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SUMMARY
A complex study of serum protein fractions, trace elements, hemostasis
parameters, foodantiFens and other related variables was performed in 28 ehrenie
' DLE patients with more than 10 year history disease. Serum total protein and
serum slbumin were significantly decreased in the DLE group as compared with

a blood banking donors conirol group.

A deficient liver protein synthesis and the presence of anti-albumin anti-
Jbodies in 50 pe cithe DLE sera are thought to be the most important fsctors
respongible for this phenomenon. Serum o trypsin inhibitor and serum =,
macroxlobulin exhibited increased values in 80 pe and respectively £5,5 pe of
the DLE sera; this t;a.-ct is mttributed to their compensatory antiplasminic activity
which generates increa sed levels of fibrinooen Tibrin splitting products.

Serum ecaeruloplesmin and serum copper showed slightly raised levels
in 35 pc and respectively 25 po of the DLE sera. The compensatory anticxidant

activity of this cuproprotein sreems to be of great value in the damazed skin

areas.
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Serum zinc, a coppdr antagonist, exhibits levels under the Aormal

. range in 45 pe of the tested IILE sera, missing the host of its antiinflammatory

action, Serum hapterlobin was very significantly increased in DLE sers, 55,5
pe of the DLE vilues ranging |over the normal lmits, Thisincresse copes with
the host necessity to bind largerhemoglobin amounts in view of the higher
protective peroxidase activity of this eomplex at the injuried sites where

~ peroxide radicals are acummuylating. Serum hemopexin raises close parzllely

- with haptoglobin in DLE sera {n a compensatory effect to bind the hem necessary

to theimpaired hemoglobin E:;nl‘.hasim :

_Seruml transferrin and serum iron are maintained within the normal
range while serum complement Ca :ﬁhﬁ.}' shows a significant decrease in
44,44 pc of the cases, corresponding to its consumption in the immune complexes
of the lupie skin and of the blood vessel wall deposits,

Serum {mmunoziobulins ghowed increased values, especially IzA and
IzM. A protective significance is attribuited as it is also suggested by their
levels at the externement. IzE showed detectable levelsin 31,4 po of the DLE
patients suggesiing an allergic (basophi]l mediated ?) mechanism of the disease
in 3 number of cases. This assumption is supported bythe detection of the
anti-food antibodies in 25-33 pe of DLE sers,

A lowincidence of antinuclear and anti-smooth muscle antibodies was

noted (10,7 and 7,1 pe respectively) proving the non-systemic involvment of the
disease,

Flatelet aprepation was significantly inereased in sll 12 DLE cases tested

suggesting the first step in an intravascular disseminated coagulation pattern.

The antigen-antibody complexes continnously supplied by the presence of
different food antigens , are supposed tobe the main inducers of this hyperazgre-
gability in a numberof cases. The albumin-antialbumin antibody complexes could
also be involved. I

4 compensatory high fibrinolytic mechanism s demonstrated and a '
tissular basophil mediated allergic mechanism with the participation of IgE is
also suggested.
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The higheosinophil levels encounted in 32 po of the cases are also discussed,
The complex Kozak treatment lapplied with very favorable clinical effects to the DLE
patients, resulted jnﬁ dramati¢ recovery of the most biological parameters too, an'd
morsover (tatimulated sertainiaerum factors with protective significance,

LY

INTRODUCTION

- 'The .signilicant clinical results obtained by the application of Kozak me-
‘thed in the treatment of chronie discoid lupus ervthematosus (DLE) repellent to

current therapies /1, 2/ stimulated a complex research programme on the internal
parameters alming both tofollow the effects of the administered therapy and to
clarify certaln aspecis of the disease pathogenesis.

We rep:art here ihe meliﬁinary results in the study of certain serum
proteins, microelements, hemostasis factors as well as other connected variables,
some of them being yet uninvestigated in chronie DLE sccording to the data
availablein the litersture.

