to the physi-
cian and may result in unneccessary and expensive fur-
ther testing,

Thus, it is generally taught in the art that the clinical
spectrum of cobalamin deficiency is relatively narrow
and well-defined ‘and that the possibility of cobalamin
deficiency should only be considered in those who have
concurrent hematolog:cal or neurological symptoms,
i.e, usually those patients with moderately severe ane-
mia accompamed by moderately severe macrocytosis,
and in those patients with peripheral neuropathy and/or
ataxia. Routine screening of the general popuiation or
those with only moderate anemia, or moderate macro-
cytosis, or other neuropsychiatric abnormalities, would
lead to high numbers of false positives.

It has now been discovered that the clinical spectrum
of cobalamin deficiency is much broader than previ-
ously recognized and that many cobalamin-deficient
patients are not anemic, or only moderately anemic;
that in many cases their red blood cells are not macro-
cytic, or only moderately macrocytic; that in many
cases a variety of neurologic abnormalities other than
peripheral neuropathy and ataxia are present; and that
in many cases the serum cobalamin level is only slightly
decreased and may actually be normal, even with the
improved assays above using purified intrinsic factor.
Accordingly, there is a need for an improved assay for
cobalamin deficiency, preferably one in which cobala-
min deficiency can be dlstmguxshed from folate defi-
ciency.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1is a representation of the pathways by which
sulfhydryl amino acids are metabolized.

FIG. 2 illustrates the mass spectra of sulfhydryl
amino acids.
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FIGS. 3A, B, C and D illustrate the chromatograms
of the t-butyldimethylsilyl derivatives of amino acids.

FIG. 4 illustrates the molecular weights of dicarbox-
ylic acids together with the mass spectra of thexr t-
butyldimethylsilyl derivatives.

FIGS. §A, B, C and D illustrate the chromatograms
of the t-butyldimethylsilyl derivatives of dicarboxylic
acids.

FIG. 6 is a graphic representation of serum methyl-
malonic acid and succinic ‘acid values in cobalamin
deficient, folate deficient, and normal subjects.

FIG. 7 is a graphic representation of sequential serum
and urine metylmalonic acid levels in & subject with
classic pernicious anemia.

SUMMARY OF THE INVENTION

It has now been discovered that an elevated level of
total homocysteine in tissues of warmblooded animals
correlates both with cobalamin deficiency and with
folic acid deficiency; an animal with elevated levels of
total homocysteine is likely to have one or both defi-
ciencies but the assay does not distinguish between the
two.

In studies of sulfhydryl amino acid metabolism, nor-
mal human serum has been shown to contain small
amounts of homocysteine-cysteine dimer and protein
bound hcmocysteme Homocystxne has not been de-
tected in normal serum but is present in small amounts
in patients with renal insufficiency.

1t was previously known that large amounts of homo-
cystine are present in the serum and urine of children
with inherited defects in cystathionine synthase who
cannot convert homocysteine and serine to cystathio-
nine. These patients also have increased amounts of
methionine present in the serum [see, e.g, Mudd, S. H.
and H. L. Levy, in The Metabolic Basis of Inherited
Disease, 5th Ed. (J. B. Stanbury, J. B, Wyngaarden, D.
S. Fredrickson, J. L. Goldstein, and M. S. Brown,
eds.)McGraw-Hill Book Co., New York, 1983), pp.
522-559. Large amounts of homocystine also present in
the serum and urine of some children with inherited
defects involving methionine synthetase, for instance
certain children who cannot convert homocysteine and
N3-methyltetrahydrofolate to methionine and tetrahy-
drofolate, respectively. These patients have low levels
of methionine in their serum. In these patients the inher-
ited defects were due to (1) 5,10-methylenetetrahy-
drofolate reductase deficiency (inability to 'synthesize
NS-methyltetrahydrofolate, one of the substrates for
methionine synthetase); (2) inability to synthesize meth-
yl-cobalamin, a required cofactor for methionine syn-
thetase; and (3) defects in methionine synthetase jtself
[see, e.g, Mudd, S. H., in Heritable Disorders of Amino
Acid Metabolism: Patterns of Clinical Expression and
Genetic Variation, (W. L. Nyhan, ed.)(John Wiley &
Sons, New York, 1974), pp.-429-451]. On the other
hand, homocystine has not previously been detected in
the urine or serum of other children with inherited
defects involving methionine synthetase activity due to
an inherited defect in the ability to transport cobalamin
to cells (e.g. transcobalamin IT deficiency), or to an
inherited defect in the intracellular transport of cobala-
min where cobalamin is trapped within lysosomes.
Large amounts of homocysteine or homocystine have
been found in the serum and urine of a few children
with life-threatening cobalamin deficiency [see, e.g.,
Shipman, R. T., R. R. W, Townley, and D. M. Danks,
Lancet 1(2):693-694(1969); Frader, J., B. Reibman, and
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D. Turkewitz, N. Eng. J. Med. 299:1319(1978); Mudd,
S. H,, in Heritable Disorders, supra; Mudd, S. H,, in
Metabolic Basis, supra; Hollowell, J. G., Jr., W. K. Hall,
M, E. Coryell, J. McPherson, Jr., D. A. Hahn, Lancet
Dec. 27, 1969, p. 1428; Higgenbottom, M. C., L. Sweet-
man, and W, L. Nyhan, N. Eng. J. Med. 299(7):317-323
(1978); Davis, J. R., J. Goldenring, and B. H. Lubin,
Am. J. Dis. Child. 135:566(1981); Hoey, H., J. C. Lin-
nell, V. G. Oberholzer, and B. M. Laurance, J. Royal
Soc. Med.75:656 (1982)]. In other infants with life-
threatening cobalamin deficiency, amino acids in urine
and/or serum were found to be normal and no homo-
cystine was found {see, e.g., Graesbeck, R., R. Bordin,
I. Kantero and B. Kuhlbaeck, Acta Medica Scan-
dinavica 167(4):289 (1960); Lampkin, B. C. and A. M.
Mauer, Blood 30(4):495 (1967); Lambert, H. P, T. A. J.
Prankerd, and J. M. Smellie, Q J Med.
30(117):71(1961); Sievens, C. J., Ugesk. laeger 125:1744
(1963)] nor was it found in the urine of a child with
life-threatening folate deficiency [Corbeel, L., G. Van
den Berghe, J. Jacken, J. van Tornout, N. R. Eeckles,
Bur, J.'Ped. 143: 284-290(1985)). Homocystine has not
previously been reported in the serum or urine of chil-
dren with moderate or mild cobalamin or folate defi-
ciencies nor has it previously been reported in the serum
or urine of adults with life-threatening, moderate, or
mild cobalamin or folate deficiencies.

It has also been discovered that the serum folate level

‘is not reduced in many alcoholic patients with folate

deficiency and that the measurement of total homo-
cysteine provides an additional and more accurate indi-
cation of folate deficiency in many of these patients. It
was previously known that homocysteine was elevated
ip the urine and/or serum of some children with inher-
ited deficiency of folate metabolism [see, e.g. Mudd, S.
H., in Heritable Disorders, supra; Mudd, S. H. in Meta-
bolic Basks, supra), but it was not previously known that
homocysteine was elevated in the urine or serum of

. children or adults with folate deficiency.

1t has additionally been discovered that it is possible
to determine whether an animal has cobalamin defi-
ciency, folic acid deficiency, both, or neither, based on
a combination assay comparing total tissue homo-
cysteine and methylmalonic acid levels with normal
levels. While both folic acid deficiency and cobalamin
deficiency result in elevated total homocysteine levels,
cobalamin deficiency will also elevate methylmalonic
acid levels whereas folic acid deficiency will not. It was
previously known that methylmalonic acid is elevated
in the serum and/or urine of many children with inher-
ited defects in cobalamin metabolism or cobalamin
transport and in urine of children and adults with vary-
ing degrees of cobalamin deficiency [see, e.g., Beck, W.
S. , in Hematology, supra]. However, it has not previ-
ously been known or suggested to use an assay for me-
thylmsalonic acid in combination with an assay for
homocysteine to diagnose and/or distinguish cobalamin
and folate deficiencies. We have now discovered this
combined assay is in fact extremely useful in diagnosing
cobalamin deficiency in patients with varying degrees
of anemia, macrocytosis, depression of the serum cobal-
amin level, and varying kinds of neuropsychiatric ab-
normalities.

It has been discovered that elevated levels of homo-
cysteine in body tissue correlate with decreased levels
of cobalamin and/or folic acid in said body tissue. Ac-
cordingly, assays for homocysteine can be used to de-
termine the presence or absence of cobalamin and/or
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folic acid deficiency in warm-blooded animals. Suitable
assays for this purpose include any assays capable of
determining levels of homocysteine in body tissues,
preferably body fluids, preferably urine or blood.

~Serum and plasma are particularly preferred.

There are several different known assays suitable for
use in determining levels of homocysteine in urine or
blood, however, none has ever before been used to
detect cobalamin or folic acid deficiency. See, e.g, Sa-
etre, R. and D. L. Rsgbenstein, Anal. Biochem.
90:684—692(1978), describing a method of measuring
reduced and total cysteine in urine and total cysteine
and homocysteine in the nonprotein fraction of plasma,
in order to screen for certain congenital disorders of
sulfur metabolism such as cystinuria, cystinosis, and
homocystinuria and in the monitoring of their treat-
ment. This method comprises subjecting & sample of
body fluid to high performance liquid chromatography
with an electrochemical detector set to respond to thicl
groups, and comparing the results with a standard curve
to determine the amount of target compound present in
the original sample. In this procedure standards are run
separately rather than simultaneously mixed with the
target compound; it is thus not possible to insure that
the recovery of the target and standard are equivalent.
Another suitable procedure, described by Refsum, H.,
S. Helland, and P. M. Ueland, Clin. Chem.
31(4):624~-628 (1985) comprises-converting any homo-
cysteine present in the sample to labelled S-adenosyi-
homocysteine by exposure to radioactively labelled
S-adenosine and S-adenosylhomocysteine hydrolese,
and quantifying said labelled S-adenosylhomocysteine
by appropriate detection means, Suggested uses include
monitoring homocysteine metabolism in the manage-
ment of malignant disease and during treatment with
the antifolate drug methotrexate, monitoring of the
inherited disease homocystinuria, and monitoring serum
homocysteine in plasma of post-menopausal women.
The procedure has never been used to monitor bomo-
cysteine to detect or measure cobalamin or folic acid
deficiency. Again, the procedure uses no internal stan-
dard, and thus it is not possible to insure that the recov-
ery of the target and standard are equivalent.

DETAILED DESCRIPTION OF THE
INVENTION

A much more sensitive and accurate procedure for
measuring levels of homocysteine in serum or urine is
the following novel assay for total sulfhydryl amino
acids. Sulfhydry] amino acids are those containing the
—-SH moiety, e.g. homocysteine (Hcys) of the formula

HOOC—CH(NH3)~—CHz~-CHz—SH
and cysteine (Cys) of the formula
HOOC—CH(NH2)—CHa—SH

Sulfhydryl compounds are characterized by a natural
tendency to combine via disulfide bridges to form di-
mers, e.g. cystine of the formula

HOOC—CH(NH;)—CH;—S—S-—-HzC—(H_{N)H-
C—COOH

homocystine of the formula

HOOC—CH(NH)—CHy—CH;—S—S—H.
C—HC—(HyN)HC—COOH
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and homocysteine-cysteine of the formula

HOOC—CH(NH))-~CHy—CHy—~S~—S~H3.
C—(HaN)HC—COOH

In the presence of proteins, both homocysteine and
cysteine form complexes with free sulfhydryl groups on
the protein molecule; in samples derived from tissues,
such protein complexes may tie up most of the cysteine
and homocysteine present. Assays for total sulfhydryl
amino acids are complicated by the ease with which
these amino acids form such complexes. Reduction is
required for release and subsequent assay of protein
bound sulfhydryl compounds but it appears likely that
both amino acids might reform new disulfides to a sig-
nificant extent after their initial reduction. The reforma-
tion of disulfide bonds could be quite variable and can-
not be assessed or compensated for by the use of & non-
sulfhydryl containing amino acid as an internal stan-
dard. Any assay for total sulfhydryl amino acids in a
sample must take such dimers and complexes into ac-
count.

Accordingly, the present invention provides a pre-
ferred method of assaying the total cysteine dnd/or
total homocysteine in a given sample using mass spec-
troscopy. The term “total cysteine” or *“total homo-
Cysteine” refers to the total amount of cysteine or
homocysteine, respectively, present in both free ami

- - complexed- forms. For convenience, the following dis-

cussion will use homocysteine as an example, but the
same procedure works for cysteine as well. The given
sample containing endogenous homocysteine is com-
bined with a sufficient amount of reducing agent to
insure complete randomization of the endogenous

- homocysteine and the amount of total homocysteine is

measured by appropriate means. Preferably, the given
sample is first combined with an internal reference stan-
dard comprising a known amount of a compound which
behaves analagously to the homocysteine but which is
labelled with a stable isotope marker. A sufficient
amount of reducing agent is added to insure complete
randomization of the endogenons homocysteine and
reference standard and the amounts of homocysteine
and labelled reference standard present are measured
with & mass spectrometer. Assuming that the endoge-
nous homocysteine and reference standard occur at the
same relative ratio throughout the procedure, this ratio
can be calculated from the mass spectrometry readings
and applied to the known amount of standard in the
‘original sample to calculate the total amount of endoge-
nous homocysteine originally present. As mentioned
above, the same procedure works for cysteine; it is also
possible to run an assay for homocysteine and cysteine
(or any other amino acid) concurrently as long as each
has its own appropriate internal standard.

The internal reference standard is any suitable com-
pound which will behave identically with the endoge-
nous target compound throughout the procedure up to
analysis on the mass spectrometer, but which is distin-
guishable under mass spectrometric analysis and can be
separately measured. Examples of suitable internal ref-
erences are deuterated or tritiated analogs of the target
amino acid to be measured, or deuterated or tritiated
compounds sufficiently similar to the target amino acid
to be effectively identical for the purposes of this assay,
or other analogs of the target amino acid containing
sufficient amounts of C!3 or N5 or other stable isotope
markers. Thus the labelled reference compound is indis-
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tinguishable from the unlabelled target during handling
but will provide different and distinct ions for quantifi-
cation on the mass spec. Examples of preferred com-
pounds for this assay are, deuterated forms of cysteine,
e.g. D,L-[3,3,3,3 2H Jcystine and. deuterated homo-
cysteine, e.g. D,L-[3,3,3,3',4,4,4',4'-2Hg)homocysteine.
Compounds suitable for use as internal! standards are
available from, e.g. Merck Sharp & Dohme.

Quantification is based on the assumption that the
ratio of measured target compound to measured inter-
nal standard is the same as the ratio of the total un-
known amount of target compound in the initial sample
was to the total amount of added internal standard. This
assumes the same recovery rate for both the target and
the internal standard. In the case of sulfhydryl com-
pounds, recovery depends at least partiaily on the vari- -
ous possibie forms free and complexed, that the sulthy-
dryl amino acids can take. Accordingly, for each assay
it is crucial that the relative ratio of target and internal
standard in the free state and in each possible com-
plexed state be the same; this assures that the same rela-
tive percent of target and internal standard will be lost
(and recovered), Therefore a reducing agent is added to
the initial sample containing both the target and the
internal standard; sufficient reducing compound is
added to cleave all the disulfide bridges so that all the
sulfhydryl amino acids are in their free state. A com-
pound which will prevent rejoining of the disulfide
bridges can be added, e.g. iodoacetate, iodoacetamide,
or jodopropane, to insure that all sulfhydry! amino acids
will remain in the free form. Alternatively, the com-
pounds are allowed to reform disulfide bridges at will,
with the assumption that the target and standard sulfhy-
dryl amino acids will form identical types and numbers
of such complexes, so that there is the same ratio for the
amount of target and internal standard sulfhydryl amino
acid in the free state, in each possible complex, and in
the amounts of target and internal standard measured by
the mass spectrometer, as was in the original sample,
Suitable reducing agents are those capable of breaking
the disulfide bonds without destroying the remainder of
the molecule, e.g., 2-mercaptoethanol, dithiothreitol,
and sodium borohydride.

