Therapeutic Effect of Vitamin C

A Co-Twin Control Study
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* Three different dosages of vitamin C, dependent on body weight,
were administered to 44 school-aged monozygotic twins for five months
using a double-blind, co-twin control study design. The mothers recorded
daily observations of cold symptoms, and multiple biochemical, anthro-
pometric, and psychological measurements were made at the beginning and
end of the study. Paired comparisons showed no significant overall treat-
ment effect on cold symptoms, but the response was not uniform in all sub-
groups. Treated girls in the youngest two groups had significantly shorter
and less severe illness episodes, and an effect on severity was also ob-
served in the youngest group of boys. The seven treated twins in the latter
group also grew an average of 1.3 cm more than their untreated co-twins
during the five-month period of the study.

(JAMA 237:248-251, 1977)

THE PUBLICATION in 1970 of
Linus Pauling's controversial book
Vitamin C and the Common Cold'
greatly renewed interest in the ef-
fects of pharmacologic doses of vita-
min C. Pauling recommended a pro-
phylactic daily intake of 1 to 3 gm
ascorbic acid to reduce the incidence
and severity of upper respiratory in-
fections, and he attributed the in-
conclusive results of previous studies
to inadequate dose levels. However,
studies conducted since that time
have still not revealed a consistent
overall effect. Anderson et al* showed
a significant reduction in morbidity
in 407 adult volunteers receiving 1 gm
ascorbic acid per day, in comparison
with a placebo group of 411 adults,
but they were unable to replicate the
finding in a larger series.” Wilson and
Loh,* in a nine-month study of board-
ing school children in Ireland, found
an apparent reduction of catarrhal
symptoms in girls but not in boys. A
14-week study of 641 Navajo board-
ing school children by Coulehan et al’
revealed 26% fewer symptomatic days
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in treated younger children and 33%
fewer in older girls but no effect in
older boys. However, these results
could not be confirmed in a subse-
quent trial.’ In a study by Karlowski
et al’ that was complicated by a high
attrition rate, the observed treatment
effects on severity and duration were
thought possibly to have resulted
from departures from the double-
blind protocol.

The present study was designed to
assess the effect of supplemental vita-
min C on the incidence and morbidity
of the common cold by monitoring
the occurrence and severity of its
most common symptoms. School-aged,
monozygotic twin pairs were enrolled
in a five-month, double-blind, co-twin
control study in which one member of
each twin pair received twice daily
doses of supplemental ascorbic acid,
while the co-twin received a placebo.
Numerous clinical and metabolic vari-
ables were also monitored to search
for other possible treatment effects.

MATERIALS AND METHODS

Eighteen male and 26 female pairs of
school-aged monozygotic twins (Table 1),
ranging in age from 6 to 15 years, were re-
cruited for the study, and only three pairs
who were asked declined to participate.
Zygosity was determined by dermatoglyph-
ic analysis and extensive blood typing, and
there was no conscious selection for sus-
ceptibility to colds. Informed parental con-

sent was obtained, and the rationale for
conducting a double-blind, co-twin control
study was explained in detail. Within a
twin pair, the assignment to the treatment
group was random. The capsules contained
250 mg vitamin C or starch and were coded
accordingly. The code was not broken until
after the analysis of symptom data had
been completed. The twin pairs were sepa-
rated by body weight into three dosage
groups, receiving 500 mg, 750 mg, or 1,000
mg ascorbic acid daily, administered in
two doses. This effort to equalize dosage on
the basis of body weight also partitioned
the sample by age, with the younger twins
receiving the lower dosage.

Compliance was monitored by monthly
collection of casual urine samples for mea-
surement of vitamin C excretion. Daily ob-
servations of the presence of 14 cold symp-
toms were recorded by the mothers using a
five-point severity scale. The symptoms
recorded were sore throat, cough, laryngi-
tis, headache, nasal discharge, nasal con-
gestion, fever, diarrhea, aching limbs, ach-
ing back, earache, cold sores, restlessness,
and feeling out-of-sorts. For purposes of
analysis, a cold was defined as a respira-
tory illness episode of two or more days'
duration, with at least two different symp-
toms, separated by at least two days from
a previous episode. A single day was
counted as an episode if there was more
than one symptom of moderate (3+) or
greater severity.

