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On the mechanisms of prevention destruction of pancreatic B-cells
induced by direct action of zinc binding chelators by reduced form of glutathione

It is known that reduced form of amino acid the glutathione (GRF), containing in structure of a molecule of
SH-radical is capable to prevent developing of diabetes caused by group of diabetogenic zincbinding chiemi-
cals whereas the oxidized form of the glutathione (GOF) contrary to GRF only what does not contain in a
molecule of SH-group, was completely incapable to prevent developing of diabetum caused by thi§ group of
substances. It was shown that treatment of animal GRF is followed by emergence the completely negative re-
action to zinc B-cells that it is possible to explain with binding of zinc with GRF what interfered with itshin-
teraction with diabetogenic ligands. The model of the isolated pancreatic islets at which the difect imfluence
of substances on B-cells excluding possible interactions of the studied substances in blood and tissues is\ pro-
vided was applied to obtaining more convincing proofs. Results demonstrate that direct influencejof GRF on
B-cells of the isolated pancreatic islets really leads to binding zinc of B-cells thanks o whathits mteraction
with diabetogenic helator is prevented. At the same time results demonstrate that preventive action of GRF
contrary to GOF is caused by existence in structure of its molecule SH-ggoup'through Which is forming a
complex of zinc with GRF that protect destruction of B-cells at subsequent dmfluence of diabetogenic
zincbinding chemicals.

Keywords: B-cells, R-glutathione, insulin, zinc, experimental diabetesaeduced form’of glutathione, oxidized
form of glutathione, dithizon, 8-para(toluenesulphonylamino)quinolin.

Abbreviations

GRF — Reduced form of Glutathione;

GOF — Oxidized form of Glutathione;

Zn — zing;

DZ — Dithizon;

8PTSQ — 8-para(toluenesulphonylamino)quinolin;
8-0x — Diabetogenic derivativesof 8:0xyquinlin.

Background

It is known that Diphenylthigeatbazone (Dithizon) and some derivatives of 8-oxyquinolin (8-0x) are
forming of toxic chelat coniplexes,asi«Zn-DZ» and «Zn-8-0x» in cytoplasm of B-cells that result selective
destruction of B-cells within 15-30 min. and accompanied by developing of type 1 of diabetes in animals
[1]. Later it was reported pteventive injection of some amino acids as Cystein and L-Hystidine contains
sulthydril SH-radieal in, structure of molecule, accompanied by protect B-cells of destruction caused by DZ
and 8-ox that result prevention of developing of diabetes in majority of animals [2-5]. High durability of the
Zn"-Dithizon complex®:1 determined by space elongation of molecule of Dithizon and disposition of two
phenolic mwhgsion the ends of a molecule that does not prevent the atoms of sulfur and nitrogen located in the
centes,of \@ mioleCule to approach zinc atom. Besides, atom of zinc is located between two atoms of nitrogen
and sulfur, tegarding to which affinity of zinc is very high and exceeds affinity to oxygen. [5]. It was sup-
posed'that protective activity of Cystein and L-Hystidine may be determined by the presence of SH-radical
in‘the structure of molecule because formation of chelat complexes with DZ and 8-ox is processed by con-
nection of Zn atoms with atom of S, H, O or N [6, 7]. It was reported also that injection of Glutathione Re-
duced form protect B-cells of destruction caused by DZ and 8PTSQ [8, 9]. Meanwhile using of animal model
is difficult to obtain confirmation that preventive action of GRF is realized by binding of Zinc in B-cells and
not possible to exclude inactivation of DZ as result of possible interaction between GRF and DZ in blood,
outside of B-cells. Aim of investigation: to investigate possible direct preventive effect of amino acids GRF
and GOF on B-cells excluding possible interaction between chelator and Gluthatione in the blood.
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Methods

Materials. Purified Isolated Pancreatic Islets [PI] from 18 Rats 4-5 days old. PI were isolated using of
2 % solution of Collagenase (SERVA, FRG) 3 times for 3 min. Washing 3 times in cold Hanks solution,
pH 7.38-7.44. Selection by using of Dextran gradient concentration solution; washing 3 times in cold Hanks
solution and followed manual selection of islets.