Optionally, it may be necessary or desirable to par-
tially purify the target amino acid and the internal stan-
dard either before or after the addition of the reducing
agent. Any means known for the purification and sepa-
ration of amino acids, e.g. filtration, column chromatog-
raphy, anion and/or cation exchange chromatography,
gas chromatography, liquid chromatograpby, high
pressure liquid chromatography, molecular sieving,
etc., may be used. Methods of selecting suitable separa-

" tion and purification techniques, and means of carrying

s5

60

65

them out, are known in the art. See, e.g., Labadarios,
D, I. M. Moodie, and G. S. Shephard, J. Chrom.
310:223-231 (1984) and references cited therein; Shah-
rokhi, F., and C. W. Gehrke, J. Chrom. 36:31-41(1968).

Optionally, it also may be necessary or desirable to
modify the target corapound and the internal standard
to alter or improve certain characteristics to facilitate
purification and/or separation. This practice is well-
known in the art as derivatization. For example, it may
be desired to convert the target and reference com-
pounds to analogs having improved solubility, different
charge, increased volatility, etc., to facilitate purifica-
tion and/or separation before analysis on the mass spec-
trometer. See, e.g., Knapp, D. R., Handbook of Analyti-
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cal Derivatization Reactions (John Wiley & Sons, New
York, 1979). A preferred procedure involves converi-
ing the target and reference compounds to their silyl
derivatives to facilitate separation and identification on
2 combined gas chromatograph/mass spectrometer S
apparatus. Means and methods of silating compounds
for this purpose are known in the art, see, e.g., Knapp,
supre; Bierman, C. J., C. M. Kinoshita, J. A. Marlett,
and R. . Steele, J. Chrom 357:330~334(1986). A pre-
ferred method involves combining the target compound
with the internal reference, adding reducing agent to
effect randomization, partially purifying the resuniting
mixture of free and complcxed sulfhydryl amino acids,
dissolving the product in acetonitrile and adding N-

methyl-N-(t-butyldimethylsilyltriflucroacetamide  to 15

achieve silation. The resulting silated sulfhydryl target
and reference compounds are then concentrated to
provide the sample injected into the GC/mass spec-
trometer.

Using this procedure on serum, it is -possible to 20

achieve sensitivities of about 1 umol/liter for total
homocysteine and the assay is linear over the range of
1-1000 pmol/liter for total homocysteine. The normal
range for homocysteine in human serum is from about 7

to about 22 pmol/liter, and in human urine is from 25

about 1 to about 20 pmol/liter. Homocysteine levels
above these ranges are indicative of cobalamin and/or

_ folate deficiency; the higher the level, the stronger the

indication.

It has also been discovered that by running a second 30

assay, for methylmalonic acid (MMA) levels, either
concurrently with the assay for homocysteine or subse-
quently thereto, it is possible to distingnish between
cobalamin and folic acid deficiency. While both cobaia-

min and folic acid deficiency will raise homocysteine 35

levels, cobalamin deficiency will usually raise methyl-
malonic acid levels while folate deficiency usually will
not. When homocysteine levels are elevated in individu-
als without inherited defects, at least one of folate or

cobalamin is deficient. When MMA is also elevated, 40

cobalamin is usually deficient. Accordmgly, when both
homocystemc and MMA are elevated, it is likely that
cobalamin is deficient (otherwise MMA would be nor-
mel) but it is not clear whether or not folate is also

deficient (since any contribution by folate deficiency to a5

the total homocysteine elevation may be masked by the
effect of the cobalamin deficiency). Conversely, when
homocysteine is high but MMA is normal, the elevated
homocysteine is likely to be due to folate deficiency

since if it were due to cobalamin deficiency, MMA 50

would usuaily also be high. It is possible in some cases
that MMA levels will be elevated due to cobalamin
deficiency even before homocysteine levels begin to
rise or that homocysteine will be elevated due to cobal-

amin deficiency before MMA levels Dbegin to rise. The 55

information supplied by this assay is thus a valuable
adjunct to early proper diagnosis of these deficiencies,

In this combined homocysteine/MMA assay, homo-
cysteine levels are suitably assayed by any of the means

given above. The procedure of the present invention is 60

preferred. The MMA is suitably assayed by the methods
of, e.g., Norman, E. J., O. J. Martelo, and M. D. Den-
ton, Blood 59(6):1128 (1982) or Marcell, P, D,, S. P.
Stabler, E. R. Podel], and R. H. Allen, Anal. Biochem.

150:58-66 (1985). Preferably, the sample is combined 65

with an internal reference standard comprising a known
amount of methylmalonic acid labelled with a stable
isotope marker, preferably a deuterated analog of

—
o

10

MMA. The amount of labelled and unlabelled MMA
present is then measured on a mass spectrophotometer
and the amount of MMA in the original sample is calcu-
lated from the known amount of labelled MMA origi-
nally added. As with homocysteine, the labelled and
unlabelled MMA may be subjected to partial purifica-
tion and/or derivatization before analysis on the mass
spectrometer. The preferred derivates are silyl analogs;
analogs  of N-methyl-N(t-butyldimethylsilyl)tri-
fluoroacetamide are particularly preferred.

It is also possible to measure one or more non-sulf-
hydryl amino acids, e.g. methionine, concurrently with
homocysteine, MMA, or both, provided the appropri-
ate internal standards are included. A suitable internal
standard for the non-sulfbydryl amino acids is norleu-
cine or a suitably labelled analog of the non-sulfhydryl
amino acid.

Once folate and/or cobalamin deficiency has been
determined, the progress of treatment can be monitored
by repeating the assays periodically during and after
treatment. A drop in the level of homocysteine in the
serum and/or urine after oral or parenteral administra-
tion of cobalamin and/or folate as the case may be,
confirms the diagnosis.

A further understanding of this invention can be had
from the following non-limiting examples. As used
hereinabove and below unless expressly stated to the
contrary, all temperatures and temperature ranges refer
to the centigrade system and the terms ambient and
room temperature refer to about 20°-25° C. The term
percent or (%) refers to weight percent and the terms
mole and moles refer to gram moles.

EXAMPLE I

Coarrelation Between Various Clinical Indices and
Cobalamin Deficiency

Over a 24 month period (between September, 1983
and Sept:mber, 1985) we measured serum cobalamin
levels in 7,747 patients in response to requests for this
test from physicians at two New York City Hospitals
(Columbia-Presbyterian Medical Center and Harlem
Hospital Center). Of this group, 301 patients had serum.
levels below 200 pg/ml the lower limit of normal as
stated by the manufacturer of the *“improved” radioas-
say kit using purified intrinsic factor (BioRad Laborato-
ries, Richmond, Calif.). In order to determine how
many of the patients with low serum cobalamin levels
were truly deficient in the vitamin, we attempted to
study every patient thoroughly. As often as was possi-
ble, we obtained a full clinical (including neurological)
evaluation, blood and bone marrow smears, Schilling
tests and serum tests for antibodies to intrinsic factor,
and ther observed the response of the patient to a
course of treatment with cyano-cobalamin.

We were able to reach a firm conclusion as to
whether or not cobalamin deficiency was present in 138
of the 301 patients. In 79 of the 138, a clinical or hemato-
logic syndrome, or both, was present that clearly re-
sponded to cyano-cobalamin treatment. These patients
were considered to be deficient. An analysis of the
clinical presentation of these deficient patients showed a
number of surprising findings, in that many did not have
the classical hallmark findings of megaloblastic anemia
due to cobalamin deficiency. The hematocrit was nor-
mal (i.e., anemia was not present) in 34 (43%), nearly
half of the patients. Moderately severe anemia (Hct
<24% or hemoglobin <8 g/dl) was only present in 16
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{or one-fifth) of the 79 patients. In 36 patients (45.6%),
there were no symptoms present that could be attrib-
uted to cobalamin deficiency. The white blood count
was normal in 85%; the platelet count was normal in

76%; the serum bilirubin was normal in 74%; and the .

seram lactate dehydrogenase (LDH) was normal in
40%. Therefore these laboratory findings, which are
thought to be typical of patients with megaloblastic
anemis, were often or usually missing in the deficient
group, Also, the serum cobalamin was > 100 pg/ml in
23 (or 29%) of the deficient patients, indicating that the
degree of depression of the serum cobalamin also could
not be reliably used to predict accurately whether a
patient was deficient. Even an elevated MCV, thought
to be so characteristic of cobalamin deficiency, was not
seen in 15 (19%) of the deficient patients. In those pa-
tients with a high MCV, the degree of elevation of the
MCV was often slight: 28 (or 35%) of the 79 patients
bad MCV’s in the 100~110 1 range. Thus, only 36 pa-
tients (or 46%) had a markedly elevated MCV (> 110
M.

Among the |38 patients about whom we were able to
reach a firm conclusion, there were 59 who clearl
showed no response in any way to cyano-cobalamin
treatment. These patients were considered not deficient.
In this not-deficient group, 13 (or 22%) of the 59 had an
elevated MCV, and 6 (or 10%) kad a serum cobalamin
below 100 pg/ml, a further indication that the MCV or
the-degree of-depression of the serum cobalamin couid
not be used as reliable indicators of whether patients
were deficient in cobalamin.

After we discovered that a substantial number of the
deficient patients had only slightly low serum cobala-
min levels, i.e., in the 100-200 pg/ml range, we under-
took a review of all patients with serum cobalamin
levels in the 200 to 300 pg/ml range (low normal). In
this way, we discovered several patients that were
clearly deficient in cobalamin that had serum cobalamin
levels >200 pg/ml. - .

These findings led us to conclude that large numbers
of patients with cobalamin deficiency lack the “typical”
clinical and hematologic features usually expected to be
present in cobalamin deficiency and that there is clearly
a need for new tests that would help establish whether
deficiency was indeed present. )

We then measured serum levels of homocysteine and
methylmalonic acid in the specimens from the 79 defi-
cient and the 59 non-deficient patients. Levels of both

- homocysteine and methylmalonic acid were clearly
elevated (homocysteine, above 30 uM and methylma-.

lonic acid, above 150 ng/ml) in 60 (76%) of the 79
deficient patients. The homocysteine level was clearly
elevated (without clear elevation of the methyimalonic
acid level) in 10 (13%) of the 79, and the methylmalonic
acid level was clearly elevated (without clear elevation
of the bomocysteine level) in 4 (5%) of the patients. In
the remaining 5 of the 79 deficient patients (6%), neither
test was clearly elevated.

In contrast, in the 59 not deficient patients, both tests
‘were clearly elevated in 1 patient (29); only the homo-
cysteine was clearly elevated in 6 (10%); and only the
methylmalonic acid level was clearly elevated in 9
(15%). In the remaining 43 patients (73%), neither test
was clearly elevated. Even in the minority of the non-
deficient patients in whom one or both tests was clearly
elevated, the tests proved diagnostically useful. Eleven
of the 16 patients with clear elevations of one or both
tests proved to have underlying disorders of cobalamin
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absorption, such as permicious anemia, severe atrophic

, gastritis and ileal disease, with the potential to cause
cobalamin deficiency at some later time, Such patients
need to receive prophylactic cyanocobalamin treat-
ment. An additional 2 patients of the 16 had underlying
folic acid deficiency to explain the elevation of serum
homocysteine.

These tests also appear to be useful in the diagnosis of
folate deficiency. In 120 consecutively studied alcoholic
patients with anemia, bone marrow examinations were
done. In 38 patients the bone marrow smear was mega-
loblastic. After one patient who had cobalamin defi-
ciency was excluded from the analysis, the remaining 37
patients were considered highly likely to have folic acid
deficiency. The serum folate concentration (the most
widely used diagnostic test for folate deficiency) was
low in only 15 of the 37 patients (41%), whereas the
serum homocysteine was clearly elevated in 27 (73%)
of the 37 patients. Thus, the serum homocysteine was
found to be a more sensitive test for detecting folate
deficiency than the serum folate concentration. In 15
patients with’ megaloblastic bone marrows in whom the
red cell folate concentration (RCF) was measured, the
RCF was low in 10 of the 15 (67%) and the serom
homocysteine was clearly elevated in 13 (87%). Thus,
the serum homocysteine assay also was more sensitive
than the red cell folate assay.

EXAMPLE II

Representative Preferred Procedure for Measuring
Homocysteine in Human Serum

Human blood serum is combined with a suitable inter-
nal reference standard, e.g. D,L-[3,3,3,3,4,4,4' 4"
2H8Jhomocystine, now available from Merck Sharp and
Dohme Isotopes (Montreal, Canada) and mixed well.

Excess reducing reagent (e.g. 2-mercaptoethanol,
dithiothreitol, or sodium borobydride) is then added to
insure that all the homocysteine is reduced to the free
form. A chelating agent such as EDTA or EGTA may
optionally be added to remove any metal ions which
may otherwise bind to the free sulfhydry! group. The
reaction mixture is stirred and optionally heated at
about 25° to about 150° C. for about I min to about 60
min to insure complete randomization of the labelled
and unlabelled homocysteine.

Protein is then removed by, e.g., heat denaturation,
ion exchange chromatography, gel filtration, or prefera-
bly by addition of 8 compound which precipitates pro-
teins, e.g. sulfosalicylic acid, picric acid, ammonium
sulfate, etc. The resulting mixture is stirred and centri-
fuged to remove protein precipitate. If not already
acidic, the supernatant is acidified and added to a cation
exchange, column, e.g. BioRad AG 50W-X8 (200400
mesh), hydrogen form (BioRad Laboratories, Rich-
mond, Calif.), to remove any negatively charged salts,
The amino acids are then eluted, adjusted to a basic pH,
and added to an anion exchange column, e.g. BioRad
AG1-X8 (100-200 mesh), acetate form, to remove any
positive salts. The amino acids are then eluted, dried,
and transferred to small sealable vials, preferably with
Teflon-lined septum caps. N-methyl-N-(t-butyldime-
thylsilyDtrifluoroacetamide in acetonitrile is then
added, the vials are sealed and left at about 20° to about
150° C. for about 5 min to about overnight, to complete
the silation reaction. -Preferably, the vials are left at
room temperature overnight, or heated at about 80° C.
for about 1 hour. Excess derivatizing agent may then be
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removed by addition of water (which hydrolyzes the
derivatizing agent) and any volatile solvent. The mix-
ture is centrifuged to clear the emulsion and the non-
aqueous layer, which contains most of the derivatized
compound, is transferred to & clean vial and evaporated
almost to dryness, e.g. under nitrogen, to reduce the
volume.

The resulting preparation is then injected onto a gas
chromatograph/mass spectrophotometer with an injec-
tion port temperature of from about room temperature
to about 350° C. and a colump head of about 5 to about
45 psi. The capillary columr is run at about 20° to about
250° C. for about 1 to about 15 min. Thereafter the
temperature is raised to about 75° to about 350° C. at
about 1° to about 30° C./min. The exact time and tem-
perature at which the homocysteine elutes is deter-
mined by first running a known amount of homo-
cysteine. Thereafter the sample is run and data coliected
in the scanning mode or preferably in the selected ion
monitoring mode.

EXAMPLE I

Representative Specific Procedure for Measuring
Homocysteine in Human Serum

L-homocysteine and L-cysteine were purchased from
Sigma Chemical Co. (St. Louis, Mo.); L-methionine,
other amino acids, and N-methyl-N-{t-butyldimethyl-

- silyljtriflucroacetamide- were -obtained from Pierce

Chemical Co. (Rockford, IIL); D,L-[3,3,3,3',4,4,4'4'-
2Hglhomocystine (98.4%) was obtained by a custom
synthesis from Merck, Sharp and Dohme Isotopes
(Montrea!, Can.); and D,L-[3,3,3',3'-2H%)cystine (98%)
and L-[methyl-2H3)methionine (98%) were purchased
from Cambridge Isotope Laboratories (Woburn, Mass.)
Blood samples were obtained from normal healthy
blood donors at the Belle Bonfils Blood Bank, Denver,
Colo., at the time of blood donation. Consecutive blood
donors were chosen such that samples were obtained
from five males and five females in each of the follow-
ing age groups: 18-26, 27-35, 36-45, 46-55, and 56-65
(for a total of fifty samples). The samples were obtained
between 9 a.m. and 1 p.m., were allowed to clot at room
temperature for 1 to 4 hours, centrifuged at 1500 X g for
30 min, and the serum was removed and stored at —20°
C. Other samples were obtained from laboratory per-
sonnel. They were allowed to clot at room temperature
for 0 to 24 hours before centrifugation at 4° C., or were
added to heparin or EDTA and allowed to stand at
room temperature for 0 to 24 hours before the plasma
was collected by centrifugation at 4° C. Sprague-Daw-
ley rats, 250-350 g, were obtained from SASCO, Inc.
(Omaha, Nebr.) and blood was obtained by intracardiac
puncture under ether anesthesia. Serum was collected
and stored as described above for the human blood
donor samples.

