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ABSTRACT
Introduction: CD45 is a common marker of leukocytes. Anti-human CD45 monoclonal antibody
(MAb) has been used widely in diagnosing and monitoring hematologic diseases. The aim of this
study was to generate an anti-human CD45 MAb, which can be used in research and diagnosis.
Methods: Recombinant human CD45RO antigen was expressed from E. coli BL21 (DE3), purified
and analyzed by SDS-PAGE andWestern blotting. The purified CD45RO antigen was used to immu-
nize Balb/cmice. Spleen cells from immunizedmousewere collected and fusedwith P3X63Ag8.653
myeloma cells to formhybridoma. Anti-CD45 antibody-secreting capacity of hybridoma cloneswas
evaluated by ELISA assay. Anti-CD45 MAb from the culture supernatant of the chosen hybridoma
clone was purified by affinity chromatography. The MAb was characterized the biochemical char-
acteristics and biological activity. Results: Recombinant human CD45RO antigen was expressed
and purified from E.coli BL21 (DE3). Injection of purified CD45RO antigen provoked the immune
response in Balb/c mice. Hybridoma clones were generated successfully by the fusion of spleen
cells from the selected immunized-mouse and myeloma cells. Among these hybridoma clones,
one with the highest yield of MAb production was identified. The isotype of the anti-CD45 MAb
created in this work is IgG2b, while its the light chain is kappa (k) type. The affinity of this MAb
with CD45RO antigen is high with Kd value at the picomolar level. The anti-CD45 MAb can inter-
act with CD45 naturally expressed on the surface of Jurkat cells in Western blotting and fluores-
cent immuno-staining assay. Conclusion: We have developed successfully an anti-human CD45
MAb using hybridoma technology, which can recognize CD45 in ELISA, Western blotting, and flu-
orescent immuno-staining analysis. Although further investigations are necessary, obviously, our
anti-human CD45 MAb is potential for research and diagnosis applications.
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INTRODUCTION
CD45 is a common marker on the surface of leuko-
cytes. In mammals, gene encoding CD45 is ptprc,
which contains 35 well-characterized exons1. The ex-
ons 4, 5, 6 of ptprc mRNA are alternatively spliced to
create a variety of CD45 isoforms at different molec-
ular weights from 180kDa to 220kDa. CD45RABC
is the full-length isoform which contains region en-
coded by exons 4, 5, 6, and CD45RO is the shortest
isoform, which does not include the region encoded
by these exons1,2. Therefore, the CD45RO is the com-
mon structure presenting on all CD45 isoforms. De-
pending on the cell type and developing stage, dif-
ferent CD45 isoforms are expressed on the cell sur-
face. B lymphocytes express CD45RABC isoform; in
contrast, naive T lymphocytes express CD45RA iso-
form while effector T lymphocytes express the short-
est CD45RO isoform 2,3.
CD45 is a fundamental and important marker for
defining the immunophenotyping of leukocyte pop-
ulations in normal conditions, hematological malig-

nancies, and other hematologic diseases. In combi-
nation with other markers, CD45 is helpful in iden-
tifying and distinguishing a leukocyte population
(such as B cells, T cells, monocytes, granulocytes,…)
from other cell populations in flow cytometry analy-
sis4,5. Thus, anti-CD45 MAb is indispensable for im-
munophenotyping practices in research as well as in
diagnosis. Up to now, there is no anti-CD45MAb de-
veloped in Vietnam, and all anti-CD45 MAbs for sat-
isfying the domestic demands are imported. Aim of
this work was to create an anti-human CD45 MAb,
which would be potential for research and diagno-
sis applications. To make the anti-CD45 MAb be-
ing able to recognize all isoforms of human CD45, we
chose the extracellular region of human CD45RO as
the antigen to develop the target antibody. The pro-
duced anti-human CD45 MAb was characterized by
the biochemical properties and the antigen interact-
ing activity in ELISA, Western blotting, and fluores-
cent immunostaining assays.
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MATERIALS - METHODS
Expression and purification of CD45RO
antigen
E. coli BL21 (DE3) was transfected by pET21a(+)
plasmid encoding N- and C-terminal His-tag human
CD45RO extracellular region or empty plasmid for
control. The sequence of the huCD45 gene was from
NCBI Genebank (code NM_080921.3). Transfected
E.coli was cultured in LB medium plus Kanamycine
(50µg/ml) at 37oC, 250rpm, and induced for pro-
tein expression by IPTG 1mM (Biobasic, Ontario and
Amherst, NY) for 6 hours. The E.coli biomass was
harvested by centrifugation at 6,000rpm for 5 min-
utes and lysed by sonication to collect the total lysate
fragment. From total lysate fragment, the pellet and
supernatant lysate fragments were separated by cen-
trifugation at 13,000rpm, 4oC, for 10 minutes. The
recombinant CD45ROprotein in cell lysate fragments
was identified by SDS-PAGE andWestern blotting us-
ing the MEM-28 anti-CD45 antibody (ab8216 - Ab-
cam, Cambridge, UK).
Recombinant CD45RO protein from pellet fragment
was dissolved by urea 8M solution andwas purified by
HistrapHP 5ml column (GEHealthcare, Chicago, IL)
on AKTA purifier (GE Healthcare, Chicago, IL). The
purifiedCD45ROproteinwas analyzed by SDS-PAGE
with silver staining, and the purity of the protein was
evaluated by ImageJ software.