Multiple blood studies, including 12-fac-
tor automated chemical analysis (SMA 12)
and blood counts, and 24-hour urine collec-
tions were obtained prior to both the initi-
ation and the conclusion of the study to de-
tect other possible treatment effects.
Anthropometric measurements including
height, weight, and blood pressure, and
clinical observations of tonsil and cervical
node size were also made. At the conclu-
sion of the study, a battery of psychologi-
cal tests was administered to measure cog-
nitive alertness, accuracy and speed, fine
muscle control, reaction time, and subjec-
tive time sense. Diet histories were ob-
tained to estimate the approximate daily
vitamin C intake prior to both the initia-
tion and the conclusion of the study. All
twins received a multiple vitamin prepara-
tion that contained 50 mg of vitamin C in
order to ensure that any observed treat-
ment effect could reasonably be attributed
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to pharmacologic doses of the vitamin
rather than to dietary deficiency.

The study began in November 1974 and
lasted for five months. The twins were vis-
ited each month, and the mothers were
contacted by phone at least once between
visits to encourage interest and strict com-
pliance with the protocol.

Vitamin C was assayed in the casual and
24-hour urine samples and in fasting plas-
mas by the method of Aeschbacher and
Brown adapted for an automated ana-

lyzer®
RESULTS

All 44 twin pairs completed the
five-month study; however, two male
pairs were omitted from the analysis
of cold symptoms because of incom-
plete questionnaire data.

As shown in Table 2, an overall
analysis of treated and untreated
twins showed no significant differ-
ence in vitamin C excretion prior to
initiation of the study, and the initial
correlation between twin pairs was
0.7, doubtless reflecting similarities in
diet and genetic background as well
as age. In the sample obtained just
before the end of the study, the
paired comparison test showed a
highly significant difference between
treated and untreated twins
(P < 0.0001), as expected. Although
there were no impressive differences

Table 1,—Distribution of Twin Pairs
by Sex and Dosage

Dosage of No. of Pairs
Vitamin C - A .
{mg/day} Boys Girls Total
1,000 a* 7 12
750 5* -] 12
500 7 13 o0
Total 18 28 44

*One pair from each of these groups was
omitted from the analysis of cold symptoms
because of incomplete data.

in vitamin C excretion between the
sexes in untreated twins, treated
boys had higher excretion levels of
vitamin C than did girls in all three
dosage groups. It is noteworthy that
the pretreatment excretion levels
were rather high, probably reflecting
the generally high socioeconomic
background of the families.

For each subject the following vari-
ables were derived from the data on
cold symptoms: (1) incidence of illness
episodes, (2) total duration of epi-
sodes (ie, total symptom days during
the study), (3) average duration
(days) of episodes, (4) average total
severity per episode (sum of severity
ratings divided by number of epi-
sodes), and (5) total days in bed.
Table 3 shows mean values for these
variables. The overall average num-
ber of respiratory illnesses during the
study was 4.9 per twin, with an aver-
age duration of 7.2 days per episode,
and an average severity index of 26.9
per episode, which represents the
average sum of the severity ratings
for all the symptoms present per epi-
sode of illness. Inspection of the data
presented in Table 3 shows that on
the average boys had fewer colds
than did girls and that the number of
episodes was greater in the younger
twins. Analysis of the paired com-
parisons showed no significant overall
treatment effect on the mean differ-
ences between treated and control
twins in any of the variables exam-
ined. However, a statistical analysis
showed that the treatment effect on
average severity and total duration
was not uniform among subgroups.
In particular, the combined two
lower-dosage groups of girls showed
significant treatment effects (P < 0.05)
on total duration, average duration,

and severity, and boys in the lowest
age group also demonstrated a signif-
icant treatment effect on severity
(P<0.05). Failure to take into ac-
count the group and sex differences
would have led to acceptance of the
null hypothesis of no treatment ef-
fect; however, inspection of sub-
groups reveals a trend toward benefi-
cial effects in younger girls receiving
either 750 mg or 500 mg daily.

