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Bacteriology

Laboratory Note book
Name : M. Songkla

Class : No. 2
Subj. :

Desk ; 8

Room : 202

Section : 8
Grades : (1) (2) (3)
Average grade for Lab. :
Average grade for Course:
Final grade for Course:
If this book is found anywhere, please

return to the owner :

M. Songkla

329 Longwood Ave.
Boston, Mass.
Reward !

Exercise 26

1ii B Colr,

1) Agar. Growth: abundant. Form: spreading
Elevation: = slightly raised, Lustic glistening
Topography: smooth, opt character: Translu-
cent Chromogenesis: none, Odor: meat,



Consistency: viscid, medium : normal.
2) Sugar free bouillon: slightiy cloudy. no preci-
L"'< b pitation.
3) Litmus milk. Acid no slight coag.
' 4) Peptone, Cloudiness, no sediment
5) Dextrose gelatin  puncturc, Whitish growth
on the line with many gas bubbles.
6) Serum water litmus dextrose : Coag acid, gas bubbles.
7) Serum water litmus laciose : Same

8) Serum water litmus mannite : Same
Only to a less intensity.

B. Typhosus.

1) Agar Growth : abundant, Form : Spreading.
Elevation : Slightly raised. Lustre :
glistening. Topography : Smocth. Opt. charac-
ter : Opaque white.

2) Sugar free bouillon : cloudy.

3) Litmus milk ; slighily acid. no coag.

4) Peptone : Slightly cloudy.

'5) Dextrose gelatin  puncture.
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A RAPID MICROFILTER TECHNIQUE FOR DETERMINATION
OF TRITIATED THYMIDINE INCORPORATION INTO DNA
OF PERIPHERAL LYMPHOCYTES.

By
Panja Xulapongs, M.D.
Tawat Tositarat, B.Sc. (Med. Tech.)

Rusmee Kawvishit,

INTRODUCTION.

In the past few years tesis
for in vitro proliferative response
to antigenic, mitogenic (such as
phytohemagglutinin ) and allogeneic
cells stimulation are

employed in clinical immunology and

cxtensively
has since became one of the most

important criteria for estublishing
the status of cellular immunity of
individual. Among several available
methods available, the scintillation
of the
radioactive thywmidine incorporation
into the DNA of lymphocytes is the

used assay techniques

counting for dcterminalion

most widely
(1-14). techniques
require centrifugation of radioactive
cells, precipitable material
and/or chemical digestion of DNA.
These manipulations are not only

These assay

acid

time-consurming but also introduce
variables which adversely affect the
reproducibility and applicability of the

assay itself. In addition, the amount

B. Sc. (Med. Tech.)

of blood sample required for these
conventional techniques was too great
particularly for the study in pedia-
tric patients, Thus the simple and
becomes

reliable  microtechnique

necessary.

Recently Robbins et al (15) -
described the technique in which a
millipore filter is used to irap a
sample’s radioactive cells, essentially
as was employed for the measurement
of small amount of *H-TdR incorpo-
ration into the DNA of UV-irradiated
lymphocytes (16). We share the
experience with Robbins et al (17)
that with slight
millipore technique is a simple and

modification this

sensitive assay of 3H-I'dR incorpo—
ration into the DNA of lymphocytes
in the leukocyte cultures stimulated

with PHA.

We are describing a rapid
microfiler technique of the millipore
filter method whichissimple, reprodu-

_From Depts.' of pediatrics and Clinical Microscopy, Chiang Mai University.“
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cible, and requires only a very small
amount of blood or leukocyte sus-
pension which is currently used in

one laboratory,

METHOD.