Group of islets 1.: 176 PI: Incubation in medium 199+Dithizon 5.6 mg/100 ml (51 mg/l) for 10 min;
Group 2: 180 PI: Incubation in medium 199+98 mg/100 ml (980 mg/1) of GRF for 20 min; Group 3: 215 PI:
Incubation in medium 199+1020 mg/l of GRF for 20 min.+ cultivation in medium 199+Dithizon
5.6 mg/100 ml (51 mg/l) for 10 min; Group 4. 152 Pl Incubation in medium 199+95.6 mg/100 ml
(956 mg/l) of GOF for 20 min; Group 5. 165 PL. 152 PIL Incubation in medium 199+97 2qmg/100, ml
(972 mg/1) of GOF for 20 min + cultivation in medium 199+Dithizon 5.4 mg/100 ml (54 mg/Wfor 10 min.

Fixation of islets in Bouin for 45 min. Embedding in paraffin. Part number of PI wew€ used for prepar-
ing of frozen cryostate sections. Staining technologies: Aldehyde-fucshine method [10—12)was used for
analysis state of histostructure of pancreas tissue and Dithizon method formed red granulesyef complex «Zn-
DZ» visible using dark microscopy. Maximum of absorbance of Zn-DZ complexgéxtracted from PI on
spectrum of absorbance correspond for 530 nm [3] that correspond for pure complex. Segtions were investi-
gated using dark microscopy

Staining by Dithizon. Preparing of Dithizon solution: 30 mg of Dithizon, (SIGMA, USA) +10 ml.
bidistillate+0.2 ml 25 % NH,OH 10 min. mixing on tempera- ture +70% at Celsium#Solution was injected
intravenously to Rabbits and to Mice 46—48.6 mg/kg. Intensity of stainig of B=eells by Dithizon and by
8PTSQ was measured by histofluorimetric method [13]. Zinc content was caleulated as not direct parameter
K=ABI1/AB2 where: ABl-intensity of staining of islets treated’by{GRF+DZ and by GOF+DZ; AB2 — in-
tensity of staining of intact islets treated by DZ only (1.00) and by 8RTSQ only (1.0).

Staining by 0.4 % acetone solution of 8-para(toluenesulphonylamino)quinolin /8PTSQY/, a high specific
fluorescent reagent was used for staining of Zn-ions in Bscells."8PTSQ formed fluorescent green complexes
with Zn"-ions visible using fluorescent microscopy [14—16}

Results

Group 1. Incubation of intact islets with Dithizonitesult binding of Zinc in B-cells that accompanied by
formation of red granules of chelat complex «Zinc-DZ» (Rig. 1.1) in cytoplasm of all number of islets.

Group 2. Preliminary incubation ofdSletsWwith¢GRF 98 mg/100 ml (980 mg/l) accompanied by negative
fluorescent reaction for Zinc ions in Bécellg,that determined by complete not diabetogenic binding f Zinc in
B-cells by high concentration of GRE (Fig. 1'2; Table).

Group 3. Preliminary incubéation ofiislets with GRF 95 mg/100 ml (950 mg/l) and followed incubation
with Dithizone solution not tesult binding of Zinc in B-cells by Dithizon determined by binding of Zinc this
period on by GRF (Fig. 1.3).

Group 4. Incubatiemun medium 199+95.6 mg/100 ml (956 mg/1) of GOF for 20 min; positive reaction
for Incubation of islets with{GOF, a oxidized form of Glutathione not contains in structure of molecule of
SH-radical, not result binding of Zinc ions in B-cells that accompanied by intensive positive fluorescent re-
action for Zincdons myB-cells that determined by absence of ability of GOF to form complexes with Zinc in
B-cells (Fig,_1.4).

Groyp 5. Incubation of islets with GOF, an oxidized form of Glutethione not contains in structure of
meletule'offSH-radical, not result binding of Zinc ions in B-cells that accompanied by followed formation of
foxic complexes Zinc-Dithizone after past incubation with Dithizone solution (Fig. 1.5) and not protect
Bxcell of destruction (Fig. 1.6).

Obtained results showed that direct action of GRF on B-cells of isolated pancreatic islets result binding
of almost all amount of Zn-ions in B-cells. Interaction with DZ after GRF not accompanied by forming in
B-cells of chelat complexes Zn-DZ that result prevention of destruction and death of majority B-cells. Con-
trary, direct action of GOF not contains in structure of SH-radicals not protect B-cells of formation of Zn-DZ
that accompanied by destruction and death of B-cells.

It is known that in process of formation of the Zn"*-complex with Dithizon and diabetogenic derivatives
of 8-oxyquinolin atom of zinc is fixed between S or O atoms in position 8, and N or O atoms — in positions
1 or 2 (Fig. 2) [15]. Diabetogenic derivatives of 8-oxyquinolin have in the 8 position of quinoline ring active
OH radical or other radicals contains atoms of S, N or O (Fig. 2). Isomers of 8-oxyqunolines not contains in
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this position such radicals or atoms, or if these radicals extracted from molecule not capable to form complex
salts with zinc and not possess completely diabetogenic properties. It is necessary to return the active radicals
in position 8 for to restore diabetogenic activity of substance [16]. Formation of the chelat complex by atoms
of O and N accompanied by forming of pentagonal or hexagonal rings [6].