The diet histories showed no signif-
icant intrapair differences in the die-
tary intake of vitamin C either before
or after the study. The range of esti-
mated intakes was decreased at the
conclusion of the study, attributable
to the addition of the multiple vita-
min with 50 mg of vitamin C for
those with initially low intakes and to
the replacement of high potency mul-
tiple vitamins taken by some twin
pairs prior to the study.

Analysis of anthropometric mea-
surements by means of paired com-
parisons also showed no overall treat-
ment effect on blood pressure, height,
weight, or tonsil and cervical node
size, or on the changes in these vari-
ables during the course of the study.
However, the statistical analysis did
reveal an unexpected variation
among groups on change in height
(P < 0.05), resulting from an appar-
ent treatment effect on linear growth
in the lowest dosage group of male
twins (P < 0.01); the effect was not
significant in the other data subsets
(Table 4). The seven pairs of young
male twins in this group ranged from
6 to 11 years of age, and in all but one
pair the treated twin grew from 0.64
to 2.54 cm more than did the un-
treated co-twin during the five-month
study period. In the seventh pair
there was no difference in growth.

Table 2.—Vitamin C Excretlon in 24-Hour Urine Mean + Standard Deviation {mg/day)

Male Twins Female Twins Totals
Dosage Level Vitamin€  No. Placebo Vitamin ¢ No. Placebo ‘Vitamin€  No. Placebo

1,000 mg/day

Before treatment #87X178 5 319==145 27495 7 3112109 3212141 12 314=119

During treatment $33=168 5 430=232 546300 7 350145 582248 12 383+181
750 mg/day

Before treatment 31095 6 15308 196111 6 243129 253115 12 188115

During treatment 588289 5 309=172 36158 B 246+143 4652244 T 275=152
500 mg/day

Before treatment 208102 7 187-98 180106 13 189164 196102 20 188142

During treatment 397138 3 260--258 3495107 13 217103 3652135 19 245168
Total

Before treatment 292+139 18 212124 2145106 26 234148 246128 48 225:+138

During treatment 530231 6 343+218 207=201 26 FESES] 4552219 a2 293%174
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Table 3.—Summary of Cold Symptoms Data*