MATERIAL AND METHODSE

CHRONIC DLE PATIENTS

A group of 28 patients, 1B males and10 females admitted to the Derma=-
tology Department of the Fundeéni Clinical Hospitsl with chroaic DLE were consi-
dered in our study. :

* The following major clinical forms were recorded:
I. Extensive chronic discoid lupus erythematosus = 18 patients with a

mean history disease of 13 years. Among the antecedents, tuberculosis in 16 pe
of these cases and important digestivetroubles in other 22 pe, were recorded.
All patients have followed continuous or intermitent antimalarial tmla:-
ments associated with topical corticotherapy, vitamins and tuberculostatics, L
respectively. '



Repellent to any ::urt--nni treatment in Lhc last. two j.ears

e —
I, Chronic DLE {as. such) - 1|:| patients with a mem hl;sr.clr:, discaaa of

10 years. Amoag theanteccd&nta, 33 po with first and second degree byp-ermmim.
33 pe tubereulosis, andother 10 pe with diabetes, were recorded
Previous treatments 'las ahove,

He[.lmllent to any currcnt treatmentin thelast twoyears,

Thq mean age of patients ranged between 28 and 48 years. All of them

exhibited a npnnal renal clear
. @bseat. ANA Index positive in

Allpatients were subji

cted to Kozek therapy on an average period of
¥ 56 days.

r
CONTROL GROUP

A group of 16'sparen11
between 22 and48 yearsold wa

The blocod samples we

re kindly supplied by the Institute of Hematology of
Bucharest, | o g

BLOOD SAMPLES

Total bln-u_ci samples collected from DLE patiens and controls, either
heparinized or treated with .'Naz EDTA or Na, citrate were subjected to the usual

hematologic and bischemical tests,

Other indexes as: platelet aggregating capacity, and fibrinogen/fibrin
spliting products were slso estimated,

ance, an ESR value under 60 mm/h; lupic cells were

onlythree cases (10.7 pe) and no other sign of
gystemic clinical in-.ro]vmmt nutad.

i health blocd banking donors (3 males and 8 females)
uged as control, b

5



SERUM SAMPLES

Serum samples obtained afier the coagulation of total blood were stored
in 2 ml aliquots at - 20°C.

r

SERUM PROTEIN FRACTIONRS

Albumin, &, &g ¢ and ¥ glebulin were determinated by paper
glectrophoresis and expressed as po of tolal protein. Albumin was also ehemiecally
estimated in V. Babes Institute.

SERUM a‘l—'rprmmmarma. o ,-MACROGLOBULIY, et -HS-GLICO- ;
PROTELN, HEMOPEXIN, TRANSFERRIN, and IgE were estimated by radial
1 immunodiffusion method using Behringwerke M. - Partigen plates (L-Partigen for

| 1zE), andappropriate aehmfgs:mm FETH.
| .
: |

CERULOPLASMIN was estimated by Tiavin method using p=phenilendiamin as
i pubstrate, !

;-'_ ‘

i :
: T —

SERUM COMPLEMENT C.l( f,,) Iz, IgA and Ig were testedusk ==
diffusion plates manufactured by the Cantacuzino Institute in Bucharest tnd by a

standardised rocket immuna-elaer.mphuresis method (Laurell). & good correlation
of results was achievedby these two methods.

i

THE PEROXIDASE ELECTROPHORETIC PATTERN of hemoglobin-haptoglobin
1 complexes in Blood l}raates:‘was performed in serylamide-agarose gels in a tris-
glycine running buffer pH EI! 8. Staining with benzidine in the presence of 11202

and a sodium-acetate buffer pH 5. 0.
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DMMUNOGLOBULINS BIOLOGIC ACTIVITY

t 1 Frid igE Eé anti-smooth muescle antibodies ware estimated

in our laboratory and in Vietor Babes Institute by an indirect immunofluorescence |
e P — oud fp ATt
method using a goat anti-human = § ~globulin serum. Sliderwere-Teaduelmg-a - - -

HE 200 UV lamp. incorporatedin an L O.R. M. C. 54 Mierescope,

.ﬁ.NTI-HUMiAN-ALBUM]N Ah’:I'LBDDLEE were determined using adouble diffusion
method tﬂ'.;lchtarlmaf} inagarose gel and a passive hemmaglutination meihod
introduced by a research g in V, Babes Institute led by de. R. Lenkey. A
human gluxlarslda'tﬂde polimerised albumin was used as antigen in both technics.

ANTI-FOOD-ANTIBODIES

Antibodies directed jpgainst certain food mntigens were demonstrated in Ll:u:
DLE patientgera using the hterlony method in aéaruse gels. Purrified egg
: ﬂhrmin, total eggalbumen a ' a lamb meat extract served as antigens in concentra=
Hons of 30 mg/mland 10 mgIZaI respectively.