BLOOD SAMPLES. Fresh
heparinized venous blood ( 20 units
heparin per ml.  blood ), leukocyte-
rich plasma (LRP) and
suspension zre preparedas previously
described (14, 18). Aliquots of leuko-
cyte suspension or blood sample
(25-200 microliters) are transferred
into sterile 10 x 75 mm. plastic-
capped cultare tubes (Falcon Plastics,
Oxnard, Calif,) containing 25 ul. of
PHA-P. (pDifco Laboratories, Det-
roit, Mich.) and appropriate amount
of Hank’s-Hepes—Buffered medium
(supplemented with 209 decomplemen
ted fetal bovine serum, 100 units of

lymphocyte

penicillin/ml, and 50 'mg, of strep-
tomyecin/ml.) to the final
volume of 1.5 ml,, The
tubes are tightly stoppered ad incu-
bated at 37°C for 72 to 96 hours,
All samples are carried out in tripli-
catles,

cuhtre
culture

The degree of proliferative
response to PHA stimulation of
lymphocytes was quantitated by de—
termination of *H-TdR uptake. At
the end of incubation period, 0.05
uCi 3g-TdR (Amersham, Bucking-
hamshire, England) was added to each

Vol 8 No. '.'3
culture tubes, Unless otherwise stated,
after 18 hours at 37°C, the whole
content of the culture tube is trans
ferred into the receiving funnel of
the filtering apparatus.

FILTERING APPARATUS.
(FIGURE 1) A Whatman glass fiher
filter paper GF/A (2.4 c¢m,, circalar,
W and R, Ballton LTD,, Eugland) is
placed in the Pyrex Microanalysis
Filter Holders with fritted glass base,
The whole set is tightly held together
with a spring clamp and serve as

the receiving funnel.

The funnel is fitted through
a rubber stopper standard
250 ml. vacaum flask, A short length
of rubber tubing is fitted to the lower
most end of the fumnel within the
flask to prevent suctioned fluid from
escaping through the flask’s sidearm,

into

Tubing from the flask is connected
to a vacuum source,

HARVESTINN AND WAS-
HING OF CELLS. After lopsening
the cells from the culture tube’s
wall by vortex, the content or its
aliquot is transferred into the filte-
ring funnel and apply vicuum to
The culture tube is

flooded with 5 saline washes before

start filtration,

they are applied to the filter to re—
move the remaining culture fluid and
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adherent cells in the tube, The fil-
ter and the cells trapped on it are
then washed with two successive
1 ml, aliquots of 0.99 saline and
10 ml. of 0.5 M.Perchloric acid, The
damp filter is then placed flatly at
the bottom of a counting

vial,

clean

PREPARING FILTER FOR
SCINTILLATION COUNTING, lhe
counting vial containing a damp fil-
ter is placed in a drying oven in
at 80 °C for 15 minutes,
Thereupon, the dried filter is wetted

vacuo

by adding to the counting vial 1 m]
of a scintillation fluid (14)- Radio_
activity on the filter is then deter-
mined in a Model 4320 Puckard Tri-
Carb
(Packard Instrament Co, Downers
Grove, I1L.).

Scintillation  Spectrometer

OBSERVATIONS,

Difficuliing in filtration is fre-
quently observed in culture contain-
ing whole blood volume over 50 ul,,
In this situation a known aliquot of
culture sample is filtered then cal-
culated back for the total culture
activity. ~When the leukocyte sus-
pension is used the optimum total
incubation time is 120 to 144 hours
but 96 hours is adequate, The peak
3H - TdR incorporation is ubserved
with the 3H-TdR exposure time of

111

18 hours then declined significantly
at 24 hours. When the sume aliquot
volume of whole blood and leukocyte
suspension are used it is observed
that the degree of 3H-TdR incorpo-
ration of the latter is about 20 times
This may
partly due to the higher number of

more than the former,

lymphocytes in the latter condition
but mainly may be due to the adsorp-
tion of PHA on to the red cell mem-
brane when whole blood is used re-
sulting in the lower amount of PHA
available for lymphocyte stimulation.

