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Abstract: Anew procedure for the aggregation of human albumin and %™Tc-labelling of the
prepared macroaggregated albumin are presented. Simple methods for quantifying of all the
radiochemical impurities existing in #*™Tc-MAA were tested. Thus, 85 % methanol was
used as the mobile phase in paper and ITL chromatography with Whatman N° 1 and
ITLC-SA strips. A system of two solvents (acetone and 1 M NaCl or 0.9 % NaCl) was used
for 3 MM paper, ITLC-SA and ITLC-SG strips and silica gel plates as the stationary phase.
Low-voltage paper electrophoresis with Whatman 3 MM paper sheets soaked in barbiturate
buffer and the gel chromatography column method (Sephadex G-25) were also applied. Fil-
tration through syringe filters, proposed by European and Yugoslav Pharmacopoeia, was
performed for comparison. The application of the mentioned tests lead to consistent results
for the labelling efficiency (> 98.5 %) and percent radiochemical impurities of ™ Tc-MAA.
Determination of the particles number in a counter chamber and their size distribution under
a light microscope with a calibrated ocular scale gave the result of 300000 —350000 particles
per 1 mg of HA. This confirmed that the human albumin macroaggregates prepared by our
new procedure is remarkably improved and convenient for routine diagnostic purposes.
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INTRODUCTION

Many radiopharmaceuticals are currently used for various nuclear medicine tests.
Since they are administered to humans, they should satisfy the same important criteria as
conventional drugs, namely they should be sterile and pyrogen free and they should un-
dergo all quality control measurements required of conventional drugs.! Some of
radiopharmaceuticals meet most of the requirements for their use, while others warrant fur-
ther development or replacement.

Human albumin macroaggregates (MAA) labelled with ®™Tc is a radiopharma-
ceutical widely used for the diagnosis of lung diseases and radionuclide venography.* The
addition of #™MTc-pertechnetate (*™TcO, ) obtained from *Mo-""™Tc radionuclide gen-
erator enables the simple preparation of *MTc-MAA.
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Human albumin macroaggregates were prepared in kit form for the first time around
1970.36 Now this radiopharmaceutical usually contains a lyophilized preparation of aggregated
human albumin, stannous chloride and other substances as preservatives or stabilizers, depen-
ding on the manufacturer. The particle size ranges from 10 pm to 100 pm, which must be
checked prior to the administration to humans. The widespread use of ™MTc-MAA in every-
day diagnostic practice in nuclear medicine necessitated the development of simple, rapid and
economic methods of its quality control.” 1!

In the Laboratory for Radioisotopes, The Institute of Nuclear Sciences "Vinca", MAA
has been prepared since 1978.12 The procedure for preparation was further developed and
changed but the results of MAA quality control suggested some non-uniformity in their
quality. This paper presents a new procedure obtained as the result of investigations to opti-
mize the aggregation conditions (pH, concentrations of human albumin and tin (II), tem-
perature of aggregation and stirring rate). Now this radiopharmaceutical has the most fa-
vourable composition of a lyophilized preparation with glycine as a new stabilizer. The
standard procedure for the determination of the number of lymphocytes was used for the
determination of particles number of *™Tc-labelled MAA.!3 Besides the quality control
methods proposed in USP (XXIII),!4 European pharmacopoeia (1997)!5 and Pharmaco-
poeia Yugoslavica (2000),16 we assayed using more detailed radiochromatographic meth-
ods for the determination of labelling efficiency and radiochemical purity of “MTc-MAA.
For this purpose, the current radiochromatographic and electrophoresis methods for the de-
tection of all impurities in **™Tc-labelled radiopharmaceuticals were evaluated. In this
way, rapid and simple methods for the determination of the labelling efficiency and
radiochemical purity were established.

EXPERIMENTAL
Preparation of human albumin macroaggregates

Aggregation of human albumin (20 % HA, National Blood Transfusion Institute, Belgrade) was per-
formed in a double walled glass vessel, at a constant temperature (343 £ 1) K, maintained by circulating
thermostated water (thermostat model VEB MLW Prufgerate-Werk, Medingen, Germany). The mixture of
HA in acetate buffer (pH 5) was stirred at 350 rpm for 30 min. Subsequently, SnCl, x 2H,0 (Merck, p. a.) in
0.1 M HCI was added and the stirring was continued for a further 15 min. After cooling, the supernatant was
decanted and the human albumin macroaggregates were rinsed three times with acetate buffer. The aggre-
gates were separated by centrifugation (5 min at 2000 g). The prepared suspension was diluted with acetate
buffer and glycine (Merck, p.a.) was added. The suspension after partitioning through 18-gauge needles was
lyophilised. The complete operation was carried out in a laminar airflow hood and under aseptic conditions.
The used equipment had been previously sterilized, and all necessary solutions were sterilized by membrane
filtration using 0.20 pm cellulose acetate dispensable syringe filters (Millipore Corporation, USA). The ob-
tained MAA in kit form was a sterile, pyrogen-free preparation with 8.8 mg macroaggregates per vial (7 mg
HA before aggregation), 0.275 mg SnCl, x 2H,0 and 2.5 mg glycine per vial. The ™Tc-labelling of MAA
was carried out by adding #™TcO,” from a Mo-*™Tc radionuclide generator (Laboratory for Radioiso-
topes, INS "Vinca"), to the vial and shaking vigorously for a few minutes.