EERUM TRACE ELEMENTS {Cu, Zn, Fe) were investigated in the Hygiens and
Epidemiclogy Laboratory of the Elias Hospital Bucharest, on & numbar of 20 DLE
patient seraand controls by -atomic absorption spectrophotometry.

A Pye Unicam SP 141 stomic absorbtion spectrophotometer was used.
The 1:0 bidistilled water diluted sera were directly aspired into an air-acetylene
flame and read for copper and a.i.nr: at 324, 8 and 213, 9 nm respectively, against
sppropriate standard solutions.

Iron wasread at 243. % nmin the supematant of sera precipitated with
20% triclloracetic acid in the presence of HCl 4 N, sgainst appropriate standard
solutions. 2
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SERUM CALCIUM was estimated chemically.

TRACE ELEMENTS IN SKIN BIOPSIES

Bioptic samples from affected areas fixed in 10% formol were investigated
for Copper, Zinc, Iren and Caleium using special stainings with Ma diethyl dithio-
carbamate, <ditizon, K ferrocyanide, and Luxcl Fast Blue MBS respectively.

PLATELET AGGREGATION

Platelet rich plasma fromblood samples on Na citrate were investigated
for platelet sggregation in 12 DLE patients. Aggregometer determinaticas were
performed by, adding appropriate concentraticns of ADP { <1 umeld) or eollagen,
as inducers of theplatelet aggregation; values over 20 pe absorbance reduction
were considered pathologically.

L=

FIERINOGEN AND FIBRINE - SPLITTING PRODUCTS
Fibrinolysis products were estimated in 12 DLE patients by 2 precipi=
g tation resction with a Staphiloclumping reagent (Stago -France). Values over
10 pegfml were coasldered abnormal.
Platelet aggregation and FEP were evaluated at the Hematology Depart-
ment of Fundeni ﬁllni;al Hospital,

All the sbove tests were performed in chronic DLE patients &t the
admission and at the end of the hespiralisation period.

Results were comparedwith those belenging to the control group
(16 blood banking donors). ¢
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ESULTS AND COMMENTS

L SERUM FROTEINS

Sera from all chronie DLE patients showed significant changes in the
protein paitern before the admission.

In most of cases administration of Kozak therapy resulted in an ohvious
amelioration of the proteic ballanee, fzet which was positively correlated with
the clinical pieture.

1. SERUM TOTAL PROTEINS AND THE ELECTROPHORETIC PATTERN

TOTAL PROTEINS estimatedby the biuret method were at the lower
limit of the sormal range (Fig.1), 32 pe of the patients showing levels under
6.4 gAl
Asrenal impairment was noted in none of the patieats (normal
ereatinine clearance, albuminuria shzent, normal eediment) the lower protein
levels suggest theoceurrénce of a diminished synthesis in the liver cellg a.n.d,.-‘br
an inballanced protein intake, |
A disturbed intestinal splitting of the proteic food could also be involved ;.
{zee balfm the high levels of o l-—an.mripsin} in amalabsorption phenomencn, the
dispeptic troubles found in 22 pe of thepatients supporting this ides,
Kozaktherapy applied to these patients increasedthe total protein eontent
in a significant proportion, l[pu2 < 0, 05).

THE SERUM ELECTROPHORETIC PROFILE shows slgnji‘i;:sl. changesz in all patients
before adminission as compared with the control groun,

Serum albumin showed a significant decrease in £9,3 pe of the chronfe DLC patients

(levels ranging between 38-53 peof total protein). The levels in the control group
ranged between 52-64 pe.
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Serum ﬂc‘l— globulins were maintained at the upper limit of thenormal range i
(4=T pe). The levels in the controel group ranged between 2-6 peo.

ME-EID'WHH! showod & significant incresse in 72 pe. of the chronie DLE
patients ranging between 11-18 po. of the total protein. Values in the control group
ranged between 6=10pe.

Serum P -plobulinswére increased in 63 po of the DLE patients {values ranging
between 14-19 pc). Theceontrol group levels were between 9-13 pe.

Serum ¥ =globulingwere increased in 63 po of the patients ranging between
21-33 po. The coatrol group showed values between 14-20 pe.

The total ALBUMIN/GLOBULIN RATIO wasunder the normal values in
&5 pc of thecases.
3, EERUM ALBUMIN
Serum albumin determined electrophoreticslly showed diminished levels

in 89.3 po of the cases (Fig. 2).
However the albumin decrease is relative in respect to the generally

inereased globulin fractions as shown by the electrophoretic pattern and by the
albuminflobulin ratio lowered in 86 pe of the cases.