Male Twins Female Twinsg Totals
A A
Mean Value Mean Value Mean Value
— B e - ———— -
Vitamin & Placebo D+SEM$  Vitamin ¢ Placebo D*SEM{  VitaminC Placebo DXSEMY
1,000 ma/day
No. of iliness episades 4.0 2.5 1.5%1.7 53 48 D.7+1.3 4.8 3.8 1.0+1.0
Total sick days 35.3 33.8 1.5*+7.5 41.4 30.9 10.5%6.5 39.2 31.9 7.3%E47
Av duration of episodes 6.7 10.8 —4.1+3.8 8.2 69 1.3F2.0 7.7 8.3 —0.6%+1.8
Av total severity 21.4 45.8 —24.4+20.86 231 16.7 6.42+10.4 22.5 27.3 —4.8+59.4
Days in bed 05 1.0 —0.5%0.6 1.0 1.0 0.00.8 0.8 1.0 —0.2+0.4
750 mg/day ]
Mo. of illness episodes 4.4 3.4 1.020.6 33 3.8 0.5+0.6 3.8 3.6 0.2+0.4
Total sick days 34.6 16.0 18.649.¢ 24.0 36.2 —12.2*55 28.8 27.0 1.8%5.1
Ay duration of episcdes 8.3 5.0 33415 a1 12.4 —3.3H1.4 a7 9.0 —0.3=1.0
Av total severity 4.4 17.2 17.2+10.1 605 70.3 —9.8%5.0 48.8 48.2 2.4+5.0
Days in bed 2.2 1.0 1.250.6 30 4.3 —~0.7+2.3 26 2.8 ~0.2%+1.2
500 mg/day
No. of illness episodes 51 5.0 01205 6.1 6.6 0.5%0.6 58 &1 —0.3%+0.4
Total sick days: 2.4 23.0 —1.6%2.3 39.9 46.5 —6.6+3.8 33.5 383 —4.BF25
Av duration of episodes 39 4.7 —0.8X0.6 6.4 7.2 —{0.80.8 5.5 6.3 —0.8*+0.6
Av total severity 130 15.5 —2.5%2.0 15.5 20.8 —5.3+3.9 148 19.0 —A4.4F2 8
Days in bed 0.9 07 0.2%50.7 1.3 1.8 —0.5+0.7 1.2 1.4 —0.2+0.5
Overall -
No. of iliness episodes 4.6 349 Q.7=0.5 5.2 5.4 —0.2+0.5 5.0 4.8 0.2+0.3
Total sick days 29.0 235 5.5%3.5 36.7 39.9 —3.2%27 33.7 336 0.1*21
Av duration of episodes 8.0 6.3 —0.3*1.0 7.5 8.3 —0.8+0.7 6.9 7.5 —0.6+0.6
Av total of severity 218 23.6 —1.8£55 27.9 311 —3.2+35 25.6 28.3 —2.7*3.0
Days in bed 1.2 0.9 0.3:0.4 1.5 2.2 —0.4%0.6 1.5 1.7 —0.2%0.4
*For number of individuals in each group, refer ta Table 1.
tVitamin C — Placebo.
Overall analysis of the blood chem- —
istries and hematologic data showed Table 4.—Effect of Vitamin C on Growth
no consistently significant treatment Male Twins Female Twins
effect on white blood cell or red blood — ~ Ei—
n t i function test r lev- Dosage Mean Growth _ Mean Growlh _
cell count, liver Tunction {ests, or 1ev Level cm No. DESEM* cm No. DESEM*
els of uric acid, cholesterol, electro- 1,600 ma/day
lytes, total protein, or albumin. g:;acn;::;c 3.:3 } 5 —1.07+0.80 ;‘gl } 7 —0.43+0.64
Mental alertness and cognitive pro- : :
. . 750 mg/day
cessing were assessed with four Vitamin C 3.56 3.84 w074
. : . N .
timed, psychometric measures that Placebo 3.23 ]i 6  +0.33+0.56 3.63 } 5 0210
were developed as performance tasks 503 mg/day
e : _ itamin C 4.09 2.62 4+
sensitive to transient effects of psy Placebo 577 } 7 +1.32+0.33 512 } 12 +0.51=023

choactive compounds.” The coding
subtest from the Wechsler Intelli-
gence Scale for Children—Revised,'’ a
speed measure of new learning, was
also administered, as was a version of
the Stroop color-word interference
task. No treatment effects were found
for any of these tasks. Reaction time,
fine motor control, tapping speed, and
subjective time sense were evaluated
with a series of brief, standardized
tests designed by R. Shipley and R. J.
Harley of Eli Lilly and Company for
measuring psychomotor effects of
drugs. Although no overall treatment
effects were noted, there was a sex
difference (P < 0.01) in the most sen-
sitive tremor measure: treated boys
had less tremor than their co-twins,
whereas the opposite was generally
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*VWltamin G — Placebo.

true in girls. Tremor was measured
by the frequency with which a probe
affixed to the index finger touched the
sides of a ring 1.3 cm in inner diame-
ter during a fixed time span after a
standardized period of practice.

As a final approach to the detection
of subtle treatment effects on general
well-being that might not have been
measured by any of our tests, each
mother was asked to guess, while she
and the investigator were still
blinded, which twin had received the
vitamin. Twenty-three of the 44
mothers could not tell any difference
between the treated and control
twins. However, among the 21 moth-
ers who felt there was a detectable

effect of treatment, 17 correctly iden-
tified the twin who had received the
vitamin (P < 0.05). Among the moth-
ers of the young twins in whom the
objective evidence for a treatment ef-
fect was the greatest, eight of nine
guessed correctly (P < 0.02)."

COMMENT

The use of young identical twins in
the present study not only permitted
perfect matching with respect to pos-
sible genetic variation in cold sus-
ceptibility and metabolic response,
but also provided close matching for
viral exposure and other environmen-
tal factors as well as for subjective
variation in the maternal reporting
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of cold symptoms. The efficiency of
the co-twin control model was 2 to 14
times greater than that of an un-
paired study design.'” Thus, for some
variables, if unrelated children and
controls had been used, more than 14
times as many subjects would have
been required to demonstrate the
same effect.