COMMENTS,

The filter paper disc procedure
for radioassay of in vitro DNA syn-
thesis was originally developed by
Bollum(19) and later extended to in
vitro synthe-

5i5(20). This technique was furthermodi

fied by Byfield and Scherbaum(21)
to assay the nucleic acid and protein

assay of protein

synthesis of whole cells. Evans and

Norman(16) were the first to intro-
duce technique using millipore filter
collecting radioactive cells for the

scintillation spectroscopic measure-

ment of UV-induced 3H-TdR incor-
poration in human peripheral blood
lymphoeyte which later was used in
the determination of 3H-TdR incor-
poration into the DNA of mouse L
cells during semiconservative DNA
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synthesis (22), More recently Robb-
ins et al (1517) reported a saccessful
modified technique in which a Mill-
ipore filter with its retained radio-
being

immersed In

active cells, after suitably
washed and dried, is
scintillation  fluid

positioned with respect

a highly efficient and

and precisely
to ensure
reproducible

counting geometry for every filter,

The modified millipore and
glass filter paper techuique is rapid,
since the use of whole blood avoids
time-consuming purification of lym-
phocytes, Apart from the advantage
of time saved, the use of nonsepa-
rated blood cells in natural proportion
should better reflect the immunologic
reactivity of the subject, Further
more, this micromethod can be
performed with as litile as 0.1 ml.
volum= of blood, thus allowing one
to perform a large number of tests
with limited amounts of blood such
as in young children or newborn
infants. When
radioactivity is used, counting effi—

very low level of
ciency can be increased at least 2
fold by combusting the filters and
their radivactivity contents to triti-
ated. water (17), The sensitivity of
the assay techique can be measured
by comparing the radioactivity obt-
ained from well stimulated cultures

to ' the unstimulated cultures, Our

Vol. 8 No. 3

results indicate that the radioactivity
uptake of the former is 50-100 times
more than those of the latter ( or
the proliferation index of 50-100 )
comparable to results obtaind from
the coaventional technique (23)- This
technique is highly reproducible since
the standard deviation of the resulis
obtained are proportional to the
mean with the variction coefficient
varies from 3% to 15%, mostly below
104 which is also comparable 1o
those observed by others (24,25). More
than 99¢ of the radioactivity trapped
on the filter was after
treatment with DNase indicated that
it is a very sensitive and specific
assay or DNA synihesis in the leuko.
(15,37), It has been
observed by us and others (17) that
the radioactivity uptake of the culture
to the
amount of leukocytes and volune of
culture fluid applied to the filter
only if they are of small quantity.

removed

cyle culture

were linearly proportional

When large quantity of sample were
used the uptake
obtained were well below the
expected value extrapolated from

radioactivi ty

those of smaller velume sample,
These observations indicated that well
counting efficiency is constant for
smaller aliquots of culture, it decr-
eases as the number of cells trapped

on the filter is increased, most likely



September 1975

due o increasing degrees of beta ray

absorption by the excessive layers of

cells deposited on the filters(17)-

SUMMARY.

A simple, rapid and sensitive
microfilter assay technique measuring
tritiated
during DNA synthesis of peripheral

thymidine  incorporation
lymphocytes culture is described, The
test is applicable to both the whole
blood and leukocyte
Lymphocytes which have been incu-
bated with 3H-TdR are trapped on
a glass fiber or millipore filter
which is then suitably washed, dried

suspension,

and its radioactive content counted,
This technique is suitable in aiding
the clinical evaluation of immune
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deficiency states where only small nmmw'smmmnn 'lunwn's'mw'mmn
amount of blood sample is available. MOH M.
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ABSTRACT:

A tryptophan loading test was
performed in 27 subjects - 19 adult
contlrol, 2 normal pregnancy, 4 pa-
tients suffered from chronic liver
diseases mostly cirrhosis of the liver,
and 2 patients with plearal effusion
possibly fromn pulmonary tuberculosis,
The results revealed the amount of
xanthurenic acid in the urine before
and after loading with I-tryptophan
2 gm, orally as follows:-

norm il control 76,7 + 56 and 866 4+ 6 micromoles XA/24 hrs.  urine
chronic liver disease 45 + 19 and 914 + 346 %
pleural effusion ~ 54.5 + 25 and 68.9 4 22 7
normal pregnancy 820 + 24 and 585 1 55 -

