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Histochemical Methods for Identification of Zinc ions
in Pancreatic Islets, Prostate and in Salivary Glands

Authors have used two histochemical methods: 8PTSQ, a high specific fluorescent and Dithizon method for
identification of Zinc in the frozen and paraffin sections of tissues of pancreas as in tissues of prostate and
salivary glands. It was showed that 10-15 min past one injection to animals of diabetogenic chelators (DC)
result accompanied by binding of Zn ions and by negative reaction for Zn in B-cells determined absence of
free Zn ions for staining. In the contrary, 5-7 days past injection of DC reaction for Zn in B-cells was nega-
tive as result of destruction of cells and of almost complete disappearing of Zn ions from B-cells. Analogical
negative reaction for Zn ions there are in B-cells past elimination of Zn by Glibenclamide. Meanwhile admin-
istration of Glibenclamide accompanied by elimination of Zinc ions from B-cells only, not from cells of pros-
tate and from salivary glands. It was demonstrated that Dithizon method is more preferable for more detail
investigation of location of Zinc in various parts of B-cells. The advantage of 8PTSQ fluorescent method de-
termined by more high sensitivity in compared with Dithizon method. It is established that lifetime coloring
of pancreatic B-cells of islets, of trailer part of epithelium cells of Prostate and salivary glands after admin-
istration of Ditizon to animals allows to study in detail in them location of Zinc using microscopy in the dark
field.
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Important role of Zinc in organism of animals and human determined by high biological activity. Bio-
logical significance of Zinc is determined as by component of some enzymes. Zinc take part in metabolism
of nucleic acids and in processes of synthesis of proteins [1, 2].

Zinc takes part also in metabolism and realization effect of hormones of hypophysis, adrenal glands,
pancreas, prostate and testicles [3]. The hypophysis, pancreas, eye retina, and prostate contains a large
amount of Zinc [4].

A large amount of Zinc ions is revealed in pancreas and its prevalence in pancreastic islets is [5] deter-
mined by biosynthesis of insulin in B-cells. It is known that insulin is synthesized and stored in B-cells as
insulin deposited crystal form Zinc-insulin complex in the ratio 2:6. Is supposed that releasing of crystal in-
sulin from B-cells accompanied by dissolving of crystals and hexamer dissociate with forming of active
monomers of insulin and ions of Zn" [4, 5].

The tissue of prostate gland contain more than 10 times high amount of Zinc comparatively with other
tissues. A large amount of Zinc in prostate protect it, as supposed, of inflammation and improve local im-
munity against infections [6—8]. Zinc is need for normal function of organs of taste. He stimulates synthesis
of a gustin — a protein contain histidine, a component of product of salivary glands. Pancreas, prostate and
salivary glands cells carry not only accumulation of Zinc but of its secretion [9].

There are a various methods measuring of concentration of Zinc in biological liquids and in tissues. The
following methods are the most widely used today: ardent nuclear and absorbing spectrometry, nuclear and
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issue spectrometry with inductive connected plasma, the neutron-activation analysis, X-Ray-spectrometry, an
anode inversion volt-amperometry [10, 11]. Along with their indisputable advantage for revealing of very
small amount of chemicals in various objects, they are not suitable for to estimate dynamics of content of
metals in cells and tissues of bodies in vivo and in vitro and also for identification of cytological bases mech-
anisms of development of pathological states caused by their deficiency.

Our attention was attention was drawn by methods of research which possess a high sensitivity for iden-
tification of Zinc and possibility to observe cells visually. Ditizon (diphenylthiocarbazon, DZ) is widely used
in analytical chemistry for detection of heavy metals including Zinc with which he forms chelat complexes.
It was showed by using of spectral analysis that maximum of absorbance of complex Zn-DZ extracted from
pancreatic islets of pancreas tissue is equal to 530 nm that correspond to maximum of absorbance of artificial
complex Zn"*-DZ formed in vitro as result of interaction of Zn ions with DZ [12—14].