Radiochemical purity

For the measurements of the labelling efficiency of ™Tc-MAA, instant thin-layer chromatography
(ITLC) combined with paper chromatography, paper low-voltage electrophoresis and gel filtration were ap-
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plied. In these methods small aliquots of the radiopharmaceutical preparation (=37 kBq) were spotted on a pa-
per strip (Whatman), ITLC-SA or ITLC-SG strips (Gelman Instrument Company, Ann Arbor, Michigan,
USA) made of glass fiber impregnated with polysilicic acid or silica gel, respectively, as well as TLC-plates
covered with silica gel. Paper chromatography was performed using Whatman N° 1 (2 x 16 cm) with 85 %
(w/v) methanol (Merck, p.a.) and Whatman 3 MM (2 x 16 cm) with two solvents: acetone (Merck, p.a.) and 1
M NaCl, (Merck, p.a.). The ITLC-SA or ITLC-SG strips (2 x 16 cm), as well as the TLC-plates (2 x 16 cm)
were developed first in acetone till 15 cm and after air drying in 0.9 % (w/v) NaCl or 1 M NaCl till 7 cm. One
centimeter cuts were counted in a gamma-scintillation counter and the labelling efficiency of ™Tc-MAA
was determined.

Low-voltage paper electrophoresis (220 V, 2 h) was performed applying a radioactive sample (=~ 37
kBq) on Whatman 3 MM paper sheets soaked in barbiturate buffer, pH 8.6. After electrophoresis, the distribu-
tion of the activity along the paper strips was determined by measuring 1-cm dried pieces in a gamma-sci-
ntillation counter. The percentage of radioactivity of each fraction was determined from its ratio to the total ra-
dioactivity of the strip.

Gel filtration was performed by passing a 0.1-ml aliquot (= 37 kBq) of ®Tc-MAA through a Sephadex
G-25 column (Pharmacy fine, Upsala, Sweden) with 0.9 % (w/v) NaCl as the eluting solvent. Since it was not
possible to scan the column, it was eluted with 35 ml of 0.9 % (w/v) NaCl. One-millilitre aliquots were col-
lected in vials and the radioactivity of each aliquot was measured in a gamma counter.

Pharmacopoeia Yugoslavica 2000 (Ph. Yug. V) proposes the determination of non-filterable radioactiv-
ity using dispensable syringe filters. In our examination, 0.3-ml aliquots (= 37 kBq) of #*™Tc-MAA were
passed through cellulose acetate dispensable syringe filters with 0.20 um and 0.45 um pore size poly-
ethersulfone membrane filters (Whatman), followed by washing with 20 ml 0.9 % (w/v) NaCl.

Particle counting and size measurements

The number of particles was determined in a counter chamber under a Zeiss Standard GFL microscope.
A 0.1 ml aliquot of human albumin macroaggregates coloured with 0.1 % Rose Bengal solution was intro-
duced into the counter chamber, the particles were allowed to settle for 1 min and then observed under the mi-
croscope. Their size distribution was checked under a microscope with a calibrated ocular scale.

RESULTS AND DISCUSSCION
Radiochemical purity

The radiochemical purity of a radiopharmaceutical is the fraction of the total radioactiv-
ity in the desired form. Several radiochemical impurities can exist in ™Tc-MAA prepara-
tions, such as a colloid reduced and hydrolysed fraction (**™Tc-Sn colloid), free per-
technetate (**™TcO, ") and a soluble *™Tc-albumin (P™Tc-HA).!0 Each of these compo-
nents are characterized by Ry value, which is defined as the ratio of the distance the compo-
nent had traveled to the distance the solvent front had advanced from the original point of ap-
plication of the investigated compound. As no single ideal method exists to determine all the
mentioned radiochemical impurities during the same experiment, different stationary and
mobile phases were combined. The radiochromatographic results are presented in Tables I
and II. The results are expressed as mean values of at least six tests with the standard devia-
tions also given. The yields (%) represent the amounts of the mentioned radiochemical impu-
rities and hence the labelling yields of “™Tc-MAA. The obtained chromatographic results
confirmed that most of the ™Tc activity remained at the application spot on the paper, ITLC
strips or silica gel plates. Technetium-99m pertechnetate is the only radiochemical impurity
determined by the paper and ITL chromatographic methods in 85 % methanol.
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TABLE 1. Radioanalytical paper and ITL chromatography of ®™Tc-MAA with 85 % methanol