The absolute value of the serum albumin was estimated too in the
V. Babesg Institute on sera of -all DLE patlents. Low values (under 43 mg/ml) were
found in 43 pe of the patients. This could be alse responsible for the decreased
total serum protein encountered in 32 po of the cases. As the lowest albumin
"-‘.r;:nues were recorded in patients with a digease historyof over 15 vesrs this
decrease could be attributed to a redused a:!mti;esi.s in the liver cells (see the
previous longp-term antimalarial treatments with hepatotoxic effects) and also to
the high incidence ofthe anti-albumin antibodies found in chronic DLE patients (see
below).
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Serum slbumin deerdase brings sbout a lower transport potency and -

| |
- level of important cations as Zn, Cd, Ca(see below)together with s diminished

capacity for the neutra]_ization!ofm: compounds as Hg, bilirubin, druga, On
the otherhand a lower albumin content induces severe alterations in the plasma
colloid -osmotic pressure partisily explaining the maintenance of the inereased arterial
pressurenoted in 14. 8 pe of the [:a.ttem.g T
Qur preliminary data for the first 18 patients have demon strated that
Kozak therapy reverted to the normal Hmits 77 pe of the decreased albumin values.

(Fig. 2)

3. SERUM ZINC
J .

In conmecticn with the In'l.'.nElrEl_i albumin levels serum zine levels were
investigated in 20 chronic DLE patients before treatment. The mean value obtained
in this group (82.5 peg/8l) was sltuated at the lowerlimit of the normal range,

45 pe of the investigated f:as;ea sh!uwing decreased Zn levels. (Fig. 3). However
the eontrol group has also shown a mean value in the lower side of the normal
range (reported in the literature), This could be .attributed to a Zn deficient
nutrition. A& laeck of Zn fons is important in respect to the inflammatery aspects of
this chronic diseasa,

Zim wasealready reported to have an antiinflammatory effect by stabilisating
the lisosomal membranes in the histamine containing cells. On the other hand the
decreased Zn level affect the normal sctivity of many Zn-dependent enzymes as
carbonic anhydrase, thymidine kinase ete.

A zine deficient nutrition combined with lowered albumin levels are the
most probable factors which promote the zinc decreased content of DLE sers,

4. ZINC IN THE SKIN BIOPSIES
Ko detectable Zn was evidenced in the affected areas using a ditizon

staining method.Control biepsies showed only small smounts of red granular Za in the

upper derm.
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5. SERUM CALCIUM

-

Serum ecalefum was within the normal limits. Only 6 out of 28 patients
had lowared serum oalefum velues ranging between 7.8 = 8,8 mgdl,

6. CALCIUM IN SKIN BIOFSIES

The Luxol Fast Blue MBS stainingof the DLE bioptic samples showed
an almest complate avoldance of the tissular Ca from the affected areas. Control

: samples showed a diffuse der-mal Ca distribution isee clides). Theavoidance of

the dermal Ca in thenffacte-d area eould be ar.trihuteﬁ to its consumption in the

|
immune complexes and to the lowered pH in there respective areas.
|

|
7. SERUM = -TRYPSIN-INHIBITOR ( BflTI:I

i
In 80 pc of the patiepts serum o TI was significantly increased as
compared with thecontrol gr?up |:p *agll ) B ﬂﬂlJ - Fig. 4. i
Wecan appmianﬂfrrrﬂa—- STETEECHve 64 TI- mﬂmgﬁm—w:—"‘:.'
in the context nf an i;:.creaaei fibrinolytic prosess demonstrated by the sacelerated
clot retraction time and by tf:e increased fibrinolysis splitting products (see below).
At the extarnement i-m:rst. of the 18 patients showed an important decrease
in the D{‘ilTI level ipz <. ta.ﬂl} as indicatedby our preliminary results (Fig.4).
I

I |
8. SERUM EKEMGRGGLDBULI}-I.{ ':!'33'-'1]

The diﬁare:nceb-niw{:pn' nc'zhmacruglubultn levels in the chroaic DLE
group and the control group |s very -significant {pl £ 0.001), 85.5 pe of the
patients exhibiting high walués of of J'-i (Fig. 5.