1 Isolated Pancreatic islet. Dithizon, Dithizon 5.6 mg/100 ml (51 mg/). Carge amount of red granules of complex Zn-
DZ in B-cells; Dark microscopy; %280.

2 Isolated Pancreatic islet. Incubation in medium 199+98 mg/L00"ml (980 mg/1) of GRF for 20 min; negative fluores-
cent reaction for Zinc ions with 8PTSQ as result of blocking of Zinc by GRF; fluorescent microscopy; x140.

3 Isolated Pancreatic islet. Preliminary incubationgofiisletsiwith GRF 95 mg/100 ml (950 mg/l) and followed staining
by Dithizon solution; absence of red granules of Zn-DZ complex in B-cells as result of preventive blocking of Zn by
GRF; Dark micrscopy; x140.

4 TIsolated Pancreatic islet. Incubation ingnedium 199+95.6 mg/100 ml (956 mg/1) of GOF for 20 min; positive fluo-
rescent reaction for Zinc with 8PTS@jfluoreseent microscopy; x140.

5 Isolated Pancreatic islet of intactgabbit. Tacubation in medium 199+97.2 mg/100 ml (972 mg/l) of GOF for 20 min +
+ cultivation in medium 199+Dithizon 5.4 mg/100 ml (54 mg/l) for 10 min. Positive reaction for Zinc: a large
amount of red granules of cdmplex Zn-DZ in B-cells; Dark microscopy; *x280.

6 Isolated Pancreatic islet of intact rabbit. Incubation in medium 199+97.2 mg/100 ml (972 mg/l) of GOF for 20 min +
+ cultivation in mediim 199+ Dithizon 5.4 mg/100 ml (54 mg/l) for 10 min+ incubation in fresh medium 199 fr 48h;
aldehyde-fucshing staining: destruction of B-cells and negative reaction for insulin in B-cells; x280.

Figure 1

Commentaries and conclusions for Figure 1

Obtained results showed that: 1) interaction of GRF with zinc in B-cells result forming of complex
zinc-GRF (Fig. 1.2); 2) this complex is more stronger and completely protect interaction of zinc with
Dithizon as of destruction oaf B-cells caused by complex zinc-Dithizon; 3) GOF on the contrary, does not
interaet with zinc and does not prevent its binding by Dithizon that result followed destruction of B-cells
(Figs. 1.5, 1.6).

SH group contains sulfur atom. Meanwhile, as described above, it is known that sulfur atom participates
in formation of the chelate complexes with Zn as well as N, O and C atoms. It is known that in process of
formation of the Zn"*-complex with Dithizon and diabetogenic derivatives of 8-oxyquinolin atom of zinc is
fixed between S or O atoms in position 8, and N or O atoms — in positions 1 or 2 (Fig. 2) [6]. High durabil-
ity of complex zinc-Dithizon determined by fixation of atom of zinc between two atoms of sulfur from two
molecules of Dithizon [5] (Fig. 2). It is apparent that atom of zinc can be fixed between atoms sulfur and
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oxygenium or atom of hydrogenium (Fig. 3) of the molecule of GRF; or between of 2 atoms of sulfur from
the two molecule of GRF.
Table

Intensity reaction for Zinc ions in B-cells of islets treated by DZ, GRF, and GOF [in relative units (ru)]

Ne | Experimental conditions Histochemical methods for staining of Zinc ions
B Dithizon-method (DZ) |Fluorescent 8PTSQ-method
1 Intact islets 1.00+0.01 1.00+0.02

2 GRF 0.03+0.01 0.04+0.01

3 GRF + DZ 0.07£0.01° 0.03+0.01

4 GOF 0.97£0.03 0.98+0.01°

5 GOF + DZ 0.95+0.03 -

Note: * — p <0.001.

Results obtained by using of two high specific for zinc histochemical methods®howed\that: 1) GRF
formed with zinc in B-cells of not diabetogenic chelat complex (negative reactiongonzingindB-cells) and of
followed binding of zinc by Dithizon that confirmed by negative reaction with Dithizon32) ‘GOF not reacted
with zinc in B-cells and not protect B-cells of interaction with Dithizon aceompanied by formation of com-

plex zinc-Dithizon.