Solid phase Yield (%) R;=0.0  Yield (%) Re=0.36—0.45  Yield (%) Ry=0.73 — 0.85
Whatman N° | 80.1+£2.2 19.9+2.2 -
ITLC-SG 91.7+2.4 - 83+24

TABLE II. Radioanalytical paper and ITL chromatography of ™Tc-MAA with acetone and 1 M NaCl (*0.9
% NaCl)

Solid phase Yield (%) R;=0.0 Yield (%) R;=0.4—-0.5 Yield (%) R¢=0.9—-1.0
Whatman 3 MM 98.4+0.4 1.5+£0.3 0.1£0.1
ITLC-SA* 98.8+0.2 0.8+0.1 04+0.1
ITLC-SG 98.7+0.1 0.7+0.1 0.7%0.1
ITLC-silica gel 99.7+0.1 0.2+0.1 02+0.1
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Fig. 1. Distribution of radioactivity of *™Tc-MAA along the electropherogram (barbiturate buffer pH = 8.6,
220 V,2h)

The results of the paper electrophoresis are presented at Fig. 1. Low-voltage electro-
phoresis in barbiturate buffer is a convenient method for the determination of the labelling
efficiency and radiochemical purity of ™Tc-MAA. Human albumin macroaggregates la-
belled with technetium-99m remained at the origin; non-aggregated **™Tc-HA migrated
(6—7 cm), as well as free TcO4 (12— 13 cm) in the anodic direction. The percentage of ra-
dioactivity of each fraction was determined from their ratio to the total radioactivity of the
strip. The investigations of 27 different batches of human albumin macroaggregates la-
belled with technetium-99m showed that “MTc-MAA was a radiopharmaceutical of high
radiochemical purity (99.7 + 0.4 %). The results of radiochemical purity studies with gel
filtration confirmed that the maximum of MTc activity was retained at the top of the col-
umn. The percentages of filtrated radioactive impurities were determined by equation:
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filtrate radioactivity(cpm) « 100

% radiochemical impurities =
(gross syringe, cpm) — (residual syringe, cpm)
where cpm is counts per minute. These experiments showed that 98.5 £ 0.9 % of the total
radioactivity results from 9°mTc-labelled MAA and 1.5 + 0.2 % is related to a colloid re-
duced and hydrolysed fraction (= 0.6 % 9MTc-Sn colloid, free pertechnetate (= 0.6 %
99mTe0,4) and soluble 9™ Te-albumin (= 0.3 % PMTc-HA)).

The results of the investigation of non-filterable radioactivity are presented in Table I11
as mean values of six experiments for each syringe filter together with standard deviations.
As it can be seen the results of both series of experiments are very similar and are in good
agreement with the values proposed by Ph. Yug. V (> 90 %).

TABLE III. Radiochemical purity determination of “™Tc-MAA by filtration

. Membrane bound Radiochemical impurities in
The type of syringe filter OMTCMAA (%) filtrate (%)
0.20 pm cellulose acetate membrane filter 99.3+£0.4 0.7£04
0.45 pum polyethersulfone membrane filter 99.4+0.1 0.6 £0.1

The literature data, as well as our previous experience dealing with human albumin
macroaggregates labeled with #™Tc, show that a great percentage of the labelled particles
adhered to the plastic syringes. Therefore, the used aliquots of the preparation were mea-
sured prior and after being spotted on strips, columns or syringe filters. These results
showed that 14.8 + 3.0 % of radioactivity adhered to the used syringe (1-ml tip syringe,
Zdravlje, Leskovac, Yugoslavia).

The number of particles and their size distribution were determined in human albumin
macroaggregates in 16 squares of the counter chamber. The average number of particles
per preparation unit (5 ml, 7 mg HA) was estimated to 2160000 — 2450000 that is 300000
— 350000 particles per 1 mg of HA. More than 80 % of the particles were in the size range
from 40 — 60 pm, less than 1 % were greater than 100 pum and no particles greater than 150
um were founded.