Generation of the hybridoma secreting the
anti-human CD45 antibody
Three 6-8 week old Balb/c female mice were immu-
nized subcutaneously three times with 50µg of puri-
fied CD45RO emulsified in Complete Freund’s Adju-
vant (Sigma Aldrich, St Louis, MO) at day 1, 15, 30
and boosted at day 60 with antigen in Incomplete Fre-
und’s Adjuvant (SigmaAldrich, St Louis, MO). Serum
samples from immunized mice were collected on day
45 for anti-CD45RO antibody titer testing by ELISA.
At day 63, spleen cells from the highest immune-
responding mouse were obtained and fused with
P3X63Ag8.653myeloma cells at ratio 5:1 to create hy-
bridoma using PEG 1500 (Sigma Aldrich, St Louis,
MO). The hybridoma cells were diluted in 200ml
of HAT medium (hypoxanthine, aminopterin, and
thymidine) (Sigma Aldrich, St Louis, MO) supple-
mented with 20% FBS (Sigma Aldrich, St Louis, MO)
andwere cultured in 20 of 96-well plates (100µ l/well).
After 15 days, the presence of anti-CD45RO antibody
in culture supernatants from wells containing prolif-
erating cells was determined by ELISA assay.

Hybridoma clones secreted anti-CD45RO antibody
at the highest concentrations were kept expanding
in HAT medium 20% FBS. Clones proliferating well
in selective medium and producing anti-CD45RO
antibody stably were subcloned by limiting dilution
method to make single clones of hybridoma. Single
hybridoma clones that survived after many cycles of
culture were investigated the proliferation and anti-
body production in RPMI medium (Gibco, Carlsbad,
CA) 10% FBS to identify the best single clone for fur-
ther experiments.
The animal experiments were approved by the
Biotechnology Center of Ho Chi Minh City and were
performed according to the guideline on animal ex-
periments.

Detection of anti-CD45 antibody by ELISA
assay

ELISA plate was coated with 50µ l of CD45RO anti-
gen solution (5µg/ml) per well and incubated at 40C,
overnight. After washing and blocking steps, 100µ l of
hybridoma culture supernatants were added to wells
and incubated for 2 hours at room temperature. Af-
ter washing the plate, 50µ l of goat anti-mouse IgG
antibody HRP conjugated (62-6520- Thermo Scien-
tific, Waltham, MA) solution (1:1000) was added to
each well and incubated 90 minutes at room temper-
ature. TMB substrate (Sigma Aldrich, St Louis, MO)
was added to wells after thoroughly washing the plate.
The plate was incubated 30 minutes in the dark, and
OD450nm values of wells were measured after the ad-
dition of 25µ l of H2SO4 2M solution to stop the reac-
tion.

