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TkaHUHHUN aKTHBATOp IUIa3MiHOreHy (tPA) — omuH i3
MOKa3HHUKIB, SIKMH Xapakrepusye craH (piOpHHOIITHYHOT
CHCTEMH, 110 pyiHye (HiOpUH KpoB’stHOTO 3rycTKy. [TokazaHo,
o piBeHb tPA € MapKkepoM cepreBO-CYIMHHHIX 3aXBOPIO-
BaHb (CTEHO3 KOPOHAPHUX CYIHH, IHQApKT Miokapa, iH-
cynbr). OiHaK Juist aHamizy akTUBHOCTI tPA mpuaaTHi TUTbKH
3pa3Kd CBKOOTPHMAHOI TUIA3MH KPOBI, 3 SKOi BUIUISIOTH
eymIo0yIiHOBY (pakiiiro. 30epiraHHs 3aMOPOKCHOT TUIa3MHU
KpPOBI IPH3BOJIUTH JI0 IIOBHOI BTPATH aKTUBHOCTI aKTHBATOPOM,
110 YHEMOXJIMBITIOE 301p 1 30epiraHHst 3pa3KiB JjIsl aHATI3Y.

Mera pobotr — nociipKeH s akTHBHOCTI tPA B 3paskax
eynIo0y/IiHOBOT (hpakilil mia3Mu 3a yMOB X 30epiraHHs y
3aMOPOYKEHOMY CTaHi JUIsl TIOJIJIbILIOTO aHaII3Y.

AxTuBHICTh tPA BH3Hauanu B eyrnioOy/aiHOBIH (pak-
il M1a3MH KpoBi JIOHOPIB, OCKIIBKKA BOHA HE MICTHTH (i-
3ionoriunux iHrioiTopis tPA. [lns onepkanHs eyrioOysti-
HOBOT (paxuii go 100 MK HKUTpaTHOI Mja3Mu KpoBi J0-
nmaBay 900 Mxn guctuinboBanoi Bogu ta 100 mxm 0,25%
OLITOBOT KUCIIOTH, iHKyOyBanu roauny npu (4°C), notim
nentpudyrysamu mpu 2000g. OTpumMaHuii oca pO3UUHSITH
B TphOX BapiaHTax OydepHux pozumnis: 0,05 M Tpuc Oy-
¢dep pH 7,4 3 0,15 M NaCl; 0,1 M narpiii-pocarauii
oydep pH 6,0; 0,1 M narpiii-aueraruuit 6ydep pH 5,1.
3aMopoxeHi 3pa3ku eyro0yniHoBo1 (pakiii 30epirau
npu —20°C. AKTHBHICTh TKAHUHHOTO aKTHBAaTOpa BH3Ha-
yaiau 3a MetogoM B.M. Pubauyk Tta in. (ITarent Nell3014
MIIK GOIN33/68). Cranmaprom OyB pekoMOiHaHTHUH tPA
(«Axrumize», Boeringher Ing.). AxtuBHbicTh tPA BUMIpIO-
BaJIM Tepe]] 3aMOPOXKYBAHHSIM Ta Micis 3-X THXKHIB 30epi-
TaHHS 3pa3KiB.

BcranosneHo, 1o aktuBHICTh tPA B eyrnioOyaiHOBIi
(bpakuii, posunnenii y 0,05 M tpuc-0ydepHoMy posunHi
3 0,15 M NaCl pH 7,4 ta 0,1 M Harpiii-atieratHomMy Oydep-
HoMmy po3uuni pH 5,1, micnst 36epiranust npu —20°C 3HH-
KyeTbest Ha (71 + 16) Ta (83 £ 7,5)% BigmoBinHO. AKTHB-
Hicth tPA B eymoOyminosiit ¢pakuii, pozunneniii B 0,1 M
Harpiii-pocharnomy OydepHomy pozunni pH 6,0, 30epi-
raetbest Ha piBHI (100 + 5)% nopiBHSHO 3 HOTO OYAaTKOBOO
AKTHBHICTIO aKTHBATOpa B CBLKOOTPUMAHIH €yrioOy iHOBIN
(paxii.

Takum uuHOM eyrIoOy/TiHOBa (hpakilis MPOTETHIB TUIa3-
MU KpoBi, sika po3unnena B 0,1 M docharnomy Oydepi
pH 6,0, 30epirae akruBHicTb tPA poTsirom 3-x THXKHIB TpH
—20°C, Tomy Taka MomuiKallisi METoy ofiepKaHHs 1 30epi-
raHHs eynIo0yIiHOBOT (hpaxiii Moke OyTH peKOMEHI0BaHa
JUTSL aHATI3y aKTHBHOCTI tPA.
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The tissue plasminogen activator (tPA) is one of the
important indices of the state of fibrinolytic system, which
dissolves the blood clot. It has been shown that the level of
tPA may be a marker for a range of cardiovascular diseases,
like coronary stenosis, myocardial infarction, stroke etc.
However, for the analysis of tPA activity only the euglobulin
fraction from freshly-received blood plasma is suitable.
Storage of frozen blood plasma leads to a complete loss of
activity the activator, which makes impossible the samples
collection and storage for further analysis.

The purpose of this work was to investigate the pre-
servation of tPA activity in samples of the euglobulin
plasma fraction during storage in a frozen state with the
possibility of further use for analysis.

To determine the activity of tPA, euglobulin fraction
of donor’s blood plasma was used because it does not con-
tain its physiological inhibitors. To obtain euglobulin
fraction 100 pl of 0.25% acetic acid were added to 100 pl
of citrate plasma, 900 pl of distilled water and incubated
for 1 hour at 4°C, then centrifuged at 2000g. The precipi-
tate was dissolved in three variants of buffer solutions:
0.05 M tris buffer pH 7.4 with 0.15 M NacCl, 0.1 M sodium
phosphate buffer pH 6.0, and 0.1 M sodium acetate buffer
pH 5.0. Samples of the euglobulin fraction were stored
at 20°C. To determine the activity of tPA, the method of
V.N. Rybachuk et al. was used (UP Ne110101 MPK GO1N33/
68). Recombinant tPA (Actilyze, Boeringher Ing.) was
applied as a standard. The activity of tPA was measured
twice i. e. before freezing of samples and after 3 weeks of
storage.

According to the study, the euglobulin fraction dissolved
in 0.05 M tris buffer solution from 0.15 M NaCl pH 7.4
and 0.1 M sodium acetate buffer solution pH 5,1 during
storage at —20°C loses tPA activity: after storage the level
of tPA activity in samples is reduced by (71 + 16)% and
(83 + 7.5)%, respectively. The activity of the tPA in the
euglobulin fraction, dissolved in 0.1 M sodium phosphate
buffer solution at pH 6.0 and stored at —20°C, is maintained
at (100 £ 5)% relative to the initial activity in the freshly
recovered euglobulin plasma fraction.

Euglobulin fraction of blood plasma proteins, dissol-
ved in 0.1 M phosphate buffer pH 6.0, retains tPA activity
for 3 weeks, when stored at —20°C. The modification of
the method of its obtaining and storage is recommended
for the functionally active tissue plasminogen activator
analysis.
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