A volume of 50 ul of H;O containing 5 nmol of D,L-
[3,3,4',4',4,4,4',4' THg]homocystine, 25 nmol of D,L-
[3,3,3',3'2Hy]cystine, and 15 nmol of L-[methyl?Hj;.
Jmethionine was added to 100 pl of serum. After mix-
ing, 2.5 ml of H2O containing 158 ug of Na;EDTA and
100 pl of 2-mercaptoethanol were added followed by
mixing and boiling at 100° C. for 15 min. After cooling
to room temperature, 100 pl of H20 containing 25 pg of
sulfosalicylic acid, and 25 k] of 6N HCl were added
followed by mixing and centrifugation at 1000X g for 15
min. The supernatant was then applied to disposable
columns containing 200 pul of the cation exchange resin
AG 50W-X8 (200400 mesh), hydrogen form (BioRad
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Laboratories, Richmond, Calif), which had been
preequilibrated with H»O. After washing with 6 ml of
H30, the amino acids were eluted with 2 ml of 8N
NH4OH, The eluates were applied directly to dispos-
able columns containing 200 ul of the anion exchange
resin AG1-X8 (100-200 mesh), acetate form (BioRad
Laboratories, Richmond, Califl), which had been
washed and equilibrated with H,0. After washing with
9 ml of H30, the amino acids were eluted in 2 ml of 0.1
ml HC! and taken to dryness in & Speed Vac vacuum
concentrator (Savant Instruments, Inc,, Hicksville,
N.Y.). The dried samples were then dissolved in 250 ul
of HyO, transferred to 300 ul Reacti-vials (Pierce
Chemical Co., Rockford, Ill.) and taken to dryness in
the vacuum concentrator.

The t-butyldimethylsilyl derivatives of the amino
acids were prepared by adding 10 ul of acetonitrile and
10 pl  of N-methyl-N-(t-butyldimetbylsilyl)tri-
fluoroacetamide to each vial, sealing them with Teflon-
lined septum caps, and allowing them to stand at room
temperature (22° C.) overnight or heating them to 80°
C. for | hour. Hexane, 100 pl, was added, and after
vortexing for 10 sec, H20, 20 ul, was added to hydro-
lyze any unreacted derivatizing agent. After vortexing
for an additional 10 sec, the samples were centrifuged at
1000X g for 5 min, and the upper hexane layer was
decanted, transferred to microcentrifuge tubes, and
dried to approximately 10 ul by applying a stream of
nitrogen, Care was taken to avoid complete dryness,
since this results in a major loss of the derivatives. Ap-
proximately 2 ul was injected onto the capillary column
via the falling-needle injector.

Sample analysis was performed on a Hewlett-Pac-
kard (Palo Alto, Calif.) 5992B gas chromatograph-mass
spectrophotometer equipped with a 9825B calculator, a
9876A printer, and a molecular jet separator. The injec-
tion port was modified to accept a falling-needle injec-
tor, and an auxiliary make-up carrier gas line was sup-
plied to the jet separator. Semple resolution was
achieved on a Durabond DB-! fused silica capillary
column (30 mXx0.25 mm id., 0.25 um film thickness)
from J & W Scientific, Inc. (Rancho Cordova, Calif.).

The gas chromatograph-mass spectrophotometer was
operated under standard autotune conditions with an
injection port temperature of 250° C. and a column head
pressure of 26 psi. The capillary column was equili-
brated at 180" C., and | min after sample injection was
increased to 276° C. at 8° C./min. Data were collected
from 4.8 to 9.6 min using the selected ion monitoring
mode. The following [M-57}+ ions were monitored
using a 50 msec dwell time for each: homocysteine
monomer, m/z 420.2;(3,3,4,4-2HsJhomocysteine mono-
mer, m/z 424.2; cysteine monomer, m/z 406.2; [3,3-
2H;]cysteine monomer, m/z 408.2; methionine, m/z
320.2; and [methyl- 2Hj]methionine, m/z 323.2. Total
homocysteine was quantitated by dividing the inte-
grated area of the m/z 420.2 peak that eluted at approxi-
mately 8.9 min (the exact times were determined daily
with standards) by the integrated area of the m/z 424.2
peak that eluted at the same time, and then multiplying
by 100 umol/liter, which is the equivalent amount of
[3,3,4,4-2Hs]homocysteine monomer that was added to
each sample. Total cysteine was quantitated in the same
maanner utilizing the m/z 406.2 and m/z 408.2 peaks that
eluted at approximately 7.7 min and multiplying their
ratio by 500 umol/liter, which is the equivalent amount
of the [3,3-2Hj]cysteine monomer added to the samples.
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Methionine was quantitated in'the same manner utiliz.
ing the m/z 320.2 and m/z 323.2 peaks that eluted at
approximately 5.4 min and multiplying their ratio by
150 pmol/liter, which is the amount of [methyl-
2H;)methionine added to the samples. The integrated
areas for the three internal standard peaks, i.e. the m/z
424.2, m/z 408.2, and m/z 323.2 peaks eluting at about
8.9, 7.7, and 5.4 min, respectively, were corrected for
the amounts contributed to them by endogenous total

5

16
the complex mixture of amino acids and other organic
compounds present in serum and urine, and because of
the relatively low concentrations of total homocysteine
present. Experiments in which known amounts of
[methyl-14Clmethionine or [U'4C]cystine were added
to serum and urine samples showed that approximately

70% of the radioactivity from both amino acids was -

recovered in the final hexane solution at the end of the
extensive partial purification and derivatization proce-

homocysteine, endogenous total cysteine, and endoge- 10 dures. Similar recovery studies were not performed for
nous methionine as a resuit of naturally occurring iso- homocystine because radiolabelled homocystine is no
tope abundance. These corrections, which were deter-  commercially available. :
mined with unenriched homocysteine, cysteine, and - The structure and m/z value of the t-butyldimethyisi-
methionine on a daily basis were as follows: ({)approxi- 1yl derivative of homocysteine is shown below together
mately 1.5% of the area of the m/z 420.2 peak at 8.9 min 15 with some of the fragmentation positions and the m/z
was present as 8 m/z 424.2 peak at 8.9 min, (ii) approxi-  values of the corresponding fragments at [M]+,
mately 21.4% of the area of the m/z 406.2 leak at 7.7  [M-15]+, [M-57}+, and [M-159)+:
g
CH;-’(I:-'CH;
CH)??i—CH;
CH; CH; ‘er ﬁ ICHJ |CH; :
CH3—|C ?i s—cH;-CHz—cl: ¢ o Sli cl: CH;
CH; CH; H CHj CHj

1
[m - 159]* = 318

[m - 57)* = 420
fm — 15+ = 462
(m]* = 410

min was present as a m/z 408.2 peak at 7.7 min, and (jii)
approximately 3.1% of the area of the m/z 320.2 peak at
5.4 min was present as a m/z 323.2 peak at 5.4 min.

In experiments in which cysteine-2-mercaptoethanol,
homocysteine-2-mercaptoethanol, cystine, homocys-
teine-cysteine dimer, and homocystine were detected
and monitored, the run time was extended to 20 min and
the final temperature was increased to 335° C. Spectra
for cystine and homocystine were obtained by deriva-
tizing these compounds directly without employing the
standard reduction with 2-mercaptoethanol. Spectra for
cysteine-2-mercaptoethanol and homocysteine-2-mer-
captoethanol were obtained from cystine and homocys-
tine, respectively, in experiments in which these com-
pounds were reduced with-2-mercaptoethano! before
derivatization. This latter technique was used to obtain
spectra for homocysteine-cysteine dimer except that an
equal mixture of homocystine and cystine was reduced
by 2-mercaptoethanol followed by derivatization. The
semsitivities of the assays were measured by determin.
ing, e.g., the ratio of homocysteine monomer to [3,3,4,4-
2H,4] homocysteine monomer, at which the standard
curves deviate from linearity as described by Zinn, A.
B, D. G. Hine, M. J. Mahoney, and K. Tanaka, Pediatr.
Res. 16:740-745(1982). !

The urinary clearances of total homocysteine, methi-
onine, and total cysteine were determined with the
following equation as illustrated for total homocysteine:
total homocysteine/creatinine clearance ratio=100-
X{urine total homocysteine  (umol/L)/urine
creatinife(umol/L)}/{serum  total = homocysteine
(umol/L)/serum creatinine (umol/L})]

The extensive nature of the partial sample purifica-
tion utilized in this procedure was necessary because of

40
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The molecular weights of homocysteine monomer,
cysteine monomer, homocystine, cystine, homocys-
teine-2-mercaptoethanol, cysteine-2-mercaptoethanol,
homocysteine-cysteine dimer, and methionine are
shown in FIG. 1 together with the mass spectra of their
t-butyldimethylsily! derivatives, The molecular weight
of a particular derivative is equal to the molecular
weight of the amino acid or disulfide, plus 114 for each
t-butyldimethylsilyl group that is bound to each avail-
able —COOE, —NH;, —SH, and —OH group. In the
case of homocysteine monomer, cysteine monomer,
homocysteine-2-mercaptoethanol, cysteine-2-mercapto-
ethanol, and methionine, a major peak was present at
[M-57)+. In the case of homocystine, cystine, and

. homocysteine dimer, the major peak was at [M/2]+. A
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[M-57}+ peak was not observed with homocystine and
only small (M-57]+ peaks were observed for cystine and
homocysteine-cysteine dimer.

F1G. 3 shows chromatograms of the t-butyidimethyl-
silyl derivatives of amino acids obtained after reduction
from (A) a2 mixture containing methionine, cysteine, and
homocysteine in a ratio of 1:3:1; (B) 100 pl of normal
human serum; (C) 100 u! of normal rat serum; and (D)
100 ul of normal human urine. The amino acids studied
were: methionine (MET); cysteine monomer (CYS);
homocysteine monomer (HCYS); [methyl-2Hajmethio-
nine (MET?*); [3,32Hz]cysteine monomer (CYS*); and
[3,3,4,4-2HqJhomocysteine monomer (HCYS*). MET®,
CYS*, and HCYS® were not added to sample A and the
peaks bearing their designation represent.the amounts
contributed to them by MET, CYS, and HCYS, respec-
tively, as a result of naturally occurring isotope abun-
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dance. Numbers in parentheses represent the values for
m/z that were scanned by selected ion monitoring. The
values for “F.S."” are relative values for the full scale of
the heavy-dashed tracing; the light-dashed tracing is a
10X attenuation. The values determined for endogenous

total homocysteine were 18.9, 6.5, and 3.6 pmol/L for .

B, C, and D, respectively. The values determined for
endogenous total cysteine were 369, 173, and 238
umol/L for B, C, and D, respectively. The values deter-
mined for endogenous methionine were 16.8, 60.4, and
3.2 pmol/L for B, C, and D, respectively. FIG. 3A
demonstrates that the capillary column gives a com-
plete separation for these three amino acids. The elution
profiles of cysteine-2-mercaptoethanol, homocysteine-
2-mercaptoethanol, cystine, homocysteine-cysteine,
dnd homocystine are not shown, but they were also
present and eluted as single symmetrical peaks with
respective elution times of 11.8, 12.9, 16.3, 17.4, and 18.4
min,

Studies with samples of human serum and urine, and
rat serum, in which [3,3,3,3',4,4,4',4'2Hg]homocystine,
[3,3,3',3'2Hg)cystine and [methyl-2Hj]methionine were
not added, demonstrated tbat substances that might
interfere with their use as internal standards for quanti-
tation were not present. The sensitivities of the assays
were | umol/L for total homocysteine, 5 umol/L for
total cysteine, and 2 umol/L for methionine under the
standard- conditions- that - used 50 pmol/L. of
[3.3,3,3',4,4,4',4'-2Hg)homocystine, 250 pmol/L of
[3,3,3',3-2Hacystine, and 150 pmol/L of [methyl-
2H3]methionine, although the sensitivities could be im-
proved in each case by decreasing the amounts of inter-
nal standards added. Assays performed under standard
conditions showed that the assays for each of the three
amino acids were linear over the ranges of 1 to 1000
umol/L for total homocysteine, 5 to S000 pmol/L for
total cysteine, and 2 to 2000 pmol/L for methionine.

A chromatogram obtained with 100 pl of normal
human serum is shown in FIG. 3B. Endogenous total
cysteine is present in the largest amount followed by
endogenous methionine and then endogenous total
homocysteine. Approximately 70% of the total cysteine
was present in the cysteine monomer peak at approxi-
mately 7.7 min with the remaining 30% being present
(data not shown) as cysteine-2-mercaptoethanol (20%),
cystine (9%), and the homocysteine-cysteine dimer
(1%) peaks- which eluted at later time periods (see
above). Approximately 60% of the total homocysteine
was present in the homocysteine monomer peak that
eluted at approximately 8.9 min with the remainder
being present (data not shown) in the homocysteine-2-
mercaptoethanol (25%), homocysteine-cysteine dimer
(14%), and the homocystine (19) pesks that eluted
later (see sbove).

The percentages of the various forms of cysteine and
homocysteine varied considerably from sample to sam-
ple but for a given sample were not altered when the
period of boiling with 2-mercaptoethanol was varied
from ! to 60 min or when the amount of 2-mercaptoe-
thanol was varied from 5 to 100 ul. The ratio of endoge-
nous cysteine to [3,3-2H;]cysteine was essentially identi-
cal in all of the various peaks containing cysteine. The
ratio of endogenous homocysteine to [3,3,4,4-
2H]homoacysteine was essentially identical in all of the
various peaks containing homocysteine. These observa-
tions indicate that the endogenous and internal standard
forms of cysteine and homocysteine are completely
reduced and released from their various disulfide forms,
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including the forms bound to protein, by the initial
15-min reduction with 100 wl of 2-mercaptoethanol, and
that minor but significant amounts of various disulfides
are reformed at subsequent stages in the purification and
derivatization procedures. This subsequent partial disul-
fide reformation does not prevent or hinder the quanti-
tation of endogenous total cysteine and endogenous
total homocysteine, however, because the internal stan-
dards utilized for cysteine and homocysteine, i.e.
[3,3,3,3'-2Hy)cystine and [3,3,3',3',4,4,4',4'-2Hglhomo-
cystine, are also completely reduced and then partici-
pate in the partial disulfide reformation to the same
extent as endogenous total cysteine and endogenous
total homocysteine. It is possible to quantitate endoge-
nous total cysteine using the ratio of deuterated cysteine -
to endogenous cysteine in any of the cysteine monomer,
cysteine-2-mercaptoethanol, cystine, or homocysteine-
cysteine dimer peaks since the values for this ratio are
the same in all four peaks for any given sample. It is also
possible to quantitate endogenous total homocysteine
using the ratio of deuterated homocysteine to endoge-
nous homocysteine in any of the homocysteine mono-
mer, homocysteine-2-mercaptoethanol, homocystine or
homocysteine-cysteine dimer peaks since the values for
this ratio .are the same in all four peaks for any given
sample. We have chosen to measure and use the ratios
obtained in the cysteine monomer and homocysteine

: monqm'er peaks in our standard procedure because they
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are usually the largest peaks and because they elute
earlier than the other peaks,

Preliminary studies indicate that it is possible to cou-
ple iodoacetamide to cysteine monomer and homo-
cysteine monomer after the initial reduction step and
then proceed with the purification and derivatization
procedures in the standard way (data not shown). This
modification, which prevents the reformation of disul-
fides, has not been evaluated in detail, however.

When the reduction with 2-mercaptoethanol is omit-
ted from the standard procedure with human serum,
cystine, homocystine, and homocysteine-cysteine dimer
peaks are observed that contain endogenous forms of
cysteine, homocysteine and both homocysteine and
cysteine, respectively. Cysteine-2-mercaptoethanol and
homocysteine-2-mercaptoethanol are not detectable
under these conditions (data not presented).