The most striking overall finding
was the heterogeneity of treatment
effects in different age and sex groups
with respect to cold symptoms, linear
growth, and fine motor control. The
observed effects of vitamin C on cold
symptoms are consistent with several
previous studies. Coulehan et al’ stud-
ied children of a similar age range
and also found a reduction in symp-
tom days in younger children of both
sexes and in older girls. Wilson and
Loh* reported a reduction in the se-
verity of symptoms in girls receiving
500 mg per day. It seems likely that
the reduction in severity and duration
of upper respiratory symptoms ob-
served in this and previous studies
represents a real effect in younger
boys and girls, with girls continuing
to benefit until an older age. How-
ever, estimates of the magnitude of
the treatment effects revealed that
even in the two younger female
groups where the benefit was most
pronounced, the treatment accounted
for only 17% of the variation in total
severity, 28% of the variation in inci-
dence, and 21% of the variation in total
duration. Thus, even though phar-
macologic doses of vitamin C may
have a detectable prophylactic effect
in some age and sex groups, the ge-
netic, environmental, or subjective
factors would appear to account for a
substantially greater fraction of the
total morbidity. No evidence was
found for any harmful treatment ef-
fects, as detected by the changes in
the blood chemistries or hematologic
indices and as revealed in a detailed,
side-effects questionnaire that was
administered to the mothers each
month.

The effect of vitamin C on growth
in young male twins was entirely un-
expected. The paired comparison ¢-
test for this group was significant at
the 1% level. A retrospective litera-
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ture review showed, however, that
Lewin previously predicted that phar-
macologic doses of vitamin C might
influence growth either by altering
the equilibrium between ascorbic acid
levels in blood and bone or by stimu-
lating collagen synthesis."” It is pos-
sible that there is a stage in the de-
velopment of young boys at which
they are unusually sensitive to in-
creased ascorbic acid intake; however,
the effect on growth observed in this
study must be confirmed before it can
be accepted as an established fact.
Our attempt to detect an effect of
vitamin C on mental alertness and
motor performance was prompted by
the review of Pauling,'* in which he
reported an association between vita-
min C intake and increased mental
alertness and feelings of well-being.
While there was no evidence of a
treatment effect on distractibility,
learning efficiency, reaction time, ac-
curacy, time sense, or tapping speed,
the male twins who received vitamin
C showed better performance than
the co-twin controls in a test of fine
muscle control, and in all but five of
the 16 tested male pairs, the treated
twin showed less tremor. In contrast,
girls in the two higher dosage groups
showed the opposite effect, with the
treated twin generally performing
more poorly. It is possible that all ge-
netic constitutions do not benefit
equally from pharmacologic doses of
vitamin C. The opinions of the moth-
ers tend to support this view: only 21
felt there was a therapeutic effect,
but of these, most were able to iden-
tify the treated twin correctly.
Although the investigators re-
mained blinded throughout the study
and the parents were not informed of
the identity of the treated twin until
after completion of the data analysis,
four mothers acknowledged tasting
the contents of the capsules. We can-
not exclude the possibility that these
and possibly other mothers recog-
nized the vitamin C by taste and that
this knowledge may have influenced
their subjective symptom ratings.
Our results and those of previous
investigators indicate that the effects
of pharmacologic doses of vitamin C
depend upon the age, sex, and possi-

bly the genetic constitution of the
subject, with young children being
most receptive to benefit from the
vitamin. However, a large number of
variables have been analyzed in this
study, and the majority showed no
significant treatment effects. The
reader should be aware that, as the
number of tests performed increases,
the possibility of obtaining a “signifi-
cant” result by chance alone is also in-
creased.
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The vitamin C capsules and multiple vitamin
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Company, Indianapolis.
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Vitamin C and Growth

To the Editor—Miller and co-workers
(237:248, 1977) claim to have observed
an “effect of vitamin C on growth in
young male twins.” Inspection of their
data (Table 1) indicates that such a
conclusion is unjustified.