E.A. Bozhevolnov reported about ability of 8 aren(sulphonylamino)quinolines to form complexes fluo-
rescing under ultra-violet light with Zinc and Cadmium. One of these derivatives — a 8-para(toluenel-
sulphonilamino)quinoline (SPTSQ) — possess ability to form chelat complexes with Zn" ions as 1:1. This
method of histochemical identification of Zn ions is high specific and very sensitive, allowing to reveal very
low concentrations of Zn ions correspond to 10'—10"® [15]. In ultra-violet light — wavelength equal of 360—
370 nm — the Zn-8PTSQ complex fluoresces as brightly green light complex [8]. These chelat active chem-
icals possesses high chemical affinity to Zn ions and in the conditions of in vitro formed color chelat com-
plexes Zn-8PTSQ visible at luminescent microscopy and a complex as Zn-Dithizon (DZ) visible as bright
red granules using microscopy in the dark field [13, 14, 16]. One this base we suppose that these methods
could be suitable for histochemical identi fication of Zinc in various bodies and tissues differing in his con-
tents both at a physiological state and when modeling any pathology.

Research objective: to reveal of Zinc ions in pancreatic islets, prostate and in salivary glands of mam-
mals by using of high specific histochemical Dithizon and 8PTSQ methods.

Research Methods

For experiences 26 rabbits males, 2450-2850 g, and 16 white mice 30-36 g were used. Animals have
been distributed for 4 groups. Group 1: rabbits, mice; vital staining of tissues by intravenous injection of
Dithizon and 8PTSQ. 10 min later past injection tissues of pancreas, prostate and salivary glands were frozen
in cryostat. Sections of tissues 5 mcm were investigated in fluorescent microscope and using of dark micros-
copy.

Group 2: two models of experimental diabetes were induced in animals: 1) by intravenous injection to
rabbits and mice of water-ammonia solution of a Dithizon («SERVA», Germany) 45-51 mg/kg and to rab-
bits — of ethanol solution of 8PTSQ (Institute for Pure Reagents, IREA, Moscow, Russia), 36-38 mg/kg.

Group 3. Peroral administration to animals of the Glibenclamide («Berlin-Chemie», Germany),
20-25 mg/kg daily during 3 days for maximal elimination of Zinc ions from cells.

Group 4. Control intact animals. Administration of equivalent volumes of physiological solution. Fixa-
tion of tissues of pancreas, prostate and salivary glands of animals of groups 2, 3, 4 at temperature of
0...=5°C in 70° etanol saturated with hydrogen sulfide.

For histochemical fluorescent staining of Zn ions 0,04 % acetone solution of 8PTSQ was used: 3—4
drops of solution placed on sections of tissues for 8—10 sec. following washing in the distilled water. Then
sections were investigated using fluorescent microscopy [15].

Preparing of Ditizon solution. For preparation of solution of Ditizon: 30 ml of distilled water, 0,6 ml of
25 % of solution of NH,OH and 400 mg of Ditizon were placed in vessel. Solution was mixed on a water
bath (+70 °C) within 10 min., filtered using of ashless filter. The filtrate contains approximately 1 % water-
ammoniac solution of Ditizon which we used in our researches [13, 14].

Universal microscope Axioplan 2 for light and fluorescent microscopy, photometric system and digital
millivoltmeter were used for measuring intensity of fluorescence or intensity of luminescence of B-cells on
sections of pancreas with registration of intensity past staining of sections by 8PTSQ or by Dithizon respec-
tively. Cytochemical indicators measuring of Zinc ions content were estimated as conventional units (c.u.)
[17, 18].

For statistical analysis the Statistica 8,0 (Stat Soft Inc) and Microsoft Excel 2006 were used with calcu-
lation of M+m. After checking of distribution to a normality the importance of distinctions between groups
was estimated by means t-criterium of Student's. Distinctions were reliable at 95 % a probability threshold
(p <0,005).
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Results

For the first it was showed that intravenous administration to rabbits and to mice of Ditizon and 8PTSQ
5 min. later result formation of specific complexes Zn-8PTSQ and Zn>-DZ visible on frozen sections in cells
contains a large amount of Zn ions: B-cells of pancreatic islets, cells of tissues of prostate and salivary glands
(Fig. 1.1-1.3, 1.7, 1.8, 1.10-1.12). Same result we show in paraffin staining sections of fixed tissue of pan-
creas. Intensity of staining (Dithizon) and of fluorescence (8PTSQ) of tissues was measured in compared
with control. The results showed a positive reaction for Zn as intensive red color of B-granules in B-cells
past injection of Dithizon (Table: 1,94+0,05; 2,76+0,08; 2,89+0,08; Fig. 1.7, 1.8) as in cells of Prostate and
in Salivary glands. In the contrary, we have observed negative reaction for Zn past staining by 8PTSQ past
injection of Dithizon (Table 1: 1,07+0,03; 1,15+0,04; 1,09+0,05) that was determined by preliminary for-
mation of complex Zn-Dithizon. As result, staining of sections by 8PTSQ not accompanied by forming of
fluorescent complex Zn-8PTSQ due to absence of free Zn ions in B-cells for interaction with 8PTSQ.