The amount of xanthurenic acid
excretion in  the
pregnancy showed significantly high
after loading dose of tryptophan,
Even the amount of subjects tested
was small, chances of clinical applica-

tion was stressed.
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Abstract

Occupational therapy is the
profession related to medicine, the
field of rehabilitation and classified
to be a profession in the group of
Associated Medical Sciences or All
ied Health Professions- It is the
art and sciences of application of
crafts or selected specific activities
on disabled to promole and main-
tain health and prevent disabilities
both mentally and physically ill
wide and varied scope. The recog-
nition of the value and need for
occupational therapy was also subs-
cribed to in the psychological field
in the early part of the period, by
observing that many patients at
mental  hospitals benefited from
working in the establishments’ util-
itv services. The first experiments
were made in the use of crafts as

a means of occupying the inmates
of mental hospitals during late nine-
teenth and early twentieth centur —
ies. At present, not only the psyc-
hological field but also different
forms of service are included in
occupational therapy. It is divided
into two main classifications: voca-
tional evaluation which rehabilitate
and reseitle the = disabled, either
for return to work or for home
employment and rehabiliiation for
daily living. The occcupational
therapist, one of the members of
the rehabilitation team must have
adequate pre-clinical and clinical
knowledge as well as knowledge of
the skills used as treatment meas-
ures, which will enable him to
advise patients on how difficulties
may be overcome ard encouraging
them until they regain confidence.
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THE CELLULAR IMMUNE ASPECTS OF FETAL LYMPHOCYTES
IV. Shift to the left phenomenon of PHA dose-response curve.

Werawan Ruangyuttikarn,

Tawat Tositarat,

Sanong Chaiyarasamee,
Panja Kulapongs,

INTRODUCTION :

Pregnancy has been regarded

as a successful natural allograft.
The resemblance of the usual mam-
malian pregnancy with its genetically
dissimilar participants to a host with
an allograft might lead one to expect
its failure as a self-perpetualion mec-
hanism. The mechanism whereby a
histocompatible tissue can erow with-
out evidence of imm'unoiogical injury
in the gravid female are still far
from clear. Its success has led to seve-
ral hypotheses wusually centered on
either defective or blocked cellular
immune capabilities of the natural
host, nonantigenicity of the fetal graft.
or an immunologically neutral placen-

tal separation zone between host and

graft (1=3)  The cell-mediated imm-

by

B.Sc. (Med.Tech.)

B.Sc. (Med.Tech.)

B.Sc. (Med.Tech.), M.T. (ASCP.)
M.D., Dip. Am. Bd. of Ped.

unocompetency of fetal lymphocytes
is an interesting and unsertled topic.

Morphologically, human neonatal blood
lymphocytes are larger 45) and have
higher nucleo-cytoplasmic ratios and
more leptochromatic nuclei (6) than
lymphocytes of adults. Both of the
newborn and adult blood lymphocyte
populations have similar numbers of
B and T cells (7-9). Metabolically,
neonatal lymphocytes demonstrate a
higher labelling
RNA (96) and DNA (45:10,1D pap
do similarly prepared adult cells, and
evidence has been presentd for a high-
labelling lymphoid cells in - human
neonatal lymphocytes (5,10). Function-

in  vitro index for

ally, neonatal lmphocytes react vigor—

ously to PHA (12,13) 4nq to certain
antigens {14), and they are cytotoxic
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for 31 Cr-labelled chicken erythrocytes
(15)- Fetal and neonatal lymphocytes
manifest transplantation antigens'10-18)
but these cells react less vigorously
with maternal than with stranger lym-
phocytes in the mixed-lymphocyte-cul-

ture reaction (16>

The depression of the maternal
cellular immunity may play akev role in
the nonrejection of the fetus is suggested
by the observations of depressed delayed

19) and in

vitro lymphocyte respoise 1o ppD (20)
and dalayed allograft rejection found
21)