Their conclusion was drawn solely
from the comparison with placebo for
500 mg/day. An opposite conclusion
could just as easily (and equally erro-
neously) be drawn from the figures for
1,000 mg/day for male twins. Actually,
three sets grew more rapidly with
vitamin C, and three more rapidly with
placebo. Finally, when the total
growths for both sexes are summa-
rized, 42 vitamin C twins grew a total
of 129.60 cm for an average of 3.09 cm,
and 42 placebo twins grew 131.69 cm
for an average of 3.14 cm. In short,
growth on vitamin C was slightly, but
obviously insignificantly, less than
growth on placebo. In any experiment
on growth rates conducted with experi-
mental animals, such agreement be-
tween duplicate groups on the same
treatment would be considered unusu-
ally good.

THOMAS H. JUKES
University of California,
Berkeley

In Reply. —We agree with Jukes that
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Table 1.—Effect of Vitamin C on Growth
Male Twins Female Twins
Dosage Mean Growth, _ r!lletll‘l Growth,
Lovel cm No. D+ SEM* cm No. D+SEM*

1,000 mg/day

Vitamin G 3,12 1.81

Placebo 419 $  —107:089 234 7 -0.43:0.64
750 mg/day

Vitamin G 3.56 3.84

Placebo 3.93 B +0.33+0.56 383 5 +0.21:0.74
200 mg/day

Vitamin C 4.09 2.62

Placebo 277 7 +1.32+0.33 312 12 +0.51+0.23

"Vitamin C — Placebo.

Tabie 2.— Growth of Male Twins in Group Receiving 500 mg Vitamin C Per Day

Height, em _ Intrapair
— Difference, cm
Age, yr* Belore Aftee Growth, em (Vitamin C — Placebo)

Pair 1

Vitamin G 116.84 12002 +3.18

Placebo 7 11836 12065 +2.29 +0.89
Pair 2 )

Vitamin G “ 14478 14858 +3.81 107

Placebo 14542 147.98 +2.54 :
Pair 3

Vitamin C 0 12954 13462 +5.08 0

Placebo 12054 13462 4508
Pair 4

Vitamin C 133.35  136.53 +3.18

Placebo ¢ 135.26  137.80 +2.54 +0.64
Pair 5

Vitamin C 119.38 12637 +6.99

Placebo 7 19841 122.56 +4.45 +2.54
Pair &

Vitamin G 6 104.14 10859 +4.45 191

Placebo 105.41  107.95 +2.54 :
Pair 7

Vitamin G 136.53 138.43 +1.90

Placebo " 135.89  135.89 0 +1.80

“Age at the conclusion of the capsule-laking period.

our data provide no overall evidence for
a treatment effect of pharmacologic
doses of vitamin C on growth and
clearly stated this in our article.
However, we did observe significant
heterogeneity by analysis of variance
in the response to vitamin C among
treatment groups (P<.05) and, as
reported, found an apparent effect on
growth in the male twins receiving 500
mg per day (P<.01) when individual
group means were compared. The
actual measurements are given in
Table 2, where it can be seen that six of
the seven treated male twins grew
more than their co-twins, while in the
seventh pair there was no difference in
growth.

We disagree with Jukes' statement
that “an opposite conclusion could just
as easily ... be drawn from the 1,000
mg/day figures for male twins,” since
the mean difference for this group was
less than twice its standard error,
while the mean difference was more
than four times the standard error in
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the group of male twins who received
500 mg/day. When the null hypothesis
is rejected, as in the case of the male
twins on 500 mg/day, the risk of the
claim being false is known (it is the
significance level of the test), while the
same is not true when the null hy-
pothesis is accepted.

Finally, it should be noted that since
the twin pairs were assigned to dosage
groups by body weight, they were also
partitioned approximately by age. Con-
sequently, the dosage groups cannot be
considered to be replicate experiments
with respect to growth potential.

As we noted in the conclusion of our
article, a large number of variables
were investigated, and the majority
showed no significant treatment ef-
fects. As the number of comparisons
increases, so does the possibility of
obtaining a statistically significant
result by chance. For this reason, we
stated that the reported effect of
vitamin C on the growth of the young
male twins in the lowest dosage group

must be confirmed before it is accepted
as fact.
JUDY Z. MILLER, PhD
JAMES A. NORTON, JR, PhD
Indiana University School of Medicine
Indianapolis
WALTER E. NANCE, MD, PhD
Medical College of Virginia
Richmond
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