Expression and purification of anti-CD45
MAb

Selected hybridoma clone was cultured in serum-free
medium Hybridoma –SFM (12300067-Gibco, Carls-
bad, CA) at a density of 2x106 cells/ml in a humid-
ified incubator at 37oC, 5% CO2. After 4 days, cul-
ture supernatant was harvested. Anti-CD45 MAb in
the culture supernatant was purified by affinity chro-
matography using Protein G HP 5ml column (GE
Healthcare, Chicago, IL) on AKTA purifier. Buffers
used in theMAbpurification included: binding buffer
20mM sodium phosphate, pH 7.4; elution buffer:
0.1M glycine –HCl, pH 2.7; neutralization buffer: 1M
Tris –HCl, pH 9. Purified MAb was stored in PBS 1X,
at 4oC.
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Evaluation of the interaction affinity be-
tween anti-CD45 MAb and recombinant
CD45RO
The interaction affinity, Kd value, was evaluated by
ELISA assay in which wells were coated by recom-
binant CD45RO antigen at four different concentra-
tions (5, 2.5, 1.25, 0.625 µg/ml). At each concentra-
tion of antigen, 3-fold serial dilutions starting from
70,000ng/ml of the purified anti-CD45 MAb were
added. The ELISA assay was performed as described
above. Corresponding to each antigen concentration,
the curve of correlation between OD450nm values
and antibody concentrations was established. Basing
on these curves, the Kd values were determined by
formula:

Kaff =
n−1

2
(
n
[
Ab′

]
− [Ab]

) Kd =
1

Kaff

Ka f f : affinity constant; Kd : dissociation constant;
n: antigen dilution factor ([Ag]/[Ag’]); [Ab] and
[Ab’]: antibody concentrations giving OD 1

2 max val-
ues which are equal a half of the maximumOD values
in the wells coated with antigen at the concentration
of [Ag] and [Ag’]6.
With 4 different antigen concentrations ([Ag]), 4 an-
tibody concentrations ([Ab]) providing OD 1

2 max val-
ues were determined. From 4 [Ab] values, 6 Ka f f val-
ues were calculated by 6 pair combinations of [Ab]
values, and 6 Kd values were identified consequently.
The final Kd value was average ± SD of the 6 Kd val-
ues above. Kd value was calculated with [Ab] at molar
concentrations which was converted from w/v con-
centration as following: molar concentration (nM) =
w/v concentration (ng/ml)/150 (MW of IgG antibody
in KDa).

Western blotting using anti-CD45MAb
20µg protein from E. coli which expressed recombi-
nant CD45RO, Jurkat and HEK293 cell lysates were
separated by SDS-PAGE and transferred to PVDF
membrane. Themembrane was stained with the anti-
CD45 MAb or commercial M-28 anti-CD45 MAb
solution (1:2000 dilution from 1mg/ml stock of an-
tibody) and then with the secondary anti-mouse
IgG HRP conjugated (62-6520- Thermo Scientific,
Waltham, MA). The signal on the membrane was
developed by the DAB substrate (Sigma Aldrich, St
Louis, MO).

Fluorescent immunostaining with anti-
CD45MAb
5x105 Jurkat and HEK 293 cells were incubated in
100µ l of cold PBS 1% BSA containing 10µg/ml of

anti-CD45 MAb or MEM-28 anti-CD45 antibody for
1 hour, at room temperature, shake gently. Cells were
washed by cold PBS 1% BSA and then incubated in
100µ l of cold PBS 1%BSAcontaining 10µg/ml of goat
anti-mouse IgG FITC conjugated (sc-2010 – Santa
Cruz Biotechnology, Dallas, TX) for 1 hour, in the
dark, at room temperature. Cells were washed by cold
PBS 1% BSA. Finally, cells were fixed with 100µ l of
paraformaldehyde 1% and observed under a fluores-
cent microscope (Carl Zeiss, Oberkochen, Germany).

RESULTS
Expressing and purifying the recombinant
CD45RO
SDS-PAGE analysis of the cell lysate fromE. coli trans-
fected by plasmid encoding human CD45RO extra-
cellular region showed the overexpression of a ~55
kDa protein in the total and pellet cell lysate frag-
ments, but not in the supernatant fragment. This pro-
tein band was not seen in the total cell lysate fragment
of E. coli containing an empty pET vector (Figure 1
A).Thus, this overexpressed protein might be the tar-
get of CD45RO protein. As expected, the Western
blotting using commercial MEM-28 anti-CD45 anti-
body confirmed that the 55 kDa protein band is the
recombinant CD45RO (Figure 1 B). Hence, the re-
combinant CD45RO protein was expressed success-
fully from E. coli as an insoluble inclusion body form.
The insoluble recombinant CD45RO protein in the
inclusion body was dissolved in urea 8M solution and
was purified by affinity chromatography using His-
trap HP 5 ml (GE Healthcare, Chicago, IL). SDS-
PAGE with silver staining indicated that recombinant
CD45RO protein was purified well with the purity of
more than 90% according to ImageJ software analysis
(Figure 1C).The purified recombinant CD45ROwas
used to immunize mice.