CONCLUSION

The results obtained by different techniques show that the used chromatographic,
electrophoresis and gel filtration methods are appropriate for routine quality control of
9mTc-MAA. They allow the determination of all three radiochemical impurities in this
radiopharmaceutical. Only the results of paper chromatography and ITLC-SG in 85 %
methanol were not in accordance with the results obtained by the other methods. The sta-
tionary phase (paper and ITL chromatography on SA or SG strips and silica gel plates) did
not affect the reproducibility of the separation of the investigated radiochemical impurities
by the two solvents. These results are in good accordance with electrophoresis, gel chro-
matography as well as syringe filterability results with values 98.5 % — 99.7 % of total ra-
dioactivity assignable to 2™Tc-MAA. Moreover, ITL-chromatography with acetone and
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0.9 % NaCl or 1 M NaCl is a simple and quick method appropriate for routine quality con-
trol of #MTc-MAA. This confirmed that human albumin macroaggregates prepared by
the new procedure and labelled with ™Tc are a radiopharmaceutical of high labelling ef-
ficiency and radiochemical purity, with a satisfactory number of particles of the required
size. In this way the MAA prepared in the Laboratory for Radioisotopes are remarkably
improved. Their correct qualities enable good results in routine application in diagnostic or
nuclear medicine to be attained.

U3BO

OJJPELMBABE PAIMOXEMUICKE UNCTORE 1 BPOJA YECTULIA KO/
MOJU®UKOBAHOT P"Tc-MAKPOATPETATA AJIBYMUHA

JWBHA HOKHWH, IPUHA JAHKOBWh u TATJAHA MAKCHUH

Jlabopattiopuja 3a paduousotiioiie, Mnciiuityii 3a nykaeaphe nayke "Bunua', ii. iip. 522, 11001 Beozpao, E-mail:
djokici@yin.bg.ac.yu

Y paay je mpuka3aH HOBH IMOCTYNaK arperanyje JbYACKOr alOyMuHa W OOeJesKaBame JI0-
OmMjeHnx MakpoarperaTta an0yMuHa TeXHEIjyMoM-99m. ¥Y mwby ofpebuBama MpucyTHUX pafno-
XEeMHjCKIX HewncToha fobujeror PMTc-MAA puMemyjy ce jeHOCTaBHe PaHoXeMItjcKe METOIE.
Tako ce 85 % MeTaHO KOpPUCTH Kao MOOWIHA (haza mpu mammpHOj (Whatman N° 1) u xpoma-
Torpacuju Ha TaHkoM cinojy (ITLC-SA). ITpu ynorpe6u 3 MM namupa, ITLC-SA, ITLC-SG Tpaka n
CHJIMKA-Tell TIoya Kao MOOMIIHA ha3a KOPHCTH ce CHCTeM Off JiBa pacTBapayva: aneToH u 1 M NaCl
um 0.9 % NaCl. ¥ paay cy Takobe kopuiitheHe HUCKOHAIOHCKA €JIeKTpodopesa ca Tpakama
Whatman 3 MM nanupa NoKBaleHuM y 6apOuTypaTHOM Iychepy, Kao U rei-xpoMarorpacduja Ha
konmoHu (Sephadex G-25). ¥ mwby nopebema fnoOujeHnx pesynrarta KopuinheHa je ¥ MeTofa
¢punrpamje Kpo3 oxrosapajyhe unrpe, Kako je npormcano EBporickom u JyrocnoseHckom gap-
MakorejoM. Pesynratu moOmjeHn 3a mpuHOC ob6esieskaBama M CaipyKaj CBHUX NPHUCYTHHUX Pajfo-
XEMUJCKUX HeuucToha NMPUMEHOM HaBEEHUX METOfA Cy Y carilaCHOCTH ca IponucanuM. Oppebu-
Bame Opoja MOOMjEeHHX YeCTHIA U HHXOBE paclofiesie MO BEJIMYMHH je MOoKasaso Aa ce of 1 mg
JbYACKOT anbymuHa KopurheHor 3a arperanujy goouja 300000 — 350000 uectuia. OBu pe3yaratu
noTBphYjy /1a je KBalIuTeT Makpoarperara JbYICKOr aJIOyMIHa MPUIPEMIbEHNX HOBIM MOCTYIKOM
3HaTHO ToOOJbIIaH. HakoH oGenexkaBamba TeXHEIMjyMOM-99m fo6ujeH je papmopapManeyTuk
BUCOKE pajroxemujcke urcrohe (> 98,5 %), mpommcaHor 6poja yecTuia ca ogroapajyhom pacro-
JICJIOM IO BEJIUUMHY, T€ OH Y MOTIIYHOCTH HCIIyHhaBa CBE YCJIOBE 32 PYTUHCKY NIPUMEHY Y AUjarHo-
CTHYKE CBpXE.

(ITpumsbeno 8. mapra 2002)
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