Skt
cutaneous hypersensitivity

in pregnant women However,
depression of cell-mediated immunity
may be either generalized or specific,
tl}e latter being a form of immuno-

logical tolerance 22,23).  On the
other hand. generalized depression of
cellular immunity is seen in a variety
of congenital or acquired immune
deficiency disorders and is characte-
rized among other parameters, by an
impaired or absent response of the
blood lymphocytes to plant mitogen,

pHA (924-27),

ession of gravida’s

If generalized depr—
cellular immune
signifiicant

explanation for the survival of preg-

system is a Dbiologically

nancy, one would expect lymphocytes
obtained from pregnant women 10

Yol. 8 No. 3

show a clearly depressed or absent
response to PHA stimulation. In- the

recent study by Carr and associates (28)
the reactivity to PHA by peripheral
blood lymphocytes taken from women
at different stages of pregnancy was
compared to that of lymphocytes of
nonpregnant women. The results clear-
ly showed that optimal PHA respon-
siveness as gauged by DNA synihe-
sis was not- consistently depressed
in gravida lymphocytes, and there-
fore the resulis do not support the
thesis of generalized depression of ma-
ternal cellular immunity as the €xp—
lanation for nonrejection of the fetus
during human gestation. 1Tt is interes-
ting to note that, while the DNA
synthesis of lymphocytes from preg-
nant women on the average was not
significantly depressed in their response
to optimal PHA doses when compared
to control women, the shapes of the
mean dose-response curves suggest that
gravida lymphocytes required lower
PHA than control lymphocytes for

optimal stimulation (28),

The importance of testing PHA
response at more than one dose level
was stressed by Fitzgerald (29" who
demonstrated that person with deficient

cellular immune capacity may show
a depressed response to a low dose of

PHA, while responding mormally to
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a higher dose. ?crip‘nerai blood Ilvm -

phocytes acquire PHA responsiveness

at 14 weeks of gestation (30). Blood
lymphocytes of full-term newborn in-
fant (6,11:31) and of premature new-
born infants 31 react more vigorou-
sly than adul’s lymphocytes to stim-
ulation by PHA and anti-human lvm-
phocyte globulin (ALG) 32),  Other
workers have seen no differences in res-

ponse to PHA stimulation between new-

born and adult’s lymphocyte_\(13‘33‘36)

or even a diminished response of new
born lymphocytes (37-39)- These dif-
ferences may be explained, in part, by
differences in PHA dosages used.

Since both the gravida and
newborn lymphocytes have in vitro a

DNA

rate (6.11,28,40-42) \han control non-
pregnant adult lymphocytes (12513,43)
and variable resuits of response 10 a
single dose PHA stimulatioi (6,11,28-
31,33-39,44-47),
interest to investicate
“shift to the left”

PHA dose-response curve does occur
in neonatal lymphocyte culture similar
to those of gravid lymphocyies 28, In
sensi-

higher spontaneous synthesis

is of particular
whether the
phenomenon of

the present siudy, for maximal
tivity, a dose-responses relationship
with 8 PHA concentrations has been
determined and responses are measured
by 3 H-TdR uptake.

for 96 hours with autologous

129

MATERIAL AND

Ten normal newborns and 8
healthy adults were studied. Cord

blood samples were collected in the

METHOD :

delivery room within 5 minutes of

birth from the umbilical vein. Adult
blood samples were obtained from
cubital vein. The blood specimen was
drawn into a 12 ml sterile plastic
svringe containing heparm (50 units/
ml. of blood) and immediatelv mixed
with one fifth volume of sterile 6%
dextran solution. The lymphocyte rich
plasma sample was obtained by gra-
vity sedimentation and cultures at 37'C
plasma
(6.7% V/V) and varying doses of PHA
ranging from 5 ul to 70 ul/1.5 ml of

total culiure volume. One microcurie

of ritiated thymidine soluiion was
added into each culture tubes during
the last 18 hours of experiment. All
culiures were carried out in triplicates.
Results are expressed as the prolifer-
ation index (P.L).

Pl average cpm. of stimulated cells

average cpm. of unstimulated cells

The detail of the microiechnique
emploved in this study is being describeq
in this issue of the journal.