N=N—C=N— NH
S/
\Zn NlH l;l
/ g SO, Zn
NH—N=C—N = NO
CH,
Dithizon 8-PTSQ

Figure 2. Chelaticomplexes «Zn"*-Dithizon» and «Zn"*— 8PTSQ»
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Fig.3. Chemical structure of Glutathione Reduced form

Analysis structure of molecule of GRF demonstrate obviously that atom of zinc can be fixed between
atoms of sulfur and atoms of oxygenium or hydrogenium at process of formation of chelat compex zinc-

GREF:

Conclusions

1. Amino acid Glutathione Reduced form contain in structure of SH-radical, 98 mg/100 ml (980 mg/1)
result binding of zinc ions in cytoplasm of B-cells that protect B-cells of formation complexes with
diabetogenic zinc binding chelators and of destruction of cells.

2. Amino acid Glutathione Oxidized form not contain in structure of SH-radical, 97.2 mg/100 ml
(972 mg/1) not result binding of zinc ions in cytoplasm of B-cells that not protect B-cells of formation com-
plexes with diabetogenic zinc binding chelators and of destruction of cells.
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3. Ppreventive effect after direct action of Glutathione Reduced form determined by binding of Zn-ions
via atom of sulfur of the SH-group and followed disposition of zinc atom between atom of sulfur and atom of
oxygen or nitrogen.
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F.F. Meiipamos, A.)K. I11aii6ex

Huaberoreni MpIpbIIOAHIAHBICTHIPYIBI 32ATTAPABIH TiKeJIeil dcepiMeH
TYBIHAAEAH NAHKPeaTHT B-kacymajapbIHbIH 1eCTPYKIUSICHIHA K01 OepMeiiTiH
TOPBIKCHI3IaHABIPBLLIFaH KYH/Ieri IMIIOTATHOHHBIH 3CEP €Ty MeXaHM3M/epi TypaJbl

Momnekyna kypsutbiMbiHAa SH-ToOBI Oap KammbiHa kenripinreH rmoratioH (GRF) aMHHKBIIKBLIEL,
IabeToreH i MbIPHIIOAIaHBICTRIPYLIBI 3aTTap TYBIHAATATHIH JHAOCTTIH AaMybIH OoJgpipMayra Oeiimii.
I'moratnonnslH ToThIKKaH Gopmacel (GOF), GRF dopmanan Tek Monekynacsiaga SH-To0bI 0K O0IybIMEH
epeKIIeseHei jkoHe auabeT AaMyblH TOJBIK ToKraTta anmaiasl. JKanyapnapra ewrizinren GRF ¢opma
B-xacymranapbiHAaFsl MBIPBILIKA TOJBIK Kepi acep eTyi KyOblibichl Oaiikanansl, srau Oy GRF Mbipbinimen
GaitaHbBICH TMa0eTOreH Il JINraHINeH dpeKeTTecyiHe Keaepri KenTipei nen Tycingipyre 6onansl. Herypisiv
HaKTHI JIONIeJJIeMe Ty YIOiH 3epTTEeNIiHETIH 3aThIH KaH joHe OacKka yimanapra eHyiH OoJaslpMay YIIiH
OKIIayJaHFaH MaHKPEAaTUT apalibIFbl MOJENb PeTiHIe MaljalaHbULIbl, SFHM 3aTTap Tikened B-kacymra-
JapbIHa ocep eTinl. 3epTTey HOTIbKelepl OKIIAyJIaHFaH IMaHKPeaTHUT apalIbIKTaphIHBIH B-xacymanapsHa
GRF Ttikeneit acepi MBIpHILIIEH OaifIaHBICHIH apTTHIPAAbl, COHBIH OpPEKETiHAE AMabeTOreHIl XeaaTopiap
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e3apa opekerTecyi Tokraiiapl. CoHpIMEH Katap 3epTTey HoTikeci, GRF MbIpBIII KUBIHTHIFBIMEH IPEBEHTHBTI
apexeri, GOF kapchuibIFbl MosieKysia KypbuibiMbiHAa SH-ToOBI GomybiMen Tyciuaipineni, ssiin GRF MpIpbiin
JKUBIHTBIFBIHBIH KaJIbIIITACYbl AUa0ETOTeH/II MBIPBILIOAHIaHBICTBIPYIIBI 3aTTap/bIH dcepiHeH B-xkacymranap-
JIBIH OY3BUTYBIHA KO0JT OepMeiini nern GomkaHa bl

Kinm ce30ep: B-xacymanap, R-IiIfoTaTHOH, MHCYJINH, MBIPBIII, SKCIICPHMEHTAABl JHA0eT, KajlblHa Kell-
TIPUITeH TJIIOTaTHOH, TIIOTAaTHOHHBIH TOTHIKKAH (POPMACHI, TUTH30H, 8-Iapa(TOIyoJICYIIb(OHHIAMHHO)XH-
HOJIUH.