Dithizon and 8PTSQ formed in B-cells chelat complexes with Zn that result destruction of cells and ab-
sence of Zn from B-cells (Fig. 1.6.). Taking into consideration this fact we tried to eliminate of Zinc ions
from cells by Glibenclamide for try to protect B-cells of formation into cells of chelat complexes and by us-
ing of this way try to protect cells of destruction and of developing of diabetes. For realization of this pur-
pose Glibenclamide was entered daily to animals of Group 3 which possess hypoglycemic effect due to abil-
ity to stimulate dissociation of Zinc-insulin complex in B-granules of B-cells and releasing of free insulin
and Zinc ions in the blood. Results showed marked decreasing of content of Zinc ions in B-cells for
1,9-2 times in sections of pancreas tissue past staining by 8PTSQ and by Dithizon respectively (p < 0,001).

Elimination of Zn from B-cells by Glibenclamide accompanied by negative reaction for Zn using of
both methods (Table; Fig. 1.4, 1.5, 1.9). In the contrary, using of Glibenclamide not accompanied by elimi-
nation of Zn from cells of Prostate and of Salivary glands (Table). Results showed that intensity of fluores-
cence of complex Zn-8PTSQ as intensity of color of complex Zn-Dithizon was approximately for 1,5-1,6
times more high comparatively with B-cells.

Table
Histochemical methods for revealing of Zinc ions in Pancreas, Prostate and Salivary glands (M+m)

Zinc ions content in tissues (c.u.)
Groups .\ Intensity of fluorescence Intensity of staining
of COl’ldltl.Ol’lS of Staining of Zn by 8PTSQ Staining of Zn by DZ
. experience - -
animals B-cells of Salivary B-cells of Salivary
Prostate Prostate
pancreas gland pancreas gland
1 Dithizon, 1,07+0,03* 1,15£0,04" | 1,09+0,05%* 1,9440,05 2,76+0,08 2,89+0,08
50,2 mg/kg n=16 n=16 n=16 n=16 n=16 n=14
) Experimental 1,04+0,05* 3,04+0,12 3,32+0,11 | 1,03%0,07*** | 2,05+0,09 2,20+0,14
diabetes n=14 n=14 n=18 n=14 n=14 n=14
3 Glibenclamide, | 1,05+0,04* 2,954+0,11 3,40+0,20 | 1,06+0,08*** | 2 08+0,11 2,28+0,08
25 mg/kg n=19 n=19 n=19 n=19 n=19 n=19
Intact animals 2’0?0’08 3’12::0’09 3’35::0’12 1’92::0’06 2,95+0,09 3,05+0,06
4 (control) n=14 n=21 n=16 n=12 =15 =12
p<0,005 p<0,001 p<0,001 p<0,001

It was especially interesting fact that we did not observe same changes of the Zinc ions content in cells
prostate and salivary glands in which intensity of a fluorescence and luminescence significantly did not differ
from analogical indicators in control sections. We have not found analogical changes of Zinc content in tis-
sues of prostate and salivary glands Indicators of intensity of fluorescence and of luminescence significantly
didn't differ from indicators in control (Table).

This fact demonstrates a selective influence of Glibenclamide on Zinc-insulin complex which is local-
ized as depot form in the B-granules of pancreatic B-cells. Meanwhile, administration to animals as of
diabetogenic chelat active chemicals as of Glibenclamide accompanied by negative reaction for insulin in
B-cell only, not in A-cells. On the base of obtained results it is possible to suppose the presence of various
conditions of metabolism of Zinc ions: regulation of metabolism by metalthioneins [10, 19, 20] of transport
by transmembrane proteins[7, 21-23], deposition and of excretion [8, 24, 25].
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Frozen section of pancreas tissue of Rabbit 10 min. past injection of 8PTSQ. Fluorescent reaction with 8PTSQ.
Green fluorescence of Zn-8PTSQ complex; x140;