Chromatograms obtained with 100 ul of normal rat
serum and 100 gl of normal human urine are shown in
FIGS. 2C and 2D, respectively, and are similar to the
chromatogram obtained with normal human serum
(FIG. 2B).

Studies performed with 2 single sample of pooled
normal human serum that was repeatedly frozen and
thawed, and assayed on 16 different occasions over a
one-month period gave values for the coefficient of
variation of 19.7%, 17.4% and 5.6% for the assay of
total homocysteine, total cysteine, and methionine, re-
spectively. No significant change or trend in the values
for these three amino acids was observed over the one-
month period nor have changes been observed when
the same serum was assayed on other occasions over a
{2-month period.

Values for serum total homocysteine obtained with
blood samples that were drawn and immediately centri-
fuged at 4° C, were the same (10% difference) as those
obtained with portions of the same blood samples that
were incubated at room temperature for | hour prior to
centrifugation, but increased by approximately 35%
and 75% when the incubation was prolonged for 4
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hours and 24 hours, respectively, prior to centrifuga-
tion. Values for serum total cysteine were unchanged
over the 24 hour incubation period. Values for serum
methionine were unchanged at 1 hour and increased by
10% and 25% at 4 h and 24 h, respectively. Plasma
collected in EDTA or heparin gave values that were
the same as those for serum for all three amino acids at
all time periods except in the case of methionine where
the values for both types of plasma did not increase at
all over the 4 h or 24 h incubation periods. Incubation
studies performed with rat serum gave results similar to
those obtained with human serum. Values for urine total
homocysteine, total cysteine, and total methionine were
unchanged when urine samples were incubated at room
temperature for 0 h to 24 h,

The values for the actual mean (umol/L) and range

obtained for total homocysteine, total cysteine, and-

methionine in serum samples from 50 normal human
subjects and 50 normal rats, calculated as the mean %2
S.D. after log transformation to correct for skewness
towards higher values were: human serum total homo-
cysteine, 13.0 (7.2-21.7); buman serum methionine, 25.5
(13.7-43.5); buman serum total cysteine, 261 (174-378);
rat serum total homocysteine, 5.6 (3.2-9.6); rat serum
methionine, 56 (39-83); and rat serum total cysteine, 190
(131~283). The values for the actual mean (pmol/L or
umol/10 mmol creatinine) and range obtained for urine
samples from the same 50 normal human subjects, cal-

culated -as- defined -above, were: human urine total

homocysteine, 7.2 (1.4-24.7); human urine total homo-
cysteine /10 mmol urine creatinine, 11.2 (2.0-36.7);
human urine methionine, 5.9 (0.4-35.1); human urine
methionine/10 mmol creatinine, 6.3 (1.5-19.1); human
urine total cysteine, 260 (68-729); human urine total
cysteine/10 mmol creatinine, 344 (158-655). The nor-
mal ranges for total cysteine and methionine in urine are
tighter when expressed as pmol/10 mmol crcanmne
than when expressed as pmol/L.

Values for total homocysteine and total cysteine were
significantly (P <0.05) higher in human serum than in

_rat serum. Values for methionine were significantly

(P <0Q:05) higher in rat serum than in human serum.
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Human serum total homocysteine, total cysteine, and .

methionine were not correlated significantly with urine
total homocysteine, total cysteine, and methionine, re-
spectively, regardless of whether or not the urine values
were expressed as umol/L or pmol/10 mmol creati-
nine. Values for serum total homocysteine and serum
methionine were, respectively, 20% and 22% higher, in
males than in females (P <0.05). Values for serum total
cysteine, urine total homocysteine, urine total cysteine,
and urine methionine were not significantly different
for males and females. Values for serum total homo-
cysteine did not correlate significantly with age, hemo-
globin, mean -corpuscular volume, white blood cell
count, platelet count, serum cobalamin, serum folate,
serum methionine, serum total cysteine, or serum me-
thylmalonic acid. The highest correlation coefficients
were 0.37 between serum total homocysteine and hemo-
globin (P=0,06) and —0.34 between serum total homo-
cysteine and serum folate (P=0.06). The correlation
coefficient between serum homocysteine and serum
cobalamin was 0.14 (P=0.44), The values for serum
methionine did not correlate significantly with any of
the parameters mentioned above except for hemoglobin
where the correlation coefficient was 0.44 (P <0.05).
The correlation coefficients between serum methionine
and serum folate, and serum methionine and serum
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cobalamin were —0.09 (P=0.64) and 0.20 (P=0.29),
respectively. Serum total cysteine wes not significantly
correlated with any of the parameters mentioned above
except for age and serum methylmalonic acid. The
correlation coefficients between serum total cysteine
and age, and serum total cysteine and serum methylma-
lonic acid were 0.38 (P <0.01) and 0.30 (P <0.05), re-
spectively. Values for urine total homocysteine, urine
total cysteine, and urine methionine expressed as
pumol/L or umol/10 mmol creatinine were not signifi-
cantly correlated with age, hemoglobin, mean corpus-
cular volume, white blood cell count, platelet count,
serum cobalamin, serum folate, serum methylmaloaic
acid, serum total homocysteine, serum methionine, or
serum total cysteine.

We calculated that the mean urinary clearances of
total homocysteine, total cysteine, and methionine from
humean serum relative to the clearance of creatinine
were 0.3%, 0.6%, and 0.1%, respectively. These obser-
vations demonstrate that only a small fraction of total
homocysteine, total cysteine, and methionine present in
sefum are excreted in the urine, and that levels and
relative changes in the concentrations of these amino
acids may thus differ between serum and urine in van—
ous pathologic conditions.

We have thus developed and demonstrated tech-
niques which make it possible to detect and quantitate
total homocysteine and total cysteine in serum from
normal humans and ratsand in urine from normal hu-
mans, Reduction with a suitable sulfhydryl compound
such as 2-mercaptoethanol is essential for measuring
total homocysteine and total cysteine in serum because
50% to 70% of these amino acids are covalently bound
to serum proteins via disulfide linkage. Our studies and
those of others indicate that liberation of this bound
homocysteine and cysteine occurs rapidly, but our stud-
ies also indicate that the formation of new disulfides
following reduction occurs to a significant degree. De-
tection and quanutanon based on mass spectrometry is
extremely beneficial in this situation, since one can em-
ploy stable isotope forms of homocysteine and cysteine
themselves as internal standards. These internal stan-
dards equilibrate with endogenous total homocysteine
and endogenous total cysteine during the reduction step
and remain equilibrated during the partial reformation
of new disulfides. It is also possible to omit the initial
reduction step and thereby detect and measure the con-
centrations of free homocystine, free cystine, and free
homocysteinecysteine dimer provided the appropriate

intérnal standards are used. It should be possible to

utilize our methodology to measure protein bound
homocysteine and cysteine separately, although we
have not investigated this. It is also possible to measure
other amino acids at the same time utilizing additional
appropriate internal standards. We have done this in the
case of methionine and have found that the methodol-
ogy is readily applicable to other amino acids.
We_have defined normal ranges for total homo-
cysteine in human and rat serum, and human urine. The
values for human serum and urine are similar to those.
reported recently by Refsum, H., S. Helland, and P. M.
Ueland, Clin. Chem. 31(4):624-628 (1985). Our values
for human serum are approximately 30% higher than
theirs, however, and this may be due in part to the use
of a stable isotope form of homocysteine as an internal
standard in our procedure with the resultant advantages

" described above, and in part to the fact that total homo-

cysteine values increase somewhat as samples are al-
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lowed to clot at room temperature for several hours as
in our procedure,

We have also defined normal ranges for total cysteine
in human serum and human urine. Qur values with
respect to human serum are in good agreement with
values reported by Malloy, M, H., D. K. Rassin, and G.
E. Gaull, Anal. Biochem. 113:407-415 (1981), who uti-
lized reduction with dithiothreitol followed by the
spectropbotometric determination of endogenous total
cysteine. The fact that our values are approximately
20% higher may reflect the inclusion of a stable isotope
internal standard in our procedure as discussed above.
Our values for human urine total cysteine are similar to
J., Metabolism
31:487-492 (1982), who utilized a standard amino acid
analyzer,

The normal ranges that we determined for methio-
nine in human and rat serum, and human urine are in
excellent agreement with values determined by & num-
ber of other investigators who used the amino acid
analyzer. )

Our values for total homocysteine, total cysteine, and
methionine in rat serum are similar to the limited data of
other investigators.

The availability of a sensitive and specific method for
measuring total homocysteine in human serum will
have a number of clinical applications that include the
following: (i) determinations of the incidence of ele-

with clinicallyconfirmed cobalamin or folate defi-
ciency, (ii) determination of total homocysteine levels in.
the serum of patients with low, borderline, or low nor-
mal levels of serum cobalamin or serum folate in order
to assess the diagnostic sensitivity and specificity of the
serum cobalamin and serum folate assays, (i) determi-
aation of total homocysteine levels in the serum of pa-
tients with a variety of neuropsychiatric abnormalities
and in the elderly in order to better define the incidence
of cobalamin and folate deficiencies in these groups, and
(iv) determination of total homocysteine levels in het-
erozygotes for cystathionine synthetase deficiency in an
attempt to develop a better diagnostic test for this heter-
ozygous state which is correlated with an increased
incidence of peripheral vascular and cerebrovascular
disease. The assay of total homocysteine in human
serum is a relatively sensitive measure of both cobala-
min deficiency and folate deficiency. The ability to
measure total homocysteine in the serum of animals
such as the rat will also be useful in studies employing
nitrous oxide, cobalamin analogues, folate analogues
such as methotrexate, and cobalamin- or folate-deficient
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diets, all of which interfere with various aspects of

cobalamin or folate metabolism and utilization.

EXAMPLE IV
Representative Assay for Methylmalonic Acid

According to the method of Marcell, P, D,, S. P.
Stabler, E. R. Podell, and R. H. Allen, Anal. Biochem.
150:58-66 (1985)

Methylmalonic, succinic, and glutaric acids were
purchased from Sigma Chemical company (St. Louis,
Mo.), malonic acid was from J. T. Baker Chemical Co.
(Phillipsburg, N.J.), and dimethylmalonic, ethylma-
lonic, and methyisuccinic acids were from Aldrich
Chemical Co. (Milwaukee, Wis.). [Methyl-2H3)methyl-
malonic acid (>99%, via custom synthesis) and [1,4-
BCyJsuccinic acid (>99%) were purchased from
Merck Sharpe & Dohme Isotopes (Montreal, Canada).
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[Methyl-14Cimethylmalonic acid (via custom synthesis)
and [1,4-14C]succinic acid were purchased from New
England Nuciear Corp. (Boston, Mass.). N-Methyl-N(t-
butyldimethylsilyltrifluoroacetamide was obtained
from Pierce Chemical Co, (Rockford, Ill.). All solvents
were of high-performance liquid chromatography
grade from Burdick & Jackson Laboratories, Inc. (Mus-
kegon, Mich.). Blood samples were obtained from nor-
mal healthy donors at the Belle Bonfils Blood Bank,
Denver, Colo. at the time of blood donation. Consecu-
tive blood donors were chosen such that samples were
obtained from five males and five females in each of the
following age groups: 18-26, 27-35, 3645, 46-55, and
56-65, for a total of 50 samples. The samples were ob-
tained between 9 am and 1 pm, were aliowed to clot at
room temperature for 1 to 4 b and centrifuged at 1500 g
for 30 min, and the serum was removed and stored at
—20° C. In addition, other samples were allowed to clot
for O to 24 h before centrifugation. Spot urine samples
were collected from the same 50 individuals within 30
min of when the blood samples were obtained and were
also stored at —20° C. Sprague-Dawley rats, 250-350 g,
were obtained from SASCO, Inc. (Omaha, Neb.) and
blood was obtained by intracardiac puncture under
ether anesthesia. Serum was collected and stored as
described above for the human blood samples.

A volume of 50 pl of H;O containing 200 ng of
[methyl-2H3}methylmalonic acid and 2000 ng of {1,4-
13C,Jsuccinic acid was added to 500 pl of serum or 100
il of urine, and an additional 400 ul of H20 was added
to the urine samples. The pH was then raised to about
12 by adding 50 ul of 2 N NaOH and 5 ml of diethyl
ether was then added, followed by vigorous mixing and
centrifugation at 1000 g for 3 min, and the upper ether
layer was decanted and discarded. The pH was then
adjusted to about 1 by adding 50 pul of 6 N HCI and the
samples were extracted twice with 5 ml of diethyl ether
as described above. The ether extracts were pooled,
taken to dryness by applying a stream of nitrogen in a
40° C. water bath, and then dissolved in 500 ul of HO.
The entire sample was injected onto a Waters Assaci-
ates (Milford, Mass.) high-performance liquid chroma-
tography anion-exchange system consisting of a 720
system controller, a 730 data module, two G6000A
pumps, 2 USK injector, and a Z-module equipped with
a Radial Pak SAX cartridge (10 um, 8 mm X 10 cm), and
a precolumn (4X23 mm) packed with pellicular anion
exchanger obtained from Whatman, Inc. (Clifton, N.J.).
The mobile phase consisted of 0.05SM KH;PO4-H3PO4,
pH 2.0, and 2-ml fractions were collected at a flow rate
of 2 ml/min. Fractions 3-5 contained greater than 95%
of the methylmalonic acid and succinic acid that was
injected based on separate experiments performed with
[methyl-14Clmethylmalonic and  {1,4-!4C;)succinic
acids, which were used to check the chromatography
system on a daily basis. These fractions were pooled, 50
ul of 6N HC! was added to adjust the pH to approxi-
mately 1, and the samples were extracted twice with 5
m! of diethyl ether as described above. These ether
extracts- were pooled, taken to dryness by applying a2
stream of nitrogen in a 40° C. water bath, dissolved in
150 pl of methanol, and transferred to 300-ul Reacti-
vials (Pierce Chemical Co., Rockford, 1ll.), together
with a 150 ] methanol rinse. The samples were then
taken to dryness in a Speed Vac vacuum concentrator
(Savant Instruments, Inc., Hicksville, N.Y.).
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The .t-butyldimethylsilyl esters of the dicarboxylic
acids were prepared by adding 100 pl of acetonitriie
and 10 ul of N-methyl-N-(t-butyldimethylsilyl)tri-
fluoroacetamide to each vial, sealing them with Teflon-
lined septum caps, and allowing them to stand at room
temperature (22° C.) overnight. H20, 100 ], was added

. 1o hydrolyze any unreacted derivatizing reagent, fol-

lowed by the addition of 250 ul hexane, vigorous mix-
ing, and centrifugation at 1000 g for 5 min. The upper
hexane layer was decanted, transferred to a separate

—

0

Reacti-vial, and dried to approximately 5 ul by applying

a stream of nitrogen. Care was taken to avoid complete
dryness, since this results in a major loss of the deriva-
tives. Approximately 2 pl was injected onto the capil-
lary column of a Hewlett-Packard (Palo Alto, Calif)
5992B gas chromatograph-mass spectrometer via the
falling-needle injector. The gas chromatograph/mass
spectrometer was equipped with a 9825B calculator, a

© 9876A printer, and a molecular jet separator. The injec-

tion port was modified to accept the falling-needle in-
jector and an-auxiliary make-up carrier gas line was
supplied to the jet separator. Sample resojution was

- achieved on a Durabond DB-5 fused silica capillary

column (30 mX0.25 mm id., 0.25 um film thickness)
from J & W Scientific, Inc. (Rancho Cordova, Calif)).
The gas chromatograph/mass spectrophotometer was
operated under standard autotune conditions with an
injection port temperature of 250° C. and a column head

" pressure of 22 psi. The’ capxllary column was equili-

brated at 160° C. and 6.5 min after sample injection was
increased to 188° C. at 8° C./min. Data were collected
from.5.8 to 12.5 min using the selected ion monitoring
mode. The following [M-57]+ ions were monitored
using 2 50-ms dwell time for each: malonic acid, m/z
275.2; methylmalonic acid, m/z 289.2; [memy1-2H3]
methylmslonic acid, m/z 292.2; succinic acid, m/z
289.2; [1,4-13Cz]succinic acid, m/z 291.2; dimethylma-
lonic acid, m/z 303.2; ethylmalonic acid, m/z 303.2;
methylsuccinic acid, m/z 303.2; and glutaric acid, m/z
303.2. Methyimalonic acid was quantitated by dividing
the integrated area of the m/z 289.2 peak that eluted at
approximately 6.8 min (the exact times were determined
daily with standards) by the integrated area of the m/z
292.2 peak that eluted at the same time, and then multi-
plying by 200 ng, which was the amouant of the [methyl-
?Hjjmethylmalonic acid added to each sample. Succinic
acid was quantitated in the same manner utilizing the
m/z 289.2 and m/z 291.2 peaks that eluted at approxi-
mately 9.3 min and multiplying their ratio by 2000 ng,
which was the amount of the [1,4-13C3]succinic acid

" added to the samples. The integrated areas for the two

internal standard peaks, i.e. the m/z 292.2 and m/z 291.2
peaks eluting at about 6.8 and 9.3 min, respectively,
were corrected for the amounts contributed to them by
endogenous methylmalonic acid and succinic acid as a
result of naturally occurring isotope abundance. These
corrections, which were determined for unenriched
methylmalonic and succinic acids on a daily basis, were
as' follows: (i) approximately 1.9% of the area of the
m/z 289.2 peak at 6.8 min was present as a m/z 292.2

- peak at 6.8 min, and (ii) approximately 10.8% of the area

of the m/z 289.2 peak at 9.3 min was present as a m/z
291.2 peak at 9.3 min.