I'.I'. Meiipamos, A.)K. I11aii6ex

O MexaHu3Max elCTBUS BOCCTAHOBJIEHHOH (pOPMBI IJIIOTATHOHA,
NnpeaynpeKIAIero JeCTPYKINIO MaHKPeaTH4IeCKUX B-Ki1eToK, BBI3BAHHY 10
NPSIMbIM BO3/1eICTBHEM IMA0ETOr€HHbIX HMHKCBSA3bIBAKIIUX BEIIECTB

W3BecTHO, uTO BOCCTaHOBIEHHAs: (hopma amuHOKHCIOTH rotatnoH (GRF), comepxamas B cfpykType MO
nekynbl SH-rpymiel, ciocoOHa IpeaoTBpamarh pa3BuTHe 1uadeTa, BEI3BIBAEMOTO IPYIIION AHadeToreHHbBIX
IIMHKCBSI3BIBAIOIINX BEHIECTB, TOTJA Kak okucieHHas gopma rimotatnoHa (GOF), ormumatomasies o GRF
TOJIBKO T€M, YTO HE COAECPXKUT B MoJieKysie SH-rpymr, Obu1a moiHOCTHIO HECIOCOOHA TIPEN0TBPAIIATh, PA3BU-
Tue 1uabeTa, BRI3BIBAEMOTO 3TOH TPYMIOi BeuiecTB. bruto mokaszaHo, uto BBeneHUE KUBOTHBIM GRF Conpo-
BOJKIAeTCA MOSIBIICHUEM IOJHOCTHIO OTPHLATEIBHON peakiyy Ha IIMHK B BrkiieTkax, 4TO MOKHO OOBSICHUTH
cBs3piBaHKeM MHKa ¢ GRF, 4yTo nmpensTcTBoBaio ero B3anMOACHCTBHIO C THAOCTORGHHBIMI JTUraniamMu. J{is
MONTydeHUs OoJiee YOCTUTENBHBIX JIOKA3aTeIbCTB ObLIa IPUMEHEHA MOJIENh N30JUPOBAHHBIX MaHKpeaTHde-
CKHX OCTPOBKOB, IPH KOTOPOH 00ecreyruBaeTcsi MpsiMOe BO3ICHCTBEE BEMIECTB HA B-KIIETKY, HCKITIOYAIOIIEe
BO3MO>KHBIE B3aWMOJIEHCTBHSI UCCIIEAYEMBIX BEUIECTB B KPOBUgH#TKAHsX. Pe3ynbTaTel CBUIETEILCTBYIOT O
TOM, uTo mpsiMoe Bo3zaehcTBue GRF Ha B-kiieTku M301MpOBaHHBIX NAHKPEATHUYECKUX OCTPOBKOB JICHCTBH-
TEJIHO BEZIET K CBA3BIBAHUIO OCTPOBKOBOT'O LIMHKA, OJIarojaps YeMy,IIPEeI0TBpaIlacTcs ero B3auMoAeicTBIe
¢ muabeToreHHbIMH Xenaropamu. OTHOBPEMEHHO pe3yibTaThl CBUIACTRILCTBYIOT O TOM, YTO IPEBEHTHBHOE
neiicteue GRF B nmpotuBononoxHocts GOF 00ycnoBieHQuHANHUAEM B CTPYKTYpe ero Mosekyasl SH-rpymm,
yepe3 KOTOpbIe MPOUCXOAUT (opMHpoBaHME Komiulekca HuHKa c¢ GRF, mpensitcTByromiero paspyuieHuro
B-kierok mpu nociienyromeM Bo3ieiicTBUN JHa0e TOFCHHBIX [TMHKCBSI3BIBAIOIINX BEIIECTB.

Kniouesvie crosa: B-xnetku, R-rmoTaTHoH, HHCYIIHHE, IWHK, DKCIICPIMEHTAIBHBIN J[a0eT, BOCCTaHOBJICHHAS
(opma rioTaTHOHA, OKUCIEHHAS (popMa rTQTaTFHeHA, AUTPA30H, §-apa(ToIyoICyIb(OHIIAMIHO)XUHOIIHH.
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