Pancreatic islet of intact Rabbit. Histochemical revealing of Zinc ions by 8PTSQ); x140;
Pancreatic islet of intact Mice. Histochemical revealing of Zinc ions by 8PTSQ; x140;

Pancreatic islet of Rabbit 3 days past administration of Glibenclamide. Elimination of Zincions from B-cells;
negative reaction or Zn in B-cells of central part of islet; staining by 8PTSQ.; x140;

Pancreatic islet of Mice 3 days past administration of Glibenclamide. Elimination of Zinc ions from B-cells;
negative reaction for Zn in B-cells of central part of islet; staining by 8PTSQ.; x140;

Pancreatic islet of Rabbit 14 days past administration of Dithizon. Absence of Zinc ions in B-cells; staining by
8PTSQ; x140;

Pancreatic islet of Rabbit 10 min. past administration of Dithizon. Red granules of complex Zn-DZ in B-cells.
Dark microscopy; x280;
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1.8  Pancreatic islet of Mice 10 min. past administration of Dithizon. Red granules of complex Zn-DZ in B-cells.
Dark microscopy; x800;

1.9  Pancreatic islet of Rabbit Administration of Glibenclamide within 7 days + injection of Dithizon; absence of
complex Zn-Dz in B-cells; dark microscopy; x280.

1.10  Frozen section of salivary gland of rabbit past intravenous administration of 8PTSQ. Intensive green fluores-
cence of complex Zn-8PTSQ; fluorescent microscopy; x140;

1.11  Frozen section of prostate of rabbit past intravenous administration of Dithizon. Red granules of complex Zn-
Dithizon; dark microscopy; x280;

1.12  Frozen section of salivary gland of rabbit past intravenous administration of Dithizon. Red granules of complex
Zn-Diithizon; dark microscopy; x280Ne

Figure 1. Histochemical methods staining of Zinc in cells

The histochemical method revealing of Zinc using of 8-para(toluenesulphonylamino)quinolin is a most
high sensitive for Zinc ions, which forming with him the specific chelat complex fluorescing in ultraviolet
light [13, 15]. The advantage of Dithizon method of histochemical identification of Zn ions based on ability
to form the complexes having not diffusion coloring but brightly red granules of complex Zinc-DZ in the
ratio 2:1 that allows to study metal cytotopography considering various concentration of localization gran-
ules in various parts of cells. Our results don't contradict data of other authors who also studied at the cellular
level dynamics of Zinc content at animals under various experimental conditions [12, 14].

Thus, results of the comparative analysis of two histochemical methods staining of Zinc ions in cells of
various bodies allow to confirm their high sensitivity, and possibility to use for cytologic researches.
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YiiKbl, KYBIK aCThI KJHe cijiekeil 0e3/1epine MbIPbIIITHI AHBIKTAYIbIH
TUCTOXMMHUSJIBIK JAicTepi

Tinpepmin yarinepiH amy »oHEe KONIMII THCTOJOTHSUIBIK OJiCTep apKbUIBL ar3a TiHAEpAEri MHKpO-
JJIEMEHTTEP/IiH HOHAApBIH aHBIKTAayJa THCTOXMMILUIBIK OIiCTep OpKAIlaH OH HOTIDKEe Oepe alMaiThIHBI
Oenrinmi. ¥YHKel Oe3iHiH TiHAEpiHIEri MeTaigapAbl aHBIKTAayJarbl JIOMHHECHEHTTI oAICTepl YIIIH KoIiMri
OekiTy omicTepi ic XKy3iHZE kapaMchl3 OONBIT TaOBUTAABL. ABTOpIAp KyBIK acCThl, CUIEKeH >XKoHE YIIKbI
6e3nepiniy B-kacymamapiapiH  KecinreH OeikTepiHIH jkaHa My3AaTbUIFaH OOJIIKTePiHAE MBIPBIIITHI
aHBIKTAyla JKOFAapbl HAaKThl JMTHU3MOHABIK koHe moMuHecueHTTI S8TCX TIMCTOXUMHSIBIK —dIicTep
naiipananrad. Cycamplp (KaHT auaGeTiHiH) XeJarTy3ylli KyblK acThl JKOHE cinmeked OeszmepiHin B-
JKacyllalapblHAa MBIPBIII TEPiC PeaklUAra OKeJJi: 0J MBIPBILI KATHICYbIMEH €PKiH MBIPBILI TEPIC peaKuus
JKOKTBIFBIH pacTaraH, OCHl oficTep B-kacymiamapislH MbIPBII OyFaTTay SKCIIEpUMEHTTEpl peTiHae
xepceriren. Kipicrne rimbeHxiaMus eHrisrenie B-skacynmanapbiHaH MBIPBIITH IIBIFAPyMEH KaTap, MBIPBIII
TepiC peaKkuMsACHIHBIH Maiija Oomybl Oaiikanmsl. ¥HKel Oe3iHIH jkoHe B-kacymramapbIHAAFEl MBIPBHIII
HOHJAPBIHBIH OpHANACybl JUTHU3MOHIBIK OJicTiH KeMmerimMeH 3epaenenmi, an 8TSKH omici »xofapsl
ce3iMTaJIIbIK apTHIKIIBUIBIFBIMEH €PEKIISICH .
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I'ncroxumuueckue METOAbI BLISIBJICHUS IMHKA B IAHKPEATUIECCKUX OCTPOBKAX,
npez((:TaTe.anOﬁ H CJIIOHHBIX 2KeJie3ax