RESULTS :
As shown in the Figure I., all heal-

thy adult and cord blood lymphocytes
demonstrate a linear increase of 3 H-
TdR incorporation related to the doses
of PHA then declined forming a sha-



130

rply peaked dose-response curves- The
Jower peak response of cord blood lym-
phocytes is misleading since the uns-
timulated cells incorperated 3H-TdR
higher than those of lymphocytes from
adult conirols. At any rate, it is cle-
arly shown that cord blood lympho -
cytes respond to lower PHA doses bet-
ter than adult’s lymphocytes with
a peak response at 10 ul PHA/1.5ml
culture compared to the peak at 30 ul
PHA/1.5 ml culture of the latter:

DISCUSSION :

Several investigators reporied a
normal distribution of proliferation rate
of lvmphocytes in response to PHA

stimulation '48:49) but this is nt the
(50-52) Our

(53-56)

case with the others
observation and those of other
have suggested a log-normal distribut-
jon of responses, and semi-log scale

for presentation of the results has

therefore been adopted (50,53.54,57-

60).

In considering the events in an
individual culture, it has been sugges-
ted that a logarithmic increase in the
rate of DNA synthesis in response to
PHA occurs with time ‘01, Celis
transforming in response to PHA rel-
ease blastogenic factor (62), and thus
each transforming cell is capable of
recruiting other cell into- mitosis. It
has been suggesied that 2 to 3 gen-

September 1975

erations occur in culture over a 3-day
period. The log dose-response curves
from concanavalin A (Con. A), PHA,
PWM (pokeweed mitogen) and LPS
(Lipopolysaccharide) show approxima-
tely linear responses dose levels below
the optimum (63). The dose-response
PHA and Con. A were
sharply peaked, whereas PWM and
LPS produced broad dose — response
curve (63). The decrease of incorpor-
ation above the optimum dose is tho-
ught to be due to toxicity of mitogen
(54). For Con. A and PHA, excess
mitogen appears to be
since elution of the miiogen can ena-
ble recovery of the full response (63,
64» Both LPS and PWM show a
marked lack of either tolerogenivity

shown .by the very
(63).

curve for

tolerogenic,

or toxicily as
broad Iog-dose response curves

The reasons for the non-normal
distribution of incorporation of 3y~
TdR into DNA could be accounted
for in 2 ways : the PHA response
might be dependent on a property
of lymphocytes which is not normal-
ly distributed. For example, the pro-
portion of T cells in peripheral biood
tymphocytes, (and therefore in  cultu-
red lymphocytes) may be such a para-
meter. Alternatively, a property - of
normal lymphocytes which is normal-
ly distributed might be amplified non-
linearly by PHA stimulation. Intrace-



September 1973

llular events could augment incorpor-
ation of 3H-TdR. There is a short
in in_vitro half-life of 3 H-TdR (65),
and transformation of lymphocytes in
response to PHA augments the thym-
idine salvage pathway ©6. Since
uptake of exogenous thymidine is
inhibited by endogenous thymidine,
utilization of the latter in response to
an increase in DNA synthesis would
potentiate the incorporation of the
exogenous (labeled) nucleotide. These
factors could result in a npon-linear
relationship before DNA synthesis and
3 H-TdR uptake and may account for
the fact that the results do not follows
a normal distribution.

Significant increases in the spon-
taneous DNA synthesis by neonaral
lymphocyte was again observed ip
this study. We have earlier made
this observation 427 a5 have others
(67-69). Although heterologous serum
and 20% autologous scrum have been
observed to cause this phenomenon(70),
it also occured when neither one of
them were employed (28)- Autologous
serum was used throughout this study
because: ‘i) fetal calf serum conuain
factors inhibiting the lymphocyvte tian-
sformation by up to 90% in compar-
ison with autologous serum; (ii) of
difficulties in obtaining fresh - AB
serum; Ciii > although the wuse of
serum-free media been reported (Cy,
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C, ) the problem in such assays is
the large number of lymphocytes (more
than 2 x 109 per culture) required
for the expression of transformation.
In clinical conditions serum factors
which block or enhance 'are encoun-
tered. In normal subjecis it seem
likely that the optimum expression of
transformation depends on a balance
between such factors: Among many
cancer patients with blocking factors
at 20% autologous serum, it was
found that when 10% autologous serum
is used the inhibition is often lost(54).