Immunizing Balb/c mice, generating and
screening the hybridoma secreting anti-
CD45ROMAb
Three Balb/c mice immunized by recombinant
CD45RO provoked good immune responses with the
serum anti-CD45 antibody titer in range of 1/25,600
to 1/51,200 dilution (data not shown). The highest
immune responding mouse was chosen to collect
spleen cells for hybridoma formation. From 20 of
96-well plates (1,920 wells) of hybridoma culture in
HAT medium, we identified 196 wells containing
proliferating cells. The presence of anti-CD45RO
antibody in 196 supernatants was investigated by
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Figure 1: Expression of recombinant CD45RO antigen from E.coli BL21 (DE3). (A): SDS-PAGE analysis of cell
lysatesof E. coli containing empty vector (pET) and CD45RO-encoding vector (pET-CD45RO); (B): Western blotting
analysis of E. coli cell lysates using commercial MEM-28 anti-CD45 MAb; (C): SDS-PAGE analysis and silver staining
of purified recombinant CD45RO.

ELISA using recombinant CD45RO as an antigen.
Among 196 viable hybridoma clones, we have deter-
mined 3 clones that secreted anti-CD45RO antibody
at the highest yields (data not shown). From the
3 chosen clones, through a process of culturing in
selective HAT medium, expanding and subcloning,
we harvested 3 single hybridoma clones named
15B10-E5, 16E8-F2, 16E8-E2 which could survive
and produce the antibody stably.
The proliferation and anti-CD45RO antibody secre-
tion capacity of single clones were investigated. The
results showed that cell density and antibody con-
centration of these clones reached the highest on the
third day of culture and decreased in the following
days (Figure 2 A and B). Among the three single hy-
bridoma clones, 16E8-F2 clone exhibited the high-
est yield at both cell density and antibody secretion.
Therefore, we chose 16E8-F2 clone for the following
experiments.

The biochemical characteristics of 16E8-F2
anti-CD45MAb
16E8-F2 hybridoma clone was cultured in serum-free
medium for antibody expression, and the anti-CD45
MAb in the culture supernatant was purified by affin-
ity chromatography. Purified 16E8-F2 anti-CD45
MAb was simultaneously evaluated by SDS-PAGE in
reducing and non-reducing conditions. In reducing
condition, the antibody sample was visualized as two
bands of ~55 kDa and ~25 kDa corresponding with
the heavy chain and light chain of the antibody. While
in non-reducing conditions, the 16E8-F2 anti-CD45
MAb appeared as one band of ~170 kDa. This im-
plies that anti-CD45 MAb expressed from 16E8-F2

clone might be secreted into the culture supernatant
as an intact antibody with 2 heavy chains and 2 light
chains (Figure 3 A). The Western blotting analysis
using an anti-mouse IgG H+L antibody (62-6520 -
Thermo Fisher) revealed that these bands are the frag-
ments of the mouse IgG antibody (Figure 3 B). Us-
ing the isotyping kit (11493027001- Roche), we have
identified that the 16E8-F2 anti-CD45 MAb created
in this work is IgG2b, and its light chain is kappa (k)
type (Figure 3 C).

The biological activity of 16E8-F2 anti-
CD45MAb

The affinity with CD45RO antigen
Antigen affinity is an important characteristic which
demonstrates the quality of an antibody. The affinity
of antibody and antigen is evaluated via the dissocia-
tion constant Kd value, the lower Kd value, the higher
binding affinity of antibody and its target. In this
work, the Kd value of 16E8-F2 anti-CD45 antibody
with recombinant CD45RO antigen was determined
using the method of Beatty et al. 1987 6. In which,
ELISA assay was performedwith four different coated
CD45RO antigen concentrations interacting with 3-
fold serial diluted 16E8-F2 anti-CD45 MAb concen-
trations. The correlation curves of OD450nm values
and the logarithm base 3 of antibody concentrations
(ng/ml) corresponding to each antigen concentration
were established (Figure 4). Relying on these curves,
4 antibody concentrations providing OD 1

2 max values
and consequently, 6 Kd values were calculated. Then,
the final Kd value of the interaction between 16E8-
F2 anti-CD45 MAb and CD45RO antigen was deter-
mined of 7.13± 2.26 x 10−10 M.
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Figure 2: Proliferation and anti-CD45RO antibody secretion capacity of single hybridoma clones. (A): Cell
proliferation in culture; (B): Antibody secretion capacity evaluated by ELISA. Values were represented as mean ±
SD (n=3)

Figure 3: Structural analysis of 16E8-F2 anti-CD45MAb. (A): SDS-PAGE analysis of 16E8-F2 anti-CD45 MAb in
reduced and non-reduced conditions; (B): Western blotting analysis of 16E8-F2 anti-CD45 MAb using anti-mouse
IgG H+L antibody; (C): Isotype determination of 16E8-F2 anti-CD45 MAb.