The sensitivity of the assay was measured by dster-
mining, e.g., the ratio of methylmalonic acid to {methyl-
2H3]methylmalonic acid, at which the standard curve
deviates from linearity as described by Zinn, A. B, D.
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G. Hine, M 1. Mahoney, and K. Tanaka, Pediatr. Res.

16:740-745 (1982).

The urinary clearance of methylmalomc acid and
succinic acid from serum, relative to that of creatinine,
was determined with the following equation as illus-
trated for methylmalonic acid: methylmalonic acid/-
creatinine clearance ratio=100X [urine methylmalonic
acid (ng/ml)/urine creatinine (ng/ml)]/[serum methyl-
malonic acid (ng/ml)/serum creatinine (ng/ml)).

The extensive nature of the partial sample purifica-
tion utilized in this procedure was necessary because of
the complex mixture of ‘organic compounds found in
serum, and because of the relatively Jow concentrations
of methylmalonic acid that are present. Procedures
vsing extractions with various organic solvents fol-
lowed by a further purification with small anion-
exchange or reverse-phase columns were unsatisfac-
tory. High-performance liquid chromatography using
an anjon-exchange resin proved to be very beneficial,
since the low pK, values of the dicarboxylic acids under
study resulted in their being retarded at pH 2, while
most other compounds were not retarded. Analysis of
urine samples may not require the same degree of partial
purification as is necessary for serum. Experiments in
which known amounts of [methyl-4C)methylmalonic

_acid 'and [1,4-Clsuccinic acids were added to serum

and urine samples showed that 10 to 209 of both dicar-
boxylic acids were recovered in the final hexane solu-
tion at the end of the extensive partial purification and
derivatization procedures.

Initial attempts to produce the t-butyldimethylsily!
derivatives of dicarboxylic acids using a mixture of
t-butyldimethylchlorosilane/N,N-dimethylfor-
mamide/imidazole (Applied Science Laboratories, Inc.,
State College, Pa.) as described by de Jong, A. P.J. M.,
J. Elema, and B. J. T. van de Berg, Biomed. Mass Spec-
trom, 7:359-364 (1980) were unsatisfactory for quentita-
tive work due to marked variations in the degree of
derivatization and due to the relative instability of the
derivatives. Questions concerning the unexpected ease
with which some t-butyldimethylsilyl derivatives, such
as esters of certain organic acids, are hydrolyzed have
been raised in the past. We found that the pH of the
reaction mixtore as described by de Jong et al. was
approximately 1, and that this resulted in the hydrolysis
of the newly-formed t-butyldimethylsity] derivatives of
the dicarboxylic acids due to an inability of the imidaz-
ole to completely scavenge the HC! produced by the
reaction involving the chlorosilane. This problem was
only partiaily corrected by the addition of other acid
scavengers such as pyridine. We found, however, that
the t-butyldimethylsilyl derivatives prepared with N-
methyl-N-(t-butyldimethylsilyl)trifluoroacetamide
were obtained in high yield, in a reproducible manner,
and were stable for more than a week after their extrac-
tion into hexane as described above. This procedure

. was therefore adopted as our standard method.

65

The structure and m/z value of the t-butyldimethylsi-
Iyl derivative of methylmalonic acid is shown below
together with the fragmentation positions and the m/z
values of the major fragments of interest which are at
[M-57]+ and [M-15}+: .

feree e e w
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CH; CH; o cHs 0 CHy oy
CH;~C S O C ? c o ?i ¢|: CHy
CH; CHj H CH) CH;3

[m — ST+ = 289

jm — 15]* = 33)

[m]+ = 346

The molecular weights of malonic, methylmalonic,

succinic, dimethylmalonic, ethylmalonic, methylsuc-

cinic, and glutaric acids are shown in FIG. 4 together
with the mass spectra of their t-butyldimethylsilyl de-
rivatives. The molecular weight of a particular deriva-
tive is equal to the molecular weight of the dicarboxylic
acid plus 228 due to the addition of two t-butyidime-
thylsilyl groups. Peaks representing the entire deriva-
tive, i.e.,, [M]+, were not observed for any of the dicar-
boxylic acids. Rather, the major peak in each case was
[M-57}+, which represented 35-45% of the sum of all
the peaks in the m/z range of 100 to 400. Smaller peaks
representing [M-15]+ were also observed for each di-
carboxylic acid derivative, although the amounts were

- -only 3-6% of the amounts present for- the: [M-57]+

peaks. Peaks with a value of m/z 147 were observed
with all of the dicarboxylic acid derivatives and peaks
with a value of m/z 189 were observed with all except
for the glutaric acid derivative. Both of these peaks
appear to result from fragmentation and rearrangement
of portions of the t-butyldimethylsilyl groups them-
selves, and do not involve portions of the dicarboxylic
acids themselves because abundant m/z 147 and m/z
189 peaks were also observed with [methyl-2H;3]methyl-
malonic acid and [1,4-!3C;]succinic acid.

FIG. § shows chromatograms of the t-butyldimethyi-
silyl derivatives of dicarboxylic acids obtained from (A)
a mixture containing 1 ug of each acid; (B) 500 ul of
pooled normal human serum; (C) 500 ! of normal rat
serum; and (D) 100 pl of normatl human urine. The acids
studied were malonic acid (MA), methylmalonic acid
(MMA), succinic acid (SA), [1,4-13C;Jsuccinic acid
(SA*), [methyl-2H3)methylmalonic acid (MMA?Y),
dimethylmalonic acid (DMMA), ethylmalonic acid
(EMA), methylsuccinic acid (MSA), and glutaric acid
(GA). Numbers in parentheses are the values for m/z
that were scanned by selected ion monitoring. Values
for “F.S.” are the relative values for the full scale of the
heavy-dashed tracing; the light-dashed tracing is a 10X
attenuation. Values determined for MMA were 56, 92,
and 3400 ng/ml for B, C, and D, respectively. Values
determined for SA were 1110, 9200, and 19,000 ng/ml
for B, C, and D, respectively.

FIG. S5A demonstrates that the capillary column
gives a complete separation for all of the derivatives
that have the same molecular weight, i.e., methylma.
lonic acid and succinic acid are completely separated
from each other, and dimethylmalonic acid, ethylma-
lonic acid, methylsuccinic acid, and glutaric .acid are

.completely separated from one another. Methylmalonic

acid is not completely separated from dimethylmalonic
acid nor is succinic acid completely separated from
methylsuccinic acid, but this is not a problem, since, as
shown in FIG. 4, these unresolved dicarboxylic acid
derivatives have different molecular weights and mass

20

23

26
spectra and thus there is no interference when selected
ion monitoring is used.

Studies with samples of human serum and urine and
rat serum, in which [methyl2H3]methylmalonic and
[1,4!3C;)succinic acids were not added demonstrated
that substances that might. interfere with their use as
internal .standards for quantitation were not present.
The sensitivity of the assays were 5 ng for methylma-
lonic acid and 150 ng for succinic acid under the stan-
dard conditions that used 200 ng of [methyl2Hjz]methyi-
malonic acid and 2000 ng of [1,4!3Cyjsuccinic acid,
although the sensitivities could be improved in each
case by decreasing the amounts of the internal standards
added, Assays performed under standard conditions
showed that the assay for methylmalonic acid was lin.
ear from 5 to 5000 ng, and that the assay for succinic
acid was linear from 150 to 150,000 ng in agueous sam-
ples and in serum samples to which known amounts of
the respective acids were added.

A chromstogram obtained with 500 pl of pooled
normal human serum is shown in FIG. 5B. Succinic
acid is present in the largest amount and malonic, me-
thylmalonic, ethyl malonic, methylsuccinic, and glu-
taric acids are present in smeller, but readily detected,
amounts. Dimethylmalonic acid could not be detected
with certainty. Chromatograms obtained with 500 pl of
normal rat serum and 100 ul of normal human urine are

- shown-in-FIGS: 5C and D; respectively, and are similar
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to the chromatogram obtrined with pooled normal
human serum (FIG. 5B).

Studies performed with a single sample of pooled
normal human serum that was repeatedly frozen and
thawed and assayed on seventeen different occasions
over a 10-month period gave values for the coefficient
of variation of 26 and 19% for the assay of methylma-
lonic acid and succinic acid, respectively. No significant

. change or trend in the values for these two dicarboxylic

acids was observed over the 10-month period. Values
for serum methylmalonic acid obtained with blood sam-
ples that were drawn and immediately centrifuged at 4°
C. were the same as those obtained with portions of the
same blood samples that were incubated at room tem-
perature for 1 or 24 h prior to centrifugation. Values for
serum succinic acid increased over this time period,
however, with an approximate increase of 10% being
noted after the 1 h room temperature incubation and an
approximate 90% increase being noted after the 24 hour
incubation. Studies performed with rat serum gave simi-
lar results. Values for urine methylmalonic and succinic
acids were unchanged when urine samples were incu-
bated at room temperature for 0 to 24 h.

The values for the actual mean (ng/ml) and range
obtained for methylmalonic and succinic acids in serum
samples from 50 normal human subjects and 95 normal
rats, calculated as the mean +2 S.D. after log transfor-
mation to correct for skewness towards higher values
were: human serum methylmalonic acid, 41 (19-76);
human serum succinic acid, 1270 (580-2420); rat serum
methylmalonic acid, 128 (42-295); and rat serum suc-
cinic acid 11900 (5420-22800). The values for the actual
mean (ng/ml or ng/mg creatinine) and range obtained
for urine samples from the same 50 normal human sub-
Jects, calculated as defined above, were: human urine
methylmalonic acid, 1840 (270~7190); human urine me-
thylmalonic acid/mg urine creatinine, 2010 (810-3830);
human urine suceinic acid, 25400 (4620-85600); and
human urine succinic acid/mg urine creatinine, 28200
(8360-75100). The normal ranges for methylmalonic
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and succinic acids in urine are tighter when expressed as
ng/mg creatinine than when expressed as ng/ml.

Values for methylmalonic and succinic acids were
both significantly higher in rat serum thar in human
serum. Neither human serum methylmalonic acid nor $
human serum methylmalonic acid pet milligram serum
creatinine correlated significantly with urine methylma-
lonic acid or urine methylmalonic acid per milligram
urine creatinine. The values for serum and urine methyl-
malonic acid were not significantly different for males 10
and females and did not correlate significantly with age,
hemogiobin, mean corpuscular volume, white blood
count, piatelet count, serum cobalamin, serum folate,
serum creatinine, serum succinic acid, or urine succinic
acid. The highest correlation coefficient was —0.25 15
between serum methylmalonic acid and serum cobala-
min (P=0.08). Serum and urine succinic acid levels

“were not significantly-correlated with any of the param-

eters mentioned above for methylmalonic acid.

We calculated that the mean urinary clearance of 20
methylmalonic acid from human serum relative to the
clearance of creatinine was 28%, and the meaq urinary
clearance of succinic acid from human serum relative to
the clearance of creatinine was 13%. This observation
supports the concept that most of the methylmalonic 25
acid in serum is metabolized via unknown pathways, as
has been observed in experiments in which [methyl-
'4Clmethyimalonic acid was administered to rats via
intracardiac injections. . e el

Our studies support the suggestions of de Jong et al. 30
since we have shown that the t-butyldiméthylsilyl de-
rivatives of a number of dicarboxylic acids have excel-
lent gas chromatographic and mass spectrometric prop-
erties. Initially, we encountered problems of a serious
nature due to variable degrees of derivatization and 35
hydrolytic instability, but these problems were solved
by substituting N-methyl-N<(t-butyldimethylsilyl) tri-
fluoroacetamide as the derivatizing reagent in place of
the t-butyldimethylchlorosilane/N,N-dimethyifor-
mamide/imidazole mixture utilized by de Jong et al. 40
This improvement is also applicable to preparing and
quantitating t-butyldimethylsilyl derivatives of other
compounds of biologic interest that contain carboxylic
or other groups that are particularly susceptible to hy-
drolysis, and to the derivatization and quantitation of 45
other amino acids.

We have developed techniques which make it possi-
ble to detecr and to quantitate methylmalonic acid in
serum from normal humans and rats. We have also
defined the normal range for methylmalonic acid in 50
human urine and our values are in general agreement
with values obtained with other gas chromatography-
mass spectrometry techniques. Our method is also suit-
able to quantitate malonic, dimethylmalonic, ethylma-
lonic, methylsuccinic, glutaric, and other dicarboxylic 55
acids in serum and urine, although an appropriate stable
isotope internal standard for each dicarboxylic acid
should be utilized to ensure optimal quantitative accu-
racy. .

The availability of a sensitive and specific method for 60
measuring methylmalonic acid in human serum has a
number of clinical applications that include the follow-
ing: (i) determination of the incidence of elevated values
for serum methylmalonic acid in patients with clinically
confirmed cobalamin deficiency, (ii) determination of 65
methylmalonic acid levels in the serum of patients with
low, borderline, and low normal levels of serum cobala-
min in order to assess the diagnostic sensitivity and

28

specificity of the serum cobalamin assay, and (iii) deter-

‘mination of methylmalonic acid levels in the serum of

patients with a variety of neuropsychiatric abnormali-
ties, and in the elderly in order to better define the
incidence of cobalamin deficiency in these groups. The
assay of methylmalonic acid in human serum is a rela-
tively sensitive measure of cobalamin deficiency, and
the ability to measure methylmalonic acid in the serum
of animals such as the rat will also be useful in studies
employing nitrous oxide, cobalamin analogs, or coba-
lamin-deficient diets, all of which interfere with various
aspects of cobalamin metabolism and utilization,

EXAMPLE V

Assay of Methylmalonic Acid in the Serum of Patients
with Cobalamin Deficiency

Serum samples from 50 normal blood donors, 25
males and 25 females, ranging in age from 18 to 65 years
were obtained as described in Example I1. Patieat sam-
ples were selected from an extensive serum collection
that has been assembled over the past 15 years. The
diagnosis of cobalamin (Cbl) deficiency was based on
low serum Cb} levels, megaloblastic bone marrow mor-
phology, appropriate hematologic or neurologic abnor-
malities, and a significant tesponse to treatment with
parenteral Cbl. The diagnosis of pernicious anemia was
based on an abnormal Schilling test [see, e.g., Beck, W.
S., in Hematology (W. J. Williams, E. Beutler, A. J.
Ersler, and M. A. Lichitman, eds.J(McGraw-Hill Book
Co., New York, 1983), pp. 444-445]that corrected with
exogenous intrinsic factor and/or the presence of anti-
intrinsic factorblocking antibodies in the serum, The
diagnosis of folate deficiency was based on low serum
folate values, normal or elevated serum Cbl values,
megaloblastic bone marrow morphology, appropriate
bematologic abnormalities, and a history of alcoholism
and poor diet. The samples in the Cbl-deficient infre-
quently treated group were from patients with perni-
cious anemia who were previously diagnosed as Cbl
deficient as described above, but who received only
intermittent treatment with parenteral Cbl at intervals
of 6-9 months due to poor compliance or as part of
other studies of Cbl requirements. They had low, bor-
derline, or normal levels for serum Cbl, lacked hemato-
logic and neurologic abrormalities, and were asymp-
tomatic at the time the samples were collected. Serum
Cbl levels were assayed using the Lactobacillus leich-
mannii method {see, e.g., Matthews, D, M., Clin. Sci-
ence 22:101(1962)]Jor a number of radiodilution assays
utilizing purified intrinsic factor or gastric juice with
more than 95% of Cbl binding activity due to intrinsic
factor [Kolhouse, J. F., H. Kondo, N. C. Alien, E. Po-
dell, and R. H. Allen, N. Eng J Med.
299:785-792(1978)}. Serum folate was assayed with the
Lactobacillus casei method [Goulian, M. and W. §.
Beck, Am. J. Clin. Path. 46:390(1966)]or the milk binder
radiodilution assay [Rothenberg, S. P., et al,, N. Eng. J.
Med. 286:1335 (1972)]. All of the patients’ samples were
coded in a manner such that the categories to which
they belonged and the number of patients in each cate-
gory were not known by the personnel involved in
performing the methylmalonic acid and succinic acid
assays.