Thiz important riee rnay a'lao be attributed to the reactive antiplasminie

activity of the of M another important ﬁbﬂncrlytic inhibitor.
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At the externement 55.5 pe of the rxzhi levels were reverted into the

normal range,

8, SERUM HAPTOGLOBIN

Tha mean value of serum haptoglobin in chronie DLE patiente appears to
be significantly higher {p < 0.001) than in the coatrol group. Fig. 6.

Haptoglobin was reported to inerease in various inflammatory diseases
and tissue necrosis.

We attribute this fact to a larger necessity for hemeglobin binding.

By the binding to haptoglobin, hemoglobin increases its peroxidase =
like activity whichseems to be very {mportant in damaged hypoxic tissues where

toxic H,O, is accumulating,

This assumption is demonstrated by the polysccrylamide-agarose
clectrophoresis (pH 8, 3) of the centrifuged tetal bloed hemolysate from chronic
DLE patients and from controls. ¥

'Benzidine staining of the migrated hemclisates clearly show a higher
peroxidase activity in the haptoglobin region of the DLE hemolisates as compared
to same regioncl thecontrol hemolysates (see slide),

In the sametime thehaptoglobin-hemoglobin complexes are more easily
taken up from theblood stream by phagocytosis (mainly in the Kupifer cells)
thus serving for a more adequate {ren reutilisation in hematopoesis.

i Kozak therapy applied to the DLE patients surprisingly resulted in an
even higher mean level of sérum hapteglobin, Tig.6

In conection with thepood clinical results that fact prouves to be an

important defénse mechanism of the host in DLE pathogenesis.

10, SERUM CAERULOPLASMIN AND SERUM COFPPER

Caeruloplasmin, the main copper earrier in serum, estimated by Ravin
method in 20 chronie DLEpatients sera shows a mean value in the normal range
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and only glightly higher than in the control group (p > &.4 ) (Fig.T).

Howeverin 35 pe of t]m cases the recorded levels were above the upper
limit of the normal value showing a good corvelation with the slightly raised
copper levels' recorded in 25 pe of the cases, {Fig. 7).

Serum copper in chronfe DLE patients was significantly higher as
azainst the control growp (p £ 8.05) although the meanvalue belongs to the
aormal range reported in theliterature (T0-140 gAY

This relative increase in serum caeruloplasmin and copper levels
may be-associated with a compensatory antioxidant activity of this copper
garrier upon lipoprotein structures in damaged tissues {skin) a5 alrnad:.r reported
in other inflamatory statas{rhslmatoid arthritis, certain malignanices,chronie
infections ete, . j

1n ihe sametime caeruloplasmin could exhibit a phencl oxidasic activity
ggainst different texie aromatic radicals in the blood stream of chromic DLE
patients. '

The relative increase of serum copper in DLE patients may alse be as-
sociated with the decreased Zn levels found in 45 po of these patients.

The eopper/zine in ballanee seems to play an important role in the
pathogenesis of chronic DLE. i

11, COPPER IN SKIN BIOPSIES

Copper was found neither in DLE skdn biopsies from affected arcas nor in
normsl skin biepsies asdemonstrated with a diethylditicearbamate staining method
or with abenzidine staining method after a preliminary HCl conc, exposure.

12, SERTM -::Eﬂ-IS: GLICOPROTEIN

Serum c{znﬂamicopmtein tested in 18 chronic DLE patients showed
large variations ranging between 44=192 L U,

Levels over 130 LT, were recorded in & patieats, levels .md-ar 70 LU
in other 4 patients.
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i
Kozak therapy reverled into the norrhal limite & out of the & abne mal

levels.

¥
1

13, SERUM HEMOPEXIN

This A globulin showed a significant increase in chremic DLE
patients sera as compared v—gth the contrel group {p < &.02 ) (Fig.8). A
gingle low value wasnoted in a case with hemolytic anemia (M. 5.).

Liver and bone marrow side effects of the loag-term antimalaris. -
(see also the lower hemoglobin levels (Fip. 9 could be responsible fora

. deficient hem synthesis which would explain the compensatory inerease of it

carrier in 44.4 pe of the DLE cases. A close paralell incresse with serum
haptoglobin was also noted.

The therapy appliedjsum:aadad in a complete reversion of the
abnormal levels (Fig.8).

|
14, SERUM TRANSFERRIN AND SERUM IRON
No significant difference was noted between the mean values found
both for serum transferrin and for serum iron in chronie DLE patients and o
the contrel group (p » 0.6 ) (Fig.10). A few raised values in the serum i-on
belong topatients with assoeciated chroniehepatic troubles.