The activity of 16E8-F2 anti-CD45 MAb in
Western blot
The performance of 16E8-F2 anti-CD45 MAb in
recognition of recombinant antigen and natural CD45
expressed in lymphocytes was evaluated by Western
blotting. With the cell lysate of E. coli expressing
CD45RO, the Western blotting analysis showed that
16E8-F2 anti-CD45 MAb and commercial MEM-28
anti-CD45 antibody recognize specifically a protein
band of ~55 kDa which corresponding to the recom-
binant CD45RO extracellular region. In contrast,
with lysate of E. coli non-induced CD45RO expres-
sion, both antibodies gave no signal or very weak sig-
nal (Figure 5 A). In addition, cell lysates of T cell line

Jurkat and epithelial cell line HEK293 were analyzed
by SDS-PAGE and Western blotting using 16E8-F2
anti-CD45 MAb and MEM-28 antibody. The result
reveals that both antibodies detected a double band of
protein at above 170 kDa in Jurkat cell lysate, but not
in the control sample of HEK293 cell lysate (Figure 5
CandD). Jurkat cells were known to express CD45RO
(180 kDa) and CD45RA (190 kDa) on their surface 7;
hence the double band seen in the Western blotting
analysis may be these 2 CD45 isoforms naturally ex-
pressed by Jurkat cells. It manifests that our anti-
CD45 MAb can recognize CD45 expressed by leuko-
cytes in the Western blotting analysis similar to that
the commercial MEM-28 anti-CD45 antibody does.
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Figure 4: Determination of the antigen affinity of anti-CD45 MAb by ELISA. The correlation curves of
OD450nm values and the logarithm base 3 of 16E8-F2 anti-CD45 MAb concentrations (3-fold serial dilution from
70,000ng/ml) corresponding to different antigen concentrations were established. Basing on these curves the Kd
value was calculated.

Taken together, the 16E8-F2 anti-CD45 MAb gener-
ated in this work can be used to detect its antigen in
Western blotting assay.

Theactivity of 16E8-F2 anti-CD45MAb influ-
orescent immuno-staining

We next addressed the question of whether 16E8-F2
anti-CD45 MAb can work in a fluorescent immuno-
staining assay for the detection of non-denatured
CD45 expressed on the cell surface. 16E8-F2 anti-
CD45 MAb was utilized to stain Jurkat T cells, which
express CD45 on their surface and HEK293 cells as
a negative control. In parallel, MEM-28 anti-CD45
MAb was also used to stain Jurkat T cells for compar-
ison. All cell samples were incubated with an anti-
mouse IgG-FITC secondary antibody before visual-
ized under the fluorescent microscope. As expected,
the fluorescent signal was observed from Jurkat cells
immuno-stained by both 16E8-F2 andMEM-28 anti-
CD45 MAb. On the other hand, no fluorescent sig-
nal was seen from HEK293 cells stained by 16E8-F2
anti-CD45 MAb (Figure 6). The result demonstrated
that our 16E8-F2 anti-CD45MAb could interact with
natural CD45 antigen on the lymphocyte surface in
the fluorescent immuno-staining assay. Interestingly,
this antibody may not cross-react with surface pro-
teins on CD45 negative cells.