The process of peripheralization
of lymphocytes to peripheral lymph-
atic tissue may occur in human at
about the time of birth, and this
would also be accompanied by a rel-
ease of metabolically aciive cells into
the blood.

Part of the labeling index for
lympheid cells in neonatal blood may
be due to the presence of transitional
lymphocytes. Adults and neonaies
have approximately the same number
of B and T cell in their peripheral
circulation as judged by membrane
immunofluorescence and rosette form-
ation technique (7-9). Thus the hich
labeling index for neonatal l}mp—.
hocyies may reflect the presence of

more immature (ie. medium, large)

lymphocytes in newborn.
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FIGURE 1 : PHA DOSE-RESPONSE CURVES OF CORD 8LO0D(FETAL) AND ADULT'S LYMPHOCYTES

Additional findings are that neo-

natal lymphocytes not only seem to
possess 7 greater responss than cont—
rol lymphocytes doses
of PHA, but also respond optimally
at lower dose of PHA (shift to the left!
than control lymphocytes. An experi-
mental model exists which may exp~
lain these findings. That is the obser-
vation that the triggering of immuno-
cytes is a quantitative rather than a
qualitative such that

lymphocytes already exposed 1o smal)

at suboptimal

phenomenon,

amount of antigens or mitogen require
a smaller dose of another antigen orf
that needed to

mitogen otherwise

achieve a peak response 1, In this

situation, the peak respornse is seenat

a lower dose of mitogen, significantly
higher response are also seen at lower
dose, while the amplitude of the peak
response is not necessarily greater
than a normal peak response, In an
attempt 1o induce immunological tol-
erance to a highly purified protein
phytohemagglutinin (PPHA
born mice, Panzetta
observed the
vitro response of lymphocytes from
PPHA — immune mice than that of

lymphocytes untreated normal

in new-
and associates
significantly higher in

from
controls and from PPHA-to'erant mice,
at PPHA doses around the optimum
(72). Further more, lymphocyies from
PPHA-immune mice differ from con-
trol lymphocytes in that their PPHA



September 1975

dose-response curve is shift to the
left (72). In the light of the above

studies (28,67572) qur results could bz

interpreted as indicating low level
stimulation of neonatal lymphocytes
exist in utero.

Lymphocyte activation in  vitro

initiated by the interaction of milogens
with receptors on the cell surface (73-
76). Recently it has been suggested
that the mitogen is required during
certain critical steps in the cell cycle
(61,77,78). The kinetics of the reac-
‘tions between plant mitogens and cell
receptors has been studied in a num-
(74.79-81) e

law of mass

ber of investigations
reaction conform to the
action and thermodynamics and appear
to be completely reversible(80.,81). The
following fermula should then be valid

Re + Mi=Re Mi

Where Re is lymphocyte receptor,
Ni, mitogen and ReMi, mitogen-recep-
tor complex- Changing the concentra-
tions of the reactants results in corre-
sponding changes in the equilibrium,
Apparently the mitogens are required
at the beginning of the cell cycle in
order to make the cell enter the G
phase from the resting phase, GO This
event is designated preactivation. In
was shown that
contact

reports it
during a short

previous
lymphocytes
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with Con. A.
became stimulated although not suffi-
ciently to enter the DNA synthetic S

in vitro, in some way,

phase of the cell cycle (61,77.82),
Such cells were termed preactivated

lymphocytes.