A number of factors were examined individually for
possible relationships with serum methylmalonic acid.
and succinic acid. For factors that were discrete, such
as sex, race and diagnosis, the Wilcoxon two-sample test,
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[Steel, R. G. D. and J. H. Torrie, Principles and Proce-  Table 1) were combined and compared with combined
dures of Statistics McGraw-Hill Book Co., Inc, New  groups 3 and 4. Factors that were continuous, such as
York, 1960}was used to determine the significance of  age or mear corpuscular volume (MCV), were exam-
the relation. For assessing possible relationships with ined using Spearman correlative coefficients [Steel,
‘neurologic severity, groups 0, 1, and 2 (as defined in 5 supra). Results are given in Table I

TABLE ]
Neuro-
Serum  Serum abnor Succinic  Serum
Cbl Folate Het MCV  mali- Diag- Acid MMA
Patient  Age pg/ml  ng/mi % fl ties® nosis® ng/ml  ng/m)
Normals 200- 3-25 M 40-52 80~ 0 [} 580~ 19-76
1000 F 35-47 100 2,240
1 8! 115 19.3 26 135 0 0 780 22,300
2 61 &8 25.5 30 108 3 PA 2,050 22,200
3 17 78 50.0* 39 109 4 IR 4,030 21,900
4 56 23 15.0 20 106 2 PA 1,890 9,500
5 68 145 50.0 38 104 3 PA 430 9,050
6 86 i0 3.8 11 112 2 PA 1670 8,300
7 64 122 50.0 18 . 130 3 PA 7,600 7,410
8 &5 36 5.7 17 132 3 PA 1,850 6,200
9 k3 17 9.7 14 111 3 PA 1,840 5,800
10 69 85 480 28 i 3 PA 1,730 5,790
1 51 125 143 38 . 10§ 3 PA 1,950 5,640
12 65 78 13.0 16 122 2 PA 4,070 5,560
13 63 ] 260 31« 17 0 PA 255 5,370
14 62 75 8.8 38 110 3 PA 770 4,800
15 72 110 34 45 101 3 PA 2,200 4,800
16 6l 10 15.0 25 120 3 PA 1,238 4,580
17 64 48 28.0 19 118 ¢ PA 2,571 4,180
18 76 26 3.6 30 115 1 PA 2,420 3,900
19 56 132 47 Q 98 0 PA 1,310 3,400
""""" Tttt e - - 0 ---67---125 290 3s- . 108 0 PA {,780 3,350
21 T2 58 >29.0 29 121 0 TS 740 2,950
2 54 50 25.0 33 17 3 PA 1,940 2790
23 78 70 R.6 11 83 3 PA 1,610 2740
24 17 10 28.5 12 105 0 PA 2,650 1,660
25 8 - M 14.0 24 132 PA 2,190 2,500
26 47 150 11.0 3 109 3 PA 908 2,080
7 33 115 200 21 107 1 TS 1,270 1,990
28 92 3 4.1 41 114 PA 10,9500 1,870
2 72 66 50.0¢ 7 106 3 MID 1,190 1,770
30 54 62 >29.0 19 18 3 PA 2,260 1,700
3t 88 130 1.0 34 115 2 PA 2,910 1.530
2 65 140 9.2 1s 115 2 PA 1.030 1,530
k] 69 44 190 20 113 2 PA 1,310 1,380
34 52 10 280 18 108 ! PA 1,020 1,320
35 83 150 4.3 35 i3 0 PA 1,070 1,160
36 68 38 3.8 20 135 0 TS 1,560 1,160
n 22 a4 33 16 120 1 PA 8,420 1,120
38 88 45 28.0 22 137 3 PA 460 1,100
39 6i 150 5.7 18 99 0 PA 2,500 1,040
40 66 t50 14.7 36 117 ¢ PA 1,460 751
41 56 64 6.9 18 126 3 PA 1,010 637
42 70 136 33 118 0 PA 1,430 536
43 82 135 17.0° 35 105 0 PA 2,090 526
44 . 66 120 24 1S 119 PA 1,520 518
45 42 20 4.8 25 126 0 PA 2,980 465
46 80 50 6.3 38 iis 2 PA 3,150 453
47 70 120 3.8 38 103 ! PA 1,340 399
48 84 68 15.8 .26 118 4 PA 1,240 386
49 T2 95 19 27 15 0 PA 2,200 15
50 80 129 3.8 35 10 0 PA 1,160 340
51 3 60 55 “ 97 3 PA 1,761 335
52 35 50 1.0 13 110 0 PA 2,150 300
53 &9 98 - 5.2 36 119 4 PA 1,880 273
5¢ 59 90 1.2 14 100 0 TS 2,640 m
55 26 140 2.1 29 17 o TS 1,120 m
56 T 130 2 126 1 PA 2,200 70
57 83 43 28 15 125 1 TS 1,360 o
58 83 125 10.5 43 103 PA | 1,720 194
59 59 67 6.8 3 116 0 PA 2,510 170
-] ] 45 410 42 84 4 PA 1,290 169
61 70 130 12.4 14 s 2 PAIR 1460 - 154
62 35 65 9.1 29 s [ IR,PG 2470 152
63 80 73 33 101 3 PA 27,500 149
64 8l 16 L2 34 82 0 PA 9,720 149
65 52 93 9.9 45 109 0 PA 1,610 139
66 41 110 56 - 29 132 1] PG 3,350 137
67 7% . 74 14.5 9 102 ] PA 1,640 116
68 29 76 57 30 108 0 PA 1,770 It
69 sl 35 8.5 2 118 0 TS 1,490 78
70 65 96 3.6 16 114 2 TS 1,420 n
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TABLE I-continued
. . . Neuro-
Serum  Serum ' abnor Succinic  Serum
Cbl Folate Het MCV  mali- Diag- Acid MMA
Patient  Age pg/ml  ng/mi % il ties? nosis® ng/ml- ng/ml
K 55 106 21 18 108 0 TS 1,590 61
72 0 62 2.3 27 121 0 PA 2,340 59
B 0 87 5.9 38 10§ 0 TS 1,840 55

“4 = severe advanced combined systems disease; 3 = combined systems disense or severe dysfunction responsive to

exam: | e ing with nagati togical expm

of position and/or vibiration sense on

4R = fleat resection; MJD = multiple jejunal diverticula; PA = pernitious anemia; PO = postgastrectomy; TS =0

tropical sprue
$receiving folic scid

The values obtained for serum methyimalonic acid
and succinic acid-for the normal subject and patients in

15

the various categories are shown in FIG. 6, wherein’

levels of serum methylmalonic acid (bottom) and serum
succinic acid (top) are given for patients with clinically
confirmed Cbl deficiency, folate deficiency, and Cbl-
deficient infrequently treated patients who had-no he-
matologic or neurologic abnormalities. The normal
range for methylmalonic acid is 19-76 ng/ml, and
580-2420 ng/ml for succinic acid. The ranges were
calculated as mean +2 S.D. after log transformation to
correct for skewness towards higher values. In the Cbl-
deficient group, 69 of the 73 patients had values for

methylmalonic- acid that were-above the-normal range-

of 19-76 ng/ml. The highest value was 22,300 ng/mil
and the median value was 1,100 ng/ml. Five of the 16
folate-deficient patients had mild elevations of serum
methylmalonic acid with the highest value being 140
ng/ml. Seven of 15 samples from the Cbl deficient infre-
quently-treated patients who lacked hematologic and
neurologic abnormalities had elevated values that
ranged as high as 175 ng/ml. Of these seven samples,
serum L. leichmannii Cbl concentrations were low
(88-165 pg/ml) in six and normal (275 pg/ml) in one.
All seven samples gave low Cbl values (85-155 pg/ml)
with radiodilution assay using purified intrinsic factor.
Of the eight sampies with normal levels of methylma-
lonic acid; seram L. leichmannii Cbl was low in four.

Elevated values for serum succinic acid were ob-
served in 19 of the 73 Cbl-deficient patients, 10 of the 16
folate-deficient patients, and 8 of the 15 Cbl-deficient
infrequently treated patients. The reason for these ele-
vations is unknown, but could be related to variations in
the time that blood is allowed to stand before the serum
is separated, since we have found that values for suc-
cinic acid may double when blood is allowed to stand
for 24 h at room temperature before centrifugation.
Values. for serum methylmalonic acid do not change
over this time period.

Clinical data concerning the 73 patients with Cbl
deficiency are presented in Table I where they are ar-
ranged in decreasing order with respect to their serum
methylmalonic acid levels. There was a significant cor-
relation between serum methylmalonic acid and serum
folate (r=0.45, F <0.001). The correlation was present
in samples measured by the L. casei serum folate method
(r=0.46; P<0.01) as well-as the radioassay technique
(r=0.66; P<0.001). Patients with more severe neuro-
logic abnormalities (groups 3 and 4) had higher serum
methylmalonic acid levels (mean +SD, 50776073,
median 3685 ng/ml) than those with milder abnormali-
ties (groups 1 and 2, mean 20832866, median 879
ng/ml) or no evidence of neurological involvement

20

(group 0, mean 11541468, median 409 ng/ml)
(P<0.01 for groups 3 and 4 vs. 0-2).

Serum folate levels correlated with serum methylma-
lonic acid regardless of neurologic status (r for methyl-
malonic acid vs. folate in patients without neurologic
disorders, 0.58; n=27; P <0.01). Although serum folate

. concentrations were higher in patients with more se-

25
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vere neurological abnormalities (mean serum folate in
groups 3 and 4, 20.9::16.9 vs 10.1+8.7 ng/ml in groups
0-2, P <0.005), the association of higher serum methyl-

malonic acid levels with advanced neurological in- °

volvement appears to-be independent of folate status. In
patients with serum folate levels below 15 ng/ml, mean
serum and methylmalonic acid in groups 3 and 4 was

- 3189+2317 ng/ml vs 10301795 ng/ml in groups 0-2

(P<0.005); serum folates did not differ significantly
between the two subgroups (7.5+3.3 vs. 6.0£3.8
ng/ml, respectively, P <0.25).

There was a negative correlation between the platelet
count-and serum methylmalonic acid levels (r=—0.30;
P<0.05). However, the correlation was no longer sig-
nificant if patients with more severe neurologic abnor-
malities (groups 3 and 4) were omitted from the analysis
(r=-0.26; P>0.05) or if patients with elevated serum
folates were omitted (r= —0.23; P>0.05). Patients with
pernicious anemia had higher values for serum methyl-
malonic acid (mean, 2968-4387 ng/ml) than those with
tropical sprue (7141007, P <0.004 using Mann-Whit-
ney test [Steel, supra}; when corrected for the generally
lower serum folate values and less severe neurologic
involvement in the patients with tropical sprue, how-
ever, the difference was no longer significant. Patients
with glossitis had higher serum methylmalonic acid
values than patients without tongue signs or symptoms;

" however, 13 of the 18 patients with glossitis with serum

50

S5

60

levels of methylmalonic acid above the median for the
entire group of 73 patients had severe neurologic in-
volvement, elevated serum folate values, or both.

Serum methylmalonic acid was not correlated with
serum Cbl (r= —0.09 for all patients; r=0.12 for micro-
biologic assay; and —0.09 for radioassays, P>0.4 in
each instance). Serum.methylmalonic acid was not sig-
nificantly correlated with MCV (r=0.07, P>0.05),
white blood cells ( r=—0.08; P>0.3), or hematocrit
(r=—0.12; P>0.4). All of the 12 patients with normal
hematocrits had elevated serum methylmalonic acid
levels (range 1164800 ng/ml). There was no correle-
tion between serum methylmalonic acid and age, sex,
race, duration of symptoms, extent of weight loss, or
serum levels of iron, lactate dehydrogenase (LDH),
bilirubin, or albumin. .

Four patients with untreated Cbl deficiency (Nos
70-73, Table I) had serum methylmalonic acid levels
within the normal range. Three had tropical sprue. One
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of the four had impaired proprioception and vibration
sense without neurological symptoms. There were no
clinical or laboratory features that differentiated these
patients from those with elevated serum methylmalonic
acid concentrations. 5

Values for serum succinic acid did not correlate with
any of the parameters studied, including serum methyl-
raalonic acid, and significant differences were not ob-
served between any of the various subgroups.

FIG. 7 shows sequential levels of serum ¢—.—) and 10
urine (--o--) methylmalomc acid in a patient with clas-
sic pernicious anemis, beginning at the time of diagnosis
and continuing over the first 13 days after treatment
with parenteral Cbl. The patient was a 32-year old
white male with pancytopenia, megaloblastic bone mar- 15

- row findings, a8 serum Cbl value of 43 pg/ml, serum’
anti-intrinsic factor-blocking anti-bodies, and an abnor-
mal Schilling test that corrected with exogenous intrin-
sic factor. Both values were markedly elevated before
treatment, both decreased at similar rates after treat- 20
ment, and both were just above the upper limit of nor-
mal on day 13. This suggests that measurements of
serum and urine methylmalonic acid would correlate
well with one another as diagnostic tests for Cbl defi-
ciency, but a large number of additional patients must 25
be studied before this can be concluded with certainty.

‘Table II contains data regarding & 95-year old-white -
femele in whom an elevated serum methylmalonic acid
level preceded a low serum Cb} level:

34
binding capacity was not measured on the September
1982 sera.

Our studies demonstrate that the assay of methylma-
lonic acid in serum provides useful information in pa-
tients with Cbl deficiency. The fact that the serum me-
‘thylmalonic acid level was elevated in 69 of 73 patients
with clinically confirmed Cbl deficiency and in 7 of the
15 samples from the Cbl-deficient infrequently treated
group who lacked hematologic or neurologic abnor-
malities, suggests that its sensitivity may be similar to
that of the serum Cbl level, although studies of patients

with borderline and low normal values for serum Cbl -

must be performed before a complete comparison of the
two assays can be made. The fact that we have observed
a patient in whom a moderate elevation of serum me-
thylmalonic acid preceded the development of a low
serum Cbl level suggests that the serum methylmalonic
acid level will correctly detect Cbl deficiency in at least
some patients in whom the serum Cbl level does not,
Thus, it is likely that the serum methylmalonic acid
assay and the serum Cbl assay will complement each
other, and that using both asseys will make it possible to
define the true incidence of Cbl deficiency in various
patient populations in & more thorough manner than
would be possible with either test alone. The specificity
of the serum methylmaloric acid assay for Cbl defi-
ciency may-prove to be greater than that of the serum
Chbl level, which is frequently low in patients with no
clinical evidence of deficiency or of an underlying con-

TABLE II

Normal 9/30/82  8/23/83* 9/13/83 8/20/94
MCV (1) 80-~100 105 104 102 94
Hgb (g/d) . 13.5-16.7 124 12.1 12.4 12.4
Serum Cbt (pg/ml)? 207-1098  237.230% 4
Serum folate (ng/ml) 24-175  14.0,13.1° 100
Antisintrinsic factor-blocking absent present?  present
antibodies
Serum MMA (ng/ml) 19-76 ., 269 338 32
Urine MMA. (ng/mg cruumnc) 310-3830 no sample 11,000 1,480
*The patient stanted iving of 1 ng CN-Cbl on 8/23/8) after the serum and

urine were collected.
tragiodiluton assay using purified mtrinsic factor (>9$%) o8 the Cbl-hlndmg prolein

“These values were obtained on the serum sample taken 9/30/82, tested in early August 1983

In September 1982 she was asymptomatic but noted to
have an MCV of 105 which led to the performance of 45
serum Cbl and folate assays which gave normal values.
This serum was stored for almost | year while the serum
methylmalonic acid assay was being developed, and
gave an elevated value of 269 ng/ml when it was finally
assayed in August 1983. Repeat assays in August 1983 50
for serum Cbl and serum folate on the August 1982
sample were again normal, and antiintringic factor-
blocking antibodies were assayed and found to be pres- .
ent. In August 1983 the patient was recalled to clinic
where her MCV was essentially unchanged. The serum 35
methylmalonic acid leve] was still elevated at 338 ng/mi
and methylmalonic acid was elevated in the urine, but
the serum Cb) level was now markedly decreased.
Three weeks after receiving an injection of Cbl, serum
and urine methylmalonic acid levels had fallen to within 60
the normal range and, when rechecked a year later, the
MCV was 94. No neuropsychiatric symptoms were
noted at'any time. A high unsaturated Cbl-binding ca-
pacity is an unlikely explanation for this patient since
her white blood cell count has never (September 1982 - 65
mid-1986) been elevated and her unsaturated Cbl-bind-
ing capacity was normal (2.1 ng/ml) just before treat-
ment with Cbl (Aug. 23, 1983). Unfortunately, Cbl-

dition affecting Cbl balance. The test may also prove to
be useful in the evaluation of patients with megalo-
blastic anemia in whom serum levels of both Cbl and
folate are subnormal.