15, BERUM COMPLEMENT Ca { ﬁlA:'
The mean value for seram complement C!a { f!. lA} in chrorfe DLE

patients is significantly lowered than in the control group [pl < 0.001), 44.- pc
of the cases showing Ca levels under the normal range. Fig. .l



SERUIT FEL ’I?,f’}_’):l’:".é i mﬁ’iif-:? g{%‘_fz? RIS
.E;”}’n'r‘ff:? TOSUS PATIENTS BEFGRE HID LFTER
KOZAK TREATHIENT. (PR L UARY RESULTS).

i
i | DEE PATIENTS  DLE PATIENTS
CONTRO GROUR | BEFORE THERAPY AFTER THERAFPY
. n=i : 7z 18 n=ig
210 T o I
— e
~3 200
E o
| N 190 =
| =
{ ~ 180-
| S
= 170
| Az
| Ly 1504
| % e
= 15
3 o 5
1401 :
-]
4304 - R,
s
120
4404 " ~ eoo g 1
il v R % | Moo/
R - cee = oood il 1 7 ?{?F'P
ggl T ee
- 3 e0 ecoo
a0 ]
oo (=% =] |
70 2 : a
o
=]

&0 o
Meont5D §43% 265 128.4 450 856163
pr< ooz pz<0.01

Mormal range 80-120 LU /m/.
RADIAL IRILNGDIFUSION

':"_‘_v‘

o St
b



G Gt

At -1 %26-vb  buns jouioy wf8o-21  18/L1- 1y despray
! k
ZE AR 4 “aap Lt LEIEY oYY
D= QFTYWITS  GE . STTVH PR A A e AR LB s L
i =
_._ o _-..-“.. ) I .ﬁ-h
iF _._ qE @
! . v .
G 7 9 5
%3 7 e 0
o8 m- i 000 . S i S R o 2
b :
TR e @ oy ¢l > e 9]
o @ I
i i ™
e .-|“ ; ol : b ili.H..,.x.u..ﬁl...lr.l-EM
SEEE T A 0 (S o c? 2
o0 W f- : m I ﬂm
iiiiiii 3 o ; =
1 il : . o
i : 7 3 i SRR e 6 9
SRR T S e =t X
R et
g6 A i b b SR S L}

SUNTILVS SHSOLVNILAY T .
SA17 QIO2SIT ANOYHI N STNTVN LINIDLVIZH VY NGO FIONTH -




i CGEZe Y 16 oS WYINA TAd b Bt
(YLTADLONSOHLITSS NOILEFISTY THALY NOISOAIGONBEN TVIOVY

g0<d go<d _
P22 EE G0 GEZ+E0F Q8+ 4oy 262 5 06 CLBIECEE _.Mm_bwwnw..q
GG U SINIILVS JIQ D4 =t SRED TRUUNOD D2 2t SINTUVL 770 Gh=tr SADHD TOMLNGD
v oc
_ l.
- 09 f
v s [ O
5 08 = m Loy
v e 06 B i o8
ﬂ_ M M : x_ﬂ.d.hb
LW e v 0o} 5 ° 7
b ]
r VYV L 04} n _eaa e
i & e R T . B ) T e e
ve % 02} 00 A L 06
L 06 o8 Pt E_m
v 8 a0 NS
v ot By 3 - ﬁm.-..: :
v Lid [ o R m.m.
B . 8 E :
.EM opE=
v | F " e Q ﬁﬂ.mr
s S

(SLIMSTY RIVNIIIIFIS) LN TS SHCDLNTHLANT AT
DI GT TVONHD N G STOMLNG? M B LN 70 OV MMM I IO iy 70

L

P



e e ——
SERULT COTFLELTENT C3(844) I CHREGE Listlid
LURUS ERYTHELIATOSUS FLINITS FOLLOV G
KOZLK TREATHIENT (FRELUMARY RESULTS)

DLE PATIENTS  DLE PATIENTS
CONTROL GROUP. BEFORE THERAPY AFTER THERAFY
7=15 n= 28 =18

‘%3 !
o !
E:’-; |
1504
140
13 4
ffﬂ T e e e
110 - i H
op e
100- 6o
SRS NRER « (=]
904 o : -
oo I %?:P
Bl —— —g —— —— —0¢ -
L o TS ! S
e+ =] ¥
: | 9 G !
£+ i 8 i
50 ;_Fn
& oo o |
301
[
i
|