The mechanism of preactivation was
studied by measuring the incorporation
of radioactive uridine into RNA. It seems
that a certain degree of RNA synthe-
sis is required for the cells to reach

a preactivated state (82). However, it
is by no means clear whether the new
synthesis of RNA is the limiting step
or if this occurs in some other meta-
bolic reactions, The RNA extracted
from preactivated cells did not differ
qualitatively from non-activated cells,
but the quantitative differences, espec-
ially with respect to labeling were
highly significant. Lymphocytes from
peripheral blood of adults are norma-
lly in a resting state. Upon stimula -
tion with PHA, the cells go through
the different
Before division they pass through the

G, period -preceding the DNA synth-

phase of cell cycle.

elic phase, S. and the lag period G2,
Bender and Prescott (83) have deter-
mined these periods in I)mphocﬂ.t's of
the adults afier PHA stimulaticn and

the G| period of these cells were at

Other investigators

least 24 hours.
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have studied the time course of the
macromolecule synthesis in lymphocytes
after stimulation in vitro and have
arrived at similar conclusicn. The DN&
synthesis starts at 20-24 hours after

stimulation (41> and then rises linearly

for at least 48 hours (84383).

Weber and associates (41) have
found a small number of preactivated
cells, which started their DNA synthe-
sis very soon (10-16 hours | after the
addition of PHA, in the cord blood.
The reason for these findings may be
that the cells have been prestimulated
in vitro by cells or their antigens from
the mothers. A similar hypothesis had
recently been forwarded hy Carr and
associates (67 and it has also been
shown that lymphocytes can be preac-
tivated in vitro to a state in which the
subsequent addition of an adequate
stimulant pushes them into the S phase
(61), The question has been raised 1o

what an extent the admixiure of

maternal cells to cord blood lympho-
cytes may play a role in studying the
latter in vitro. The passage of fetal
lymphocytes through the placenta into
the maternal ciiculation is a phenom-

enon occurring in most. if not all,

pregnallcies(86'89)- The
indicating the passage of maternal cells

evidences

into fetal circu'ation are accummula-
1ing. Sensitization of fetal lvmphocytes

Vol. 8 No. 3

bv the mother against PPD"-90=91)

and E. Coli (92) has been observed.
Patients with congenital isolated TgA

deficiency can synthesize n  utero
specific IgM  and 1eG  antibodies
against maternal IgA 93). Desai

and Creger (9%  injected quinacrine-
labeled lsukocytes to 9 pregnant wo-
granulocytes

men and found stained

and lymphocytes in 6 of fewuses. Tur-
ner and associates %3’ found occasional
xx mitosis after PHA siimulation in
the cord blood of 2 out of 183 newborn
boys. The xx/xy chimerism in the
lymphopoietic tissue of fetus have also
been reported by others, but generally
in connection with severe immunologi-
cal disease (90.97) . Recenily Schroder
(98) demonstrated that even is normal
pregnancies maternal lymphocytes cap-
able of PHA tran-formation and mito-
tic division may occasionally pass the
placenta and appear in the fewal cir-
culation.

ABSTRACT :

The reactivity of neonatal (cord
blood) lymphocytes and adult’s periph-
eral lymphocytes in response e sti-
mulation by different doses of phy-
toh:magglutinin ( PHA) is evaluated.
The responsiveness  is
quaniitated by the triated
thymidine (3H TdR) incorporation inio

degree  of
ratio of



September 1975

the DNA porition of the stimulated to
the nonstimulated cells. The method
employed is the new micromethod
being described in detail elsewhere in
this issue. The results demonstrated
that in addition to higher spontaneous
proliferative capacity, neonatal lympho-
cytes have a greater response than
adult’s lymphocytes at suboptimal doses
of PHA and respond optimally at
lower doses of PHA as shown by a
“shift t> the left phenomenon” of its
PHA dose-response curve. These fin-
dings indicated that neonatal lymphocy-
tes are actually the preactivated cells.
The possible explanation for the intra-
uterine preactivation of these cells is
the low dose stimulation by maternal
lymphocytes passed through placenta
into the fetal circulation during ges -

tation,

v A
aaLIay
LA vy - - -
ﬂm:a?‘iﬂ“lﬂi7ﬂﬂ1u WANII AN INETI AU

1gnin1ans lymphocytes 1w neonatal

= v -
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Improved Biuret Procedure for
Routine Determination of Urin-
ary Total Proteins in Clinical
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Engene W. Rice
Clin. Chem. 21/3, 398-401 (1975)
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Quantitative Determination of
Antibody in ITP
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by N.M. Rumen, Blood Vol. 45 No.l,
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