The serum methylmalonic acid level has one advan-
tage that is not shared by the serum Cbl level in that one
can treat a patient suspected of being Cbl-deficient with
Cbl and observe the effect on the serum methyimalonic
acid level. If such treatment results in a decrease in the
serum methylmalonic acid level from the elevated to
the normal range, this is strong presumptive evidence
that the patient was Cbl-deficient, as was the case with
the patient described in detail in this report. This advan-
tage is not shared by the serum Cbl level, since serum
levels of Cbl are essentially always elevated or at least
normal after parenteral injection of Cbl, regardless of
whether a patient is Cbl-deficient or not.

Mild, but significant elevations in serum methylma-
lonic acid were observed in § of 16 folate-deficient
patients who had normal serum Cb! levels. Two of these
five patients had hepatomegaly and/or abnormal liver
function tests and three hed no evidence of liver disease.
Studies involving measurements of urinary methylma-
lonic acid have also shown mild elevations in a few
patients with folate deficiency, but it is not known if this
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is due to mild coincidental Cbl deficiency or to some
other unknown cause. Recent studies have shown that
the amount of Cbl in various tissues is insufficient to
saturate both Cbl-dependent enzymes. It is possible that
in folate deficiency, an attempt is made to increase levels
of methionine synthetase activity by increasing the
amount of Cbl bound to methionine synthetase with the
result that the amount of Cbl bound to L-methylmalo-
nyl-CoA mutase is decreased, and that this in turn re-
;\}Ilé in increased formation of methylmalonic acid (see
. 1), :
- Levels of serum methylmalonic-acid were not corre-

. lated with levels of serum Cbl in the Cbl-deficient pa-

tient group. A correlation between Cbl levels and levels
of urinary methylmalonic acid was observed previously
in some studies but not in others. The failure to find
"correlations between serum methylmalonic acid levels
and any of the hematologic parameters, except for a
weak inverse correlation with platelet count, is in agree-
ment with studies employing levels of urinary methyl-
malonic acid. .

Previous workers, studying small numbers of patients
with neurologic abnormalities, have found no correla-
tion with urine levels of methylmalonic acid or have
suggested a possible relationship. The positive correla-
tion between serumn methylmalonic acid levels and the
presence of-neurologic abnormalities in our large series
of patients is of interest, since the biochemical mecha-

Cbl deficiency are still unknown. The positive correla-
tion between serum folate levels and serum methylma-
lonic acid levels has also not been noted in studies of
urinary methylmalonic acid levels. This correlation
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could be due to the fact that patients on diets with rela-
tively high folate contents might have fewer hemato-
logic abnormalities, possibly resulting in a delay in the
diagnosis of Cbl deficiency. The fact that values for
serum folate were not positively correlated with any
hematologic parameter makes this unlikely, however. It
is also possible that some unknown metabolic or regula-
tory relationship exists between L-methyimalonyl-CoA
mutase and methionine synthetase in addition to the fact
that they both require Cbl for activity.

Inspection of Tsble I reveals that many of the cobala-
min deficient patients were not anemic, or only moder-
ately anemic, were not macrocytic or only moderately
macrocytic, and did not have markedly decreased
serum Cbl levels below 100 pg/ml. These observations
are in disagreement with the current beliefs and teach-
ings of experts in the medical field (see above) and will
be discussed in more detail at the'end of the next exam-
ple

. EXAMPLE VI

Use of the Assay of Total Homocysteine Alone or of
the Combined Homocysteine-Methylmalonic Acid
Assays in the Diagnosis and distinction of Cobalamin
and Folate Deficiency

Serum samples from 78 patients with confirmed Cbl
deficiency and 19 patients with confirmed folate defi-
ciency were tested for serum Cbl and serum folate as
described in Example V, for serum methylmalonic acid
as described in Example IV, and serum methionine,
serum cysteine and serum homocysteine as described in
Example III. The results are given in Table III:

TABLE III
Neuro Serum Serum
Serum  Serum Abnor- Serum  Serum Total Total
Col Folate Hat MCV  mall- Diag- MMA Met Cys Heys
Patient Age pg/mi  ng/ml % fl ties®  nosis® ng/ml  umol/L  umol/L  umol/L
Normal 200- M 40-52  §0- 0 0 19-76 1444 174378 7-22
1000 F 35-47 100
Cobalamin-deficient
1 61 68 26.0 30 108 3 PA 22200 43 216 476
2 64 122 500 18 ‘130 3 PA 7.410 24 321 399
3 68 81 3.8 20 135 0 TS 1,160 30 150 99
4 It 148 10.0 40 119 3 PA L7 60 489 289
5 76 26 3.6 30 115 1 PA 3,900 18 316 258
6 17 10 28.5 12 105 0 PA 2,660 28 178 251
7 6! 10 15.0 25 120 3 PA 4,580 18 262 228
K 88 150 10.0 19 120 4 PA 7,449 4] 38 223
9 52 10 28.0 18 108 1 PA 1,320 35 228 205
10 65 78 13.0 16 12 2 PA 5560 41 571 196
i 6 125 29.0 35 109 0 PA 3,350 116 127 196
12 78 0 8.6 1 83 3 PA 2,740 27 190 187
13 83 50 10.7 39 118 4 PA 2220 34 291 187
14 56 64 8.7 18 126 3 PA 637 5 206 184
15 54 50 250 33 117 3 PA 7% 2l 229 183
16 56 25 15.0 20 106 2 PA 9,500 24 255 182
17 62 75 8.8 8 t10 3 PA 4,800 67 210 174
18 42 20 4.8 25 126 0 PA 465 102 220 173
19 12 110 34 45 101 3 PA 4,800 29 330 170
20 69 85 48.0 28 1 3 PA 5,790 28 151 163
21 65 50 5.5 45 123 PA 7470 41 348 160
22 69 44 19.0 20 113 2 PA 1,380 32 300 157
23 53 118 20.0 21 107 1 TS 1,990 38 236 153
% 56 132 4.7 2 98 PA 3,400 27 286 151
25 81 115 19.3 26 135 PA 22,300 a3 235 150
26 68 145 500 38 104 3 PA 9,090 I8 208 149
27 86 10 38.0 11 112 0 PA 8,300 38 280 146
28 54 62 >2.0° 19 18 k) PA 1.700 34 200 140
29 65 140 9.2 15 s 2 PA 1,530 26 250 130
30. 88 45 28.0 22 137 3 PA 1,100 28 126 128
31 54 45 s 21 1 4 PA 1,770 24 241 128
32 2 44 i3 16 120 ! PA 1,120 42 264 126
33 65 36 5.7 17 132 3 PA 6,200 129 209 120
M n 58 >290 29 121 0 TS 2,950 18 159 118
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TABLE [Il-continued
Neuro Serum Serum
Serum  Serum Abnor- Serum  Serum Total Total
Chl Folate Hct MCV  mali- Diag- MMA Mer Cys Heys
Patient Age pg/ml  ag/ml % n tiss®  nosis® ng/ml umol/L  umol/L  umol/L
35 64 48 28.0 19 118 0 PA 4,180 120 160 17
36 28 120 320 3 99 0 PA 2,735 32 158 17
37 §6 120 24 15 119 PA. Si8 30 351 114
38 47 150 1.0 31 109 3 PA 2,080 66 295 113
39 61 150 57 18 99 0 PA 1,040 38 208 113
40 51 125 14,3 38 106 3 PA 5,640 139 67 111
41 66 150 50.0 36 17 0 PA 751 18 329 109
42 92 n 4.1 41 114 PA 1,870 §1 509 106
43 84 68 15.8 26 118 4 PA 386 19 348 99
44 80 50 6.3 38 115 2 PA 453 76 505 97
45 40 10 14 22 109 3 PA 280 37 304 97
46 88 130 7.0 34 L1 2 PA 4,530 64 360 95
47 47 135 117 14 109 2 PA 1,608 il 168 95
48 84 130 39 99 4 PA 2,620 23 05 93
49 70 62 kR | 27 121 0 PA 59 37 230 92
50 85 43 2.8 15 128 H TS | 3t 45 218 a9
51 17 78 50.0° 39 109 4 IR 21,500 k24 207 88
52 41 110 7.3 29 132 0 PG 137 kL3 106 86
5 83 150 4.3 35 113 . 0 PA 1,160 64 366 83
54 n 95 320 27 118 0 PA 352 34 279 80
55 n 60 *« 55 44 97 k) PA 335 20 79 78
56 70 120 38 .38 103 1 PA 399 28 426 76
57 35 50 110 13 1o 0 PA 300 12 157 75,
58 8t 16 120 34 82 0 PA 149 14 198 3
59 62 1 - 5.2 20 112 0 PA 132 57 264 73
60 59 90 1.2 14 100 0 * TS m 64 272 73
61 65 96 7.5 16 114 2 TS 73 17 215 69
62 70 130 124 14 115 2 PAIR 154 34 206 68
-6 - 20 10 - 120 35 129 -0 PA 1,656 48 210 64
64 69 98 5.2 36 11e 4 PA T3 30 393 63
65 50 67 6.8 31 116 0 PA 170 32 261 60
66 20 130 8.5 22 126 1 PA 270 21 187 58
67 5t s 8.5 2 118 ] TS 78 45 198 55
68 2 45 41.0 42 84 4 PA 169 5 390 47
69 n 170 7.8 23 114 2 PA 333 16 232 45
70 70 136 3.0 3 18 ¢ PA 536 106 440 42
n 82 135 17.0* kH 105 o PA 526 59 304 38
72 52 93 9.9 45 109 4] PA 139 24 2713 36
73 73 150 29 28 105 0 PG 17 28 21 k]
74 80 129 38 35 110 [ PA 340 84 360 2
75 29 76 57 30 108 [ PA m 33 248 30
76 76 74 IL5 k) 102 0 PA 116 23 224 28
i 8 125 10.5 43 103 PA 194 19 216 27
78 50 87 59 38 105 [ TS 55 26 163 13
Folate-deficient
9 42 790 0.5 11 0 ALCP 47 27 210 185
20 41 420 0.5 12 PN ALCP 15 39 193 13§
81 59 520 0.6 2 114 0 ALCP % 30 238 133
82 52 3150 0.5 8 100 0 ALCP 37 81 252 132
83 78 375 20 18 110 0 ALCP 92 21 mn 95
84 64 1070 1.2 PAS 142 0 ALC,P 53 29 326 93
85 3t 425 23 33 114 PN ALC/P 36 27 91 3]
86 47 1160 1.1 15 108 PN ALCP 47 61 193 80
88 38 780 1.5 13 0 ALCP 130 19 395 67
89 k2 340 0.8 28 104 0 ALCP 195 39 352 56
90 53 750 0.9 18 114 PN ALC/P 152 33 281 50
91 3% 1340 3 8 116 0 ALCP 49 2 196 49
92 87 420 - 0.8 s 83 0 PD .27 20 164 49
93 37 170 0.1 13 123 0 ALCP - 108 1% 137 43
94 - 53 370 1.0 27 12 ALC,P 73 33 173 37
95 47 200 0.1 12 122 0 ALCP 15 36 248 36
96 4 1110 0.5 33 114 0 TS 22 18 144 26
97 26 1950 1.9 27 123 0 ALC.P 32 23 152 17
% = severe advanced combined systems discase; 3 = combined systems disease or severe c:n:brnl dysfunction rsponswc to Cbl trestment, no
n:urolopul symptoms but i xmpalrmenl of position and/or vibration sense on exam; | = ia with negal ical exam; PN =
with alcoholi
YR w ileal ion; MID = multiple jejunal diverticulitis: PA = icious anemis: PG = postgastrectomy: TS = tropical sprue
ALC, P = alcoholism with poor diet: PD = poor diet
*receiving (olle acid

Some, but not all, of the patients in Table III are

shown in Table I also. Serum homocysteine was ele-
vated (normal 7-22 pmol/L) in 77/78 (99%) of the  the cobalamin-deficient patients with a normal serum
patients with cobalamin deficiency and 18/19 (95%) of 65 methylmalonic acid level, the serum total homocysteine
the patients with folate deficiency. In the cobalamin- was elevated (range 34-93 umol/L) and in only one
deficient patients, serum methylmalonic acid was in- patient were both the serum methylmalonic acid and
-creased in 74/78 (95%)(normal 19-76 pg/ml). In 3 of  serum total homocysteine within their respective nor-
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mal ranges. In the folate-deficient patients, 5/19 (26%)
had mild elevations of serum methylmalonic acid (range
92-195 ng/ml). Serum methionine levels were nat use-
ful in diagnosing cobalamin or folate deficiency as only
2/78 (3%) of the cobalamin-deficient patients and none
of the folate-deficient patients bad low levels (normal
range 14-44 umoi/L). In addition, serum total cysteine
levels were not useful diagnostically, since only 6/78
(8%) of the cobalamin-deficient patients had mild eleva-
tions and only 1/19 (5%) of the folate-deficient patients
bad an elevated value (normal range 174-378 umol/L).

As can be seen in Table III, only 32/78 (41%) of the
patients had a moderately severe anemia .(Hct<25%),
28/78 (36%) had a moderate anemia (25-349 females,
25-39% males), and 18/78 (23%) were not anemic at
all. Only 45/78 (58%) had a marked elevation in MCV
(>110 1), 24/78 (31%) bad a mildly elevated MCV
(101-110 fl), and 9/78 (11%) had & normal MCV
(80~100 f1). The serum level of cobalamin was markedly
decreased (<100 pg/mi) in only 48/78 (62%) patients
and was only modestly (100-200 pg/mi) decressed in
30/78 (38%). Thus, the spectfim of findings in cobala-
min deficiency is much broader than previously be-
lieved and one cannot rely on the findings of moder-
ately severe anemia, 2 markedly depressed serum cobal-
amin level and a markedly increased MCV in order to
make the diagnosis. However, by mesasuring the serum
total homocysteine alone or in combination with the

serum methylmalonic_acid in these patients one can

establish the diagnosis of cobalamin deficiency even
when it is associated with mild or absent abnormalities
in Het, MCV, and serum cobalamin levels, The mea-
surement of other amino acids such as serum methionine
or total cysteine was not shown to be useful diagnosti-
cally in cobalamin deficiency, despite earlier teachings
that serum methionine was low in patients with cobala-
min deficiency [see, e.g., Parry, T. E., Brit. J. Haemat.
16:221(1969)).