: : .
Megnzdl 9632724 L2122 BL8x13.7
pPr <8001 Pz =02

Normo/ range 80 -120 1t
! ' RADML 1edtliifO0IF S G

Fin #H

s



This fnding suggcsi.s an enhanged C:!. consumption fa lke immune compliexes

from thedamaged skin (lincar deposits of iminune complexes on the basal membrane}and
probably from the blmdvcss-;_{-l wall deposits.

| The complement eu:'mum;pt:‘nn. ot theoosites brings about innheran. fissue

and vessel wall injuries worsening the clinfeal course of the disease. Whes leaving
the hospital patient sera shmh-ed a slight tendeney in increasing the C:i amount, the
mean value (31, 8) belonging to the normal range - Fig. 11,

(i

|

| i

| 16. SERUM IMMUNOGLOBULINS =
| &G

The difference bel.wlaan the mean value inthe chroanic DLE group
' {118, 5 229,56 LU.) and thatiof the contrel group (101.5 I 20.4) is just sig Jcant
(p; < 0.03) although in the nprmal range (Fig. 12).
Siightl:r inereased I&G levels were found in 50 po of the cases sy siing

its participation in the meulne mechanisms of this chronie disease.

The therapy applied resulted in a slight decreasein the IzG mean =vel
in the DLE group, puasibl}' bPr avoiding a part of its antigens responsible £ :he
limphocyte stimulation.

Izh
Serum Igh showsa significant increase in chronie DLE paticats s.
compared withthecontrol graup (p, < 0.01). Fig. 13, 42,8 peo of the wvaluo.
are very significantly increasgd,
This raise suggests p protective defence mechanism of the host apzinst
tha tissue injuries at the skinflevel taking into account that serum IgA is the main ~

source of the dimeric IgA regponsible for the tegument and mucesae protecton
This assumption seems to be supported by the treatment efiects (ciinically
benefic) /2/ which maintain and even slightly increase this tmmunarizbulin sccessary

in the tegumentary ecicstricesl process,
iz
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Serum 1gM shows a simillar behay Ei-ﬂ’é%?&h‘fg{:mﬁ:ﬁfﬂh. ==
incressed levels in 42.8 of the chronie DLE patients are maintained after the
. treatment suggestingthe necessi;t}- of a promptly F:mtinwus intervention agains
different antipens (possiblyfood antipens)
i
LE ! I
Chronic DLE sera showed detectable amounts of IzE in 31.4 pc of the
investigated cases, using the radial immuneodiffusion method . (Fig.15)
Allgera in the control group and in a 16 patient johthyotic group were

negative. Most of the IgE positive aulera belong to the olinieal form of DLE as such
i and to the congestiveform of the extensive DLE,

: The presence-of this immunoglobulin in DLE sera points out a possible

basophil mediated allergic mechdnism of the disease in a number of cases.

(Fig.16) Futhersupport to this idren is supplied by the detection of anti=-food

antibodies in DLE sera(see beldw). Results concerning IgE levels in DLE

patients after Kozak treatment m!illhe reported elswhere,

The raised immunoglcblulin levels in DLE patients positively correlate
with the plasmogrte infiltrations| noticed in 32 pe of the investipated biopsies.

17. ANTIBODIES WITH DIFFERENT SPECIFICITIES IN DLE SERA
1

A1l chronic DLE patient were investigated for the presence of ANTI-
NUCLEAR AKRTIBODIES and for ANTI SMOOTH MUSCLE ANTIBODIES by an
indirect immunoflucrescence method.

. The low incidence of ANA and ASM antibodies support the systemic
non invoelvmentin our patients (Table 1). Cnly the speckled pattern of anti-
nuclear staining was noted  in ANA positive cases.
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ANTI-ALBUMIN ANTIBODIES (AAA)

AdM were presant in 50 po of the tested DLE asore (Teble 1). The Ligh
ineidenceof these antibodies suggests certain changes in the serum albumin
antigenical structure indu::edrhg.r long~term hepatotoxic sgents. The previcus
antimalarialtreatments would be involved in this respect ag well ag other
different nocive compounds entering the organi=sm via food.