DISCUSSION
CD45 is a common marker of leukocytes, and anti-
CD45 MAb is used widely in the diagnosis of blood
diseases such as leukemia, lymphoma, and other
hematologic diseases. This project was carried out to
generate an anti-CD45 MAb satisfying the domestic
demands. We have created 16E8-F2 anti-CD45 MAb,
which is IgG2b/k isotype and is produced in the full
structure with two light chains and two heavy chains.
Antigen affinity is one of the most important fac-
tors of antibody quality, which is evaluated by Kd
value, the smaller Kd value the higher antigen affin-
ity6. Generally, antibodies which have Kd values
lower than nanomolar level are ranked as high anti-
gen affinity. With the Kd value at the picomolar level
(7.13± 2.26 x 10−10 molar) determined in this study,
16E8-F2 anti-CD45 MAb has a high affinity with its
antigen CD45RO. However, with current data, we do
not compare the antigen affinity of our 16E8-F2 anti-
CD45 MAb to that of other commercial antibodies
because the investigations were not performed in the
same condition.
Western blotting analysis of the CD45RO-expressing
E.coli lysate proved that 16E8-F2 anti-CD45 MAb
could detect specifically the target recombinant
CD45RO protein, and it does not cross-react with any
other protein in total E. coli cell lysate. With lysate
of E. coli non-induced CD45RO expression, 16E8-F2
anti-CD45MAb still detected a slight band at the posi-
tion of recombinant CD45RO (~55 kDa) (Figure 5A).
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Figure 5: The activity of 16E8-F2 anti-CD45MAb inWestern blotting. (A): Western blotting analysis of recom-
binant CD45RO in the cell lysates of E.coli using 16E8-F2 anti-CD45MAb and commercial MEM-28 anti-CD45MAb;
(B): SDS-PAGE analysis of Jurkat and HEK 293 cell lysates; (C): Western blotting analysis of Jurkat and HEK 293 cell
lysates using MEM-28 anti-CD45 MAb and (D) using 16E8-F2 anti-CD45 MAb.

Figure 6: The activity of 16E9-F2 in fluorescent immuno-staining. (A): HEK293 cells stained with16E8-F2 anti-
CD45 MAb; (B): Jurkat cells stained with MEM-28 anti-CD45 MAb; (C): Jurkat cells stained with 16E8-F2 anti-CD45
MAb.

This band might be the recombinant CD45RO, which
was expressed spontaneously by T7 lac operon in E.
coli strain BL21 (DE3) in the absence of inducer IPTG.
This phenomenon had been reported before 8.
Besides CD45RO (180 kDa) và CD45RA (190 kDa) 7,
Jurkat T cells also express on their surface many CDs
including CD18 (85 kDa), CD3 (23 kDa) 9, CD28 (44
kDa) 10, CD4 (51 kDa) 11, CD5 (54 kDa), CD2 (39
kDa) 12, CD6 (72 kDa)13. Our results indicated that
anti-CD45MAb interacts specifically with CD45 anti-
gen (180-190 kDa) in Western blotting. It neither
cross-reacts with other CDs expressed on Jurkat T
cells nor any proteins of non-leukocyte HEK293 cells.
We used the extracellular region of C45RO isoform
- the lowest molecular weight CD45 isoform- as the

antigen to generate the monoclonal antibody. Logi-
cally, the antibody which can recognize CD45RO will
also interact with all other CD45 isoforms, except the
case that the epitope of antibody is located at the junc-
tion of exon 3 and 7 in CD45RO. In theWestern blot-
ting analysis with Jurkat T cell lysate, the 16E8-F2
anti-CD45 MAb detected a double band of protein at
above 170 kDa. The double band may be CD45RO
(180 kDa) and CD45RA (190 kDa), which are simul-
taneously present on the Jurkat cell surface 7. Since
16E8-F2 anti-CD45 MAb can interact with CD45RA,
this antibody does not recognize the epitope located
at the exon 3 and 7 junctions in CD45 protein. There-
fore, it can be anticipated that the 16E8-F2 anti-CD45
MAb interacts with all isoforms of CD45. This an-
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ticipation is supported by the same result of West-
ern blotting analysis using commercial MEM-28 anti-
CD45 MAb, which can interact with all CD45 iso-
forms according to the manual of the manufacturer.
Nevertheless, the anticipation of specificity of 16E8-
F2 anti-CD45MAbneeds to be proved directly by fur-
ther experiments.

CONCLUSIONS
16E8-F2 anti-CD45 MAb created in this work is
mouse IgG2b/k isotype, it has a strong affinity with
recombinant CD45RO antigen. The antibody may
recognize specifically all isoforms of CD45. It can
be used in ELISA, Western blotting, and fluorescent
immuno-staining analyses. Our anti-CD45 MAb is
potential for research and diagnosis applications. This
is the first time an anti-humanCD45 monoclonal an-
tibody was generated successfully in Vietnam, which
might meet the domestic demands.
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