M3BecTHO, UTO BBISBIEHUE HOHOB MUKPOXJIEMEHTOB 'MCTOXUMUYECKMMU METOJaMHU B TKaHSIX OpraHu3Ma Jia-
JICKO HE BCETJA JaeT IOJIOKUTEIBHBIA Pe3yIbTaT IPU UCIIOJIE30BAHUN OOBIYHBIX THCTOJIOTHYECKUX METOIOB
(bukcanuu U NPOBOAKH 00Pa3LOB TKAHH. A JJIsl JIIOMHHECIICHTHBIX METOJIOB BBISBIICHUS METAJUIOB B TKaHHU
TTOJKEITYIOYHOM KeJe3bl OOBIYHBIC METOMBI (PUKCAIIMK BOOOIIE NMPAKTUYCCKH HEMPHUTOJIHBL. ABTOPaMH HC-
MOJIb30BaHBI BBICOKOCTICHU(UYHbIE ITUTU30HOBBIH U JroMuHecHeHTHBIH 8TCX rucTtoXxumMuyeckue MeTOIb
BBIBJICHUS IIMHKA B Cpe3ax He (PUKCHPOBAHHOM, a CBEKE3aMOPO)KEHHOM TKAHU MPEACTATEIbHON U CIIOHHBIX
JKene3 U B B-KkiieTkax MmoKenyAo4HON jkene3bl. Pe3ynbraThl CBUAETENBCTBYIOT O TOM, YTO B MAHKpeaTuie-
CKMX OCTPOBKAaX YXMBOTHBIX C TIOMOIIbIO 0OOMX METOOB BBISIBICHA PE3KO MOJIOKUTEIbHAS PEaKIM Ha IUHK
BO BCEX HCCIICOBAHHBIX TKaHsAX. [I0Ka3aHO, 4TO B ONBITaX C OJIOKMPOBaHHEM IIMHKA B B-KieTkax HaHHBIC
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METO/Ibl MOATBEPAMIIN OTCYTCTBHE CBOOOIHOIO IIMHKA HAJIMYHEM OTPHLATEIbHOM peakUuH Ha IMHK: OHO-
KpaTHOE BBEACHHE NHAa0ETOTCHHBIX XEJATOPOB MPUBOAMIIO K OTPULIATEIbHON peakluy Ha IIMHK B B-kieTkax,
B IIPEACTATEIbHON U CIIOHHBIX jKene3ax. BBenenune rimbeHKnaMuna, ConpoBOKAAOIIEECs BHIBEICHUEM LIHH-
Ka u3 B-KkeTok, NpuBOAUT K MOSBJICHUIO TaKXKe OTPULATEIbHON peakiuu Ha HUHK. [lokazaHo, yTo AUTH30-
HOBBIHA METO/JI IO3BOJISIET JIETAIbHO U3YUYHUTh PACIIOJIOKEHHE HOHOB IIMHKA B ITAHKPEATHYECKUX OCTPOBKAX U B
B-knerkax. 8TCX MeTox uMeeT MPeUMyYIIECTBO B BUJIC O0JIee BEICOKOW 1yBCTBUTEIHHOCTH.
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