The presence of the AALA rn:hy have an important role in the reduced
albumin levels encountered in 43 pe of the patients, fact which brings about
u:ht:r_ negative side effects worgening the clinieal state (see above). AAA .se.mm
levels are significantly reduced after Kozak treatment in DLE patients.

i : s
._AHTI FODDANT_IGENS
\ [

The relative high incidence of clinical reccurences in DLE patients
who didn't cbserve the indicau%d diet pmmpmd.us to investigate the presence of
snti-food antibodies in DLE aeria,

We report here our results in 12 DLE and 6 control sers using purrifed
egg albumin, total egg albumen and & lamb meat extract as antigens - Table 2,

A positive snti-tetal eng albumen test was found in 3 owt of 12 DLE
patients while the anti ;:::rrmm} egg albumin test was negative. Antigenic di'-
ferenees should be responsible for this phenomenon.

A positive anti-lamb mest rFe;al "eXiricl iBst Was nnf?d-—tu—i—-am-oivﬂ—n.h
cages and in 1 out of 6 controls - Table 2, ¥

The immunoglobulin cﬂass{es}mwi?ed in this resction have not been yet
detsrmined but research on t.l'us tople i5 in progress.

Preliml.nary positive results with cther food antigens provided further

evidense for the importance of these recourence indusers and possibly disease

promoters,
Their continuous ingestion aloag with an innapropriate diet may provide

circulating immune complexes which induce an enhanced platelet agpregation
and/or basophil mediated allergic reactions, (Fig.16).
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| When leaving the Bospital patients showed reduced or absent anti-food
antibodies (seesiide) WEck positively correlated with agood clinical ploture, 2/

-
15. PLATELET ACEEGATION

The low plstelss spoat encountered in &5, 7 pe of the DLE patients
(values under 120, 500 h:} m.spirad the study of the platelat sEregability in
12 DLE cases,

A high sgrrecalility wag demaonstrated at appropriate doses of ADP or
collagen in all DLE tested samples (values ranging between 40 and 65 pe of the
ahsnr"baacu redustion &= compared with normal samples - 20 g absorbance

! reduction),

This finding =Zgesied thepresence of a disseminatfgd intravasecular
coagulation pattern :m‘.izmlj:- Supplie;d by the irmmune complexes including food
antigens - or radicals 'l"nir:h;\enmr the organism via food. The albumin-ant]
albumin antibody complexes mi‘ild also be fesponsible for the maintenance of
this sbnormal aggrezsbility with negative clinical effects /24 Kozak therapy
reverted to thenormal Hmits i-l} out of the 12 sbnormal values,

13, THE CLOT RETRACTION TIME

—

The clot retracsion tl.mL was significantly shorter in zii 12 DLE K::;SEE
than in controls. This fact cupc:s with the lowered hematocris values in DLE
patieats (Fig. 9) and support the pattern of an acc_elemled ecozzulation,

|
|
| |
|
#0. FIBRINOGEN/FIBRINE SPLIITING PRODUCTS (FSP)
i I

The FSPdetermined with the Staphiloclumping reszent shewed a sinzoificant

f.ﬁ.craase in the DLE samples,
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Allwalues were higher than 10 pg/ml (range 15-45 pgdml) demonstrating
an enhanced fibrinolyticprocess as o reaction to the fnereased agpregability
(Fig. 163,

The Heh plasminte setivity invelved in this process is counteracted by

1| the raised levels of the u‘l-lr}-psiﬁ inhibitor and e gmacroglobulin, the main

entiplagmicic factors (see zbove),

Ag the FEP zre known to inhibit the reversible platelet aggregation ir
resultsthat the & irypsin inhibitor andthe o, macraglobulin exert an indireet

I
favourising effect soos the platelet aggregation.

21. THEHIGE ECSINOFHILIC COUNT ccountered in 32 pe of DLE patients could
be responsible for ehigher plasminogen activation necessary in the fibrinolytic
mechanism.

On the other hass ecainophile could neutralize the histamine = serotonine
demharg_as in the damaged skin areasthrough their arginine-rich basic protein
{Fig. 18),

£2. BASOPHILS were absent in all blood smears investigated suggesting an
enhanced participaticn in the peripheral inflammatory focuses,

A basophil mediated allergic mecanism already assumed by others
~ Teould find further Suppatt in our ohronic DLE patients where decelable IgE
~amnounts and an increased plstelet aggregability havebeen demonstrated,

(Fig. 18).
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CONTACT

Clinica Bucuresti

Str. Plantelor Nr.52A, Sector 2
Bucuresti

Telefon (+4) 021 320 3002

Urgente (+4) 0740 093 333
Email: contact@kozak-dermato.ro
WEB: www.kozak-dermato.ro
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