EXAMPLE VI

Confirmation of the Diagnosis of Cobalamin Deficiency
in Patients with Neurologic Abnormalities and Mild or
No Hematologic Using the Assay for Homocysteine or
the Cobmined Homocysteine-Methylmalonic Acid
Assay

Neurologic abnormalities are often thought to be a
late manifestation of Cbl deficiency and to occur rarely
if at all in the absence of anemia or macrocytosis. To
test this concept, we reviewed 143 consecutive patients
with neurologic abnormalities due to CBL deficiency.
We found that in 42 of these patients (29%), the hemato-
crit (35/42), or MCV (26/42), or both tests (19/42) were
normal. Other hematologic parameters, when mea-
sured, were also frequently normal: WBC (42/42),
platelets (40/42), LDH (25/38) and bilirubin (30/31). In
these 42 patients, the neurologic abnormalities included
distal sensory defects (35), paresthesias (29), ataxia (21),
memory loss (12), personality changes (4), spastic para-
paresis (3), hallucinations (2), fecal incontinence (2),
obtundation (2), optic atrophy (1), and suicide (1).
Serum Cbi levels (normal 200-1000 pg/ml) varied con~
siderably as follows : <50 pg/ml (6); 50-100 pg/ml
(19), 100-150 pg/ml (12); 150-200 pg/ml (3); and
200~250 pg/ml (2). The diagnosis of Cbl deficiency was
confirmed in all 42 patients by demonstrating one or
more of the following: a clear elevation of serum me-
thylmalonic acid (MMA) of > 150 ng/ml as measured
by the procedure of Example IV, normal 18-76 ng/ml,
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(36/38); a clear elevation of serum homocysteine (Heys)
of > 30 pmol/L as measured by the procedure of Exam-
ple III, normal=7-22 umol/L, (37/38); a marked de-
crease in serum MMA (28/28) and serum Hcys (27/28)
after Cbl treatment; & decrease of 5 fl or more in the
MCYV after Cbl treatment (29/35) including most pa-
tients (13/16) in whom the MCV was not elevated prior
to Cbl treatment; and improvement in neurologic ab-
normalities after Cbl treatment (39/39).

As can be seen above, only 108 (76%) out of 143
consecutive patients with neurologic abnormalities due
to cobalamin deficiency bhad anemia (Het<35 female,
<40 male) and 35/143 (24%) were not anemic at all. In
26 (18%) of these 143 patients, the MCV was normal
and in 19/143 (13%), both the hematocrit and the MCV
were normal. In the subset of 42 patients who had either
8 normal hematocrit, normal MCV or both, only 5/42
(12%) had a marked elevation in MCV (> 10 fl), 11/42
(26%) had a mildly elevated MCV (101-110 f1), and
26/42 (62%) had a normal MCV (80-100 f1). The serum
level of cobalamin was markedly decreased (<100
pg/ml) in only 24/42 (57%) patients and was only mod-
estly decreased (100-200 pg/ml) in 1642 (38%). In
fact, 2/42 (5%) patients actually had a normal serum
cobalamin level. Thus, in these patients with neurologic
abnormalities resulting from cobalamin deficiency, the
spectrum of hematologic abnormalities is much broader
than previously realized and one cannot rely on the
findings of moderately severe anemia, a markedly in-
creased MCV, and a markedly depressed serum cobala-
min level in order to make the diagnosis of cobalamin
deficiency. However, by measuring the serum total
homocysteine alone or in combination with the serum
methylmalonic acid in these patients one can establish
the diagnosis of cobalamin deficiency in patients with
only mild abnormalities in Het, MCV, and serum cobal-
amin levels. In addition, by monitoring the fall in ele-
vated values of serum total homocysteine and serum
methylmalonic acid, ope can confirm the diagnosis of
cobalamin deficiency, and one can monitor the response
to treatment with cobalamin. .

We conclude the following: (1) neurologic abnormal-
ities due to Cbl deficiency occur commonly in the ab-
sence of anemia or an elevated MCV; (2) measurements
of serum MMA and serum Heys, and changes after Cbl
treatment in serum MMA, serum Hcys, and the MCV
are useful in evaluating patients for Cbl deficiency; (3)
all patients with unexplained neurologic abnormalities
should be evaluated for Cbl deficiency even if anemia,
macrocytosis, or other hematologic abnormalities are
not present; and (4) the clinical spectrum of cobalamin
deficiency is wider than previously presumed as can be
seen by the lack of anemia or elevated MCV in patients
with neurologic disease secondary to cobalamin defi-
ciency which has been confirmed by a fall in elevated
serum total homocysteine or serum methylmalonic acid
levels after treatment.

While we have illustrated and described the preferred
embodiments of this invention, it is to be understood
that this invention is capable of variation and modifica-
tion, and we therefore do not wish to be limited to the
precise terms set forth, but desire to avail ourselves of
such changes and alternations which may be made for
adapting the invention to various usages and conditions.
Accordingly, such changes and alterations are properly
intended to be within the full range of equivalents, and
therefore within the purview, of the following claims.




. C@sq'3:06-cv-01787-L‘SP Document 1  Filed O9/06/O6‘age 37 of 42

4,940,658

41

We claim:

1. A method of assaying for the amount of one or
more sulfhydryl amino acid species present in & given
sample, said method comprising:

(a) combining said sample with an internal reference
standard comprising a known amount of each sulf-
hydryl amino acid species to be assayed, labelled
with a suitable marker;

(b) adding sufficient reducing agent to insure random-
ization of the labelled and unisbelled sulfhydryl
amino acids present;

(c) measuring the relative amounts of labelled and
unlabelled sulthydryl amino acid present for each
species with a mass spectrometer;

(d) calculatmg the ratio of labelled to unlabelled sulf-
hydry! amino acid present for each species; and

(e) deriving the amount of uniabelled sulfhydryl
amino acid present for each species in said given
sample.

2. The method of claim 1, wherein said labelied and
unlabelled amino acids are derivatized after step (b) and
before step (c). -

3. The method of claim 2, wherein said derivatized
amino acids are silyl derivatives.

4. The method of claim 3, wherein said-silyl deriva-
tives are obtained by exposing said amino acids to N-

-methyl-N-(t-butyldimethylsilyltrifluoro- acetamide.

- 5. The method-of claim-1 or 2 wherein said- given
sample comprises a body tissue from a warm-blooded
animal.

6. The method of claim 5, comprising the additional
step of partially purifying the sulfhydryl-containing
amino acid after step (b) and before step (c).

7. The method of claim 5§ wherein said sulfhydryl-
containing amino acid is homocysteine,

8. The method of claim 7 wherein said internal refer-
ence standard comprises a known amount of dcutcrated
homocysteine.

9. The method of claim 8, compnsmg the additional
step of partially purifying the homocysteine after step
(b) and before step (¢).

10. The method of claim 1, comprising the additional
step of assaymg concurrently for one or more nonsulf-
hydryl amino acids by providing & non-sulfhydryl
amino acid internal reference standard in step (a), mea-
suring the amount of labelled and unlabelled non-sulf-
hydryl amino acids present with a mass spectrophotom-
eter in step (c), calculating the ratio of standard to each
unlabelled non-sulfhydryl amino acids present in step
(d), and deriving therefrom the amount of unlabelled
non-sulfhydryl amino acid present in said given-sample
in step (e).

11, The method of claim 10, wherein said nonsulfhyd-
ryl amino acid is methionine.

12. The method of claim 10, wherein said non-sulf-
hydryl amino acid internal reference standard in step (2)
is norleucine. )

13. A method for detecting a deficiency of cobalamin
o; folate in warm-blooded animals comprising the steps
of:

assaying a body fluid for.an elevated level of total

homocysteine; and

correlating an elevated level of total homocysteine in

said body fluid with a deficiency of cobalamin or
folate.

14. A method for detecting a deficiency of cobalamin
or folate in warm-blooded animals comprising the steps
of:
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assaying a body fluid for an elevated level of total
homocysteine according to the method of claim 7;
and
correlating an elevated level of total homocysteine in
said body fluid with a deficiency of cobalamin or
folate.

15. The method of claim 13 wherein said assay for the
presence of an elevated level of total homocysteine
comprises subjecting a sample of body fluid to chroma-
tography.

16. The method of claim 15 wherein said-assay for the
presence of an elevated level of total homocysteine
comprises subjecting a sample of body fluid to high
performance liquid chromatography with an electro-
chemical detector set to respond to thiol groups, and
companng the results with a standard curve to deter-
mine the amount of total homocysteine present in the
original sample.

17. The method of claim 13 wherein the assay for the
presence of an elevated level of total homocysteine
comprises converting homocysteine present in the sam-
ple to labelled S-adenosylhomocysteine by exposure to
radioactively labelled S-adenosine and S-adenosyl-
homocysteine hydrolase, and quantifying smd labelled
S-adenosylhomocysteine.

18. A method for detecting a deficiency of cobalamin,
folate, or both in warm-blooded animals and distin-
guishing-therebetween comprising assaying body fluids
for the presence of elevated levels of total homo-
cysteine and methylmalonic acid, wherein normal levels
of total homocysteine indicate no cobalamin or folic
acid deficiency, elevated levels of total homocysteine
and methylmalonic acid indicate cobalamin deficiency,
and elevated levels of total homocysteine combined
with normal fevels of methylmaionic acid indicate folic
acid deficiency.

19. A method for detecting a deficiency of cobalamin,
folate, or both in warm-blooded animsals and distin-
guishing therebetween by assaying body fluids for the
presence of elevated levels of tota] homocysteine and
methylmalonic acid, wherein the total homocysteine
assay is performed according to the method of claim 7,
and wherein normal levels of total homocysteine indi-
cate no cobalamin or folic acid deficiency, elevated
levels of total homocysteine and metliylmalonic acid
indicate cobalamin deficiency, and elevated levels of
total homocysteine combined with normal levels of
methylmalonic acid indicate folic acid deficiency.

20. The method of claim 18 wherein said assay for the
presence of elevated levels of total homocysteine com-
prises subjecting a sample of body fluid to chromatogra-

phy.

21. The method of claim 20 wherein said assay for the
presence of elevated levels of total homocysteine com-
prises subjecting a sample of body fluid to high perfor-
mance liquid chromatography with an electrochemical
detector set to respond to thiol groups, and comparing
the results with a standard curve to determine the
amount of total homocysteine present in the original
sample.

22, The method of claim 18 wherein the assay for the
presence of elevated levels of total homocysteine com-
prises converting any homocysteine present in the sam-
ple to labelled S-adenosylhomocysteine by exposure to
radioactively labelled adenosine and S-adenosyl-
homocysteine hydrolase, and quantifying said labelled
S-adenosylhomocysteine by - appropriate detection
means.
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23. The method of claim 18 wherein the methyima-
lonic acid is assayed by the process of:

(2) combining a tissue sample with an internal refer-
ence standard comprising a known amount of me-
thylmalonic acid labelled with a stabie isotope
marker;

(b) measuring the relative amounts of labelled and

_unlabelled methylmalonic acid present with a mass
spectrophotometer;

(c) calculating the ratio of labelled to unlabelied me-
thylmalonic acid present; and

(d) deriving the amount of unlabelled methylmalionic
acid present in said given sample. '

24. The method of claim 23 wherein said labelled and
unlabelled methylmalonic acid is derivatized after step
(a) and before step (b).

25, The method of claim 24, wherein said derivatized
amino acids are silyl derivatives,

26. The method of claim 25, wherein said sily] deriva-
tives are obtained by exposing said methylmalonic acid
to N-methyl-N-(t-butyldimethylsilyl)trifluoroaceta-
mide. M

27. The method of claim 23 or 24 wherein said inter-
nal reference standard in step (2) comprises a known
amount of deuterated methyimalonic acid.

28. The method of claim 26, comprising the addi-
tional step of partially purifying the methylmalonic acid
after step (a) and before step (b).

- - -29.- A- metbod- of -treating a human- for cobalamin
deficiency which comprises assaying at least one body
tissue or fluid from said human for the presence of co-
balamin deficiency according tot he method of claim 13,
and administering to said human an amount of cobala-

«“
min sufficient to return the total homocysteine levels to
normal.
30. A method of treating a human for cobalamin
deficiency which comprises assaying at least one body
tissue or fluid from said human for the presence of co-

" balamin deficiency according to the method of claim 18,
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and administering to said human an amount of cobala-
min sufficient to return the total homocysteine levels to
normal.

31. A method of treating a human for folic acid defi-
ciency which comprises assaying at least one body tis-
sue or fluid from said human for the presence of folic
acid deficiency according to the method of claim 13,
and administering to said human an amount of folic acid
sufficient to return the total homocysteine levels to
normal.

32. A method of treating a human for folic acid defi-
ciency which comprises assaying at least one body tis-
sue or fluid from said human for the presence of folic
acid deficiency according to the method of claim 18,
and administering to said human an amount of folic acié
sufficient to return the total homocysteine levels to
normal.

33. The method for detecting a deficiency of cobala-
min or folate, as recited in claim 13, wherein said assay-
ing comprises the step of determining total -homo-
cysteine in a human body fluid.

34. The method for detecting a deficiency of cobale-
min, folate, or both, as recited in claim 18, wherein said
assaying comprises the step of determining elevated
levels of total homocysteine and methylmalonic acid in
human body fluid.
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1 | DAVID C. DOYLE (CA SBN 70690)
y STEVEN E. COMER (CA SBN 154384)
B ‘ 2 | BRIAN M. KRAMER (CA SBN 212107)
b . MORRISON & FOERSTER LLP
3 | 12531 High Bluff Drive, Suite 100
)
‘Q San Diego, California 92130-2040
4 | Telephone: 858.720.5100
g DDoyle@mofo.com
B 5 .
Attorneys for Plaintiff GENERAL ATOMICS,
6 | DIAZYME LABORATORIES DIVISION
7
8 .UNITED STATES DISTRICT COURT
9 SOUTHERN DISTRICT OF CALIFORNIA
10
11 | GENERAL ATOMICS, DIAZYME Case No.
LABORATORIES DIVISION,
12 PROOF OF SERVICE
Plaintiff, :
13 . : \ A E0F
14
COMPETITIVE TECHNOLOGIES, INC.,
15
Defendant.
16
17
I, the undersigned, declare that I am employed with the law firm of Morrison & Foerster
18
LLP, whose business address is 12531 High Bluff Drive, Suite 100, San Diego, California 92130.
19 : '
I am over the age of eighteen years and not a party to the within action. On September 6, 2006, I
20 :
served the documents named below on the parties in this action as follows:
21
22 | DOCUMENT SERVED:
23 | GENERAL ATOMICS, DIAZYME LABORATORIES DIVISION’S NOTICE OF
RELATED CASES,
24 |-
25
26
27
28
PROOF OF SERVICE 1 ‘
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SERVED UPON COUNSEL OF RECORD IN Competitive Technologies v. Carolina Liquid
Chemistries Corp., et al. (USDC, Dist. of Colorado
Case No. 1:05-cv-01678-PSF-CBS)

Glenn XK. Beaton

Gibson, Dunn & Crutcher-Denver
1801 California Street, Suite 4200
Denver, CO 80202-2641
Telephone: (303) 298-5773
Facsimile: (303) 298-5310

Attorneys for Plaintiff Competitive Technologies, Inc.

Natalie Marie Hanlon-Leh

Faegre & Benson, LLP-Denver CO
#3200 Wells Fargo Center

1700 Lincoln Street

Denver, CO 80203-4532

Attorneys for Defendant Carolina Liquid Chemistries Corp.

Catherine Bax Richardson
Hovey Williams, LLP

2405 Grand Boulevard, #400
Kansas City, MO 64108

EricJ. Voogt -

Inman Flynn Biesterfeld Brentlinger & Moritz, P.C.

1660 Lincoln Street, #1550

Denver, CO 80264

Attorneys for Third-Party Defendant Catch, Inc.
& (BY MAIL) I caused each such envelope, with postage thereon fully prepaid, to be placed
in the United States mail at San Diego, California. I am readily familiar with the practice of
Morrison & Foerster LLP for collection and processing of correspondence for mailing, said

practice being that in the ordinary course of business, mail is deposited in the United States Postal
Service the same day as it is placed for collection.

I declare under penalty of perjury under the laws of the United States of America that the
foregoing is true and correct, and that this declaration is executed on September 6, 2006 at San

Diego, California.

Rose B. Sheehan m\%ﬂlﬂa\ _

(Printed) ~ (Signature]
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