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ABSTRACT 

 
Maleimide derivative (MI-1) (1-(4-Cl-benzyl)-3-Cl-4-(CF3-phenylamino)-1 -˹pyrrole-2,5-dione), an 

inhibitor of VEGF-R1,2,3(h), PDK1, Src(h), Syk(h), and other protein kinases, in vivo decreases the number of 
colon tumors and monocytes in the blood of rats with colon carcinogenesis. The abovementioned protein 
kinases are involved in proliferation, differentiation, and functioning of monocytes. The aim of this study was 
to compare the effects on the U-937 caused by MI-1 alone and its combination with phorbol-12-myristate-13-
acetate (PMA) that induced differentiation. The proliferative activity and viability of U-937 were assessed using 
the MTT and trypan blue exclusion assay. The apoptotic, mitotic, and necrotic cells were evaluated in the 
cytospin specimens after Pappenheim’s staining. The distribution of cell cycle phases was measured by flow 
cytometry.  MI-1 (at 0.008 and 0.016 mM) in combination with 100 nM PMA reduces the number of cells and 
the viability of  U-937 (down to 40% and 62% (p<0.01)) as compared to effect of  MI-1 alone and PMA alone 
(down to 35% and 40% (p<0.01)) after 24 and 48 h of treatment, respectively, due to inhibition of mitotic 
activity by 48% (p=0.003) and stimulation of apoptosis (p<0.001) as compared with MI-1 alone and PMA alone 
(p<0.01, p=0.018, respectively). In presence of MI-1, PMA restores the S-phase and reduces G0/G1 and G2/M  
phases of cells as compared to effect of MI-1 alone, but G0/G1 and G2/M  phases of cells are increased 
comparing to untreated U-937. Thus, the inhibiting effect of MI-1 remains during U-937 differentiation induced 
by PMA, and MI-1 is a promising agent with antitumor anti proliferative activity.  
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INTRODUCTION 
 

The active proliferation of tumor cells is determined by a high activity of signal transduction proteins. 
High viability of neoplastic monocytic cells is associated with high activity of receptor VEGFR1,2,3 [1], 
cytoplasmic PDK1 [2], Src (h) [3], Syk (h) [4], and other protein kinases [5]. Maleimide derivative (MI-1, 1-(4-Cl-
benzyl)-3-Cl-4-(CF3-phenylamino)-1Н-pyrrole-2,5-dione) was synthesized in silico by the Faculty of Chemistry of 
Taras Shevchenko National University of Kyiv as a competitive inhibitor of the ATP-binding site of protein 
kinases [6]. MI-1 in vitro inhibits VEGF-R1,2,3(h), PDK1, FGF-R1(h), EGF-R(h), ZAP70, Syk(h), Src (h), Yes (h), and 
other protein kinases (proven by ProQuinase GmbH, Germany) as well as colon cancer cells (HCT-116 and SW-
6200) [7] and in vivo decreases the number of colon tumors [8], normalizes the increased number of 
monocytes and platelets in the blood of rats with 1,2-dimethylhydrazine-induced colon carcinogenesis [9], but 
does not affect the blood cells of rats after chronic exposure [10]. Our previous study demonstrated that MI-1 
inhibits proliferation of human neoplastic monoblast cells U-937 via induction of apoptosis and inhibition of 
mitotic activity of cells due to delay at G0/G1 stage [11]. G0/G1 arrest by MI-1 was shown in different neoplastic 
epithelial cells [12]. 

 
MI-1 inhibits PDK1, whereas the latter regulates the activity of protein kinase C (PKC) [13]. PKC 

representa family of serine/threonine protein kinases that directly or indirectly participate in differentiation, 
cell cycle regulation, and apoptosis [14]. The same isoenzyme can cause opposite effectsin different cells. For 
instance, the activation of PKCd induces apoptosis in the acute myeloid leukemia cells, whereas in chronic 
lymphocytic leukemia cells it exerts antiapoptotic activity ensuring the survival of cells. The activation of PKC in 
hemopoietic cells directs their differentiation into monocytic cells [15] and is necessary for their functioning 
[16], which indicates the important role of this protein kinase in the fate of these cells. Since phorbol-12-
myristate-13-acetate (PMA) is an agonist of PKC [13, 14], induces the differentiation andinhibits proliferation 
of neoplastic monoblast U-937 cells [17, 18] similarly to MI-1 [11], which inhibits protein kinases (PDK1, Src(h), 
etc.), the aim of this study was to compare the effects of the combination of MI-1 and PMA vs. those of MI-1 
alone on the morphofunctional state of U-937. 

 
MATERIALS AND METHODS 

 
Cell culture and reagents 
 

U-937 cells were incubated in 96 well plates in the sample volume of 100 μL under normal conditions 
(5% CO2, 100% humidity, 37°C) in the culture medium RPMI-1640 (Sigma, USA) in the presence of 10% FBS 
(Sigma), 2 mM glutamine and 40 μg/mL gentamicin (Biopharma, Ukraine). The cell line was kindly provided by 
Prof. Filonenko V. V., the Institute of Molecular Biology and Genetics, the National Academy of Sciences of 
Ukraine). MI-1 at various concentrations and in combination with 100 nM phorbol-12-myristate-13-acetate 
(PMA) was added to the cell cultures in 100 μL of media after 24 h of cell adaptation with subsequent 
incubation for 24 and 48 h.  
 
Cell viability and proliferation assay 

 
The viability of cells was assessed using MTT colorimetric test [19]. Briefly, at the end of the culture 

incubation period, 10 μL of MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide, 5 mg/ml) was 
added to each well. After 4 h of incubation with MTT and subsequent centrifugation of the plate at 1000 g for 
20 min, the medium was removed. 100μL of DMSO (Sigma) was added to each well to dissolve the formazan 
crystals and the optical density was measured at the wavelength of 540 nm. 

 
The number of live and dead cells was calculated in hemocytometer with 0.1% trypan blue exclusion 

assay.  
 
Quantitative analysis of apoptotic, mitotic, and necrotic cells 
 

The percentage of U-937 cells at the apoptotic, mitotic or necrotic stages was calculated per 1,000 
cells using the cytospin prepared specimens stained according to Pappenheim’s method [20]. Cytospin 
specimens were examined using the light microscope (Olympus BX-41, Olympus Europe GmbH, Japan) at the 
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magnification ³1000, and color micrographs were taken by Olympus C-5050 Zoom (Olympus Europe GmbH, 

Japan) digital camera at the magnification ³400. 
 
Cell cycle distribution 

 
The proportions of cells in different phases of the cell cycle were measured by flow cytometry with an 

argon laser (excitation = 488 μm, emission = 585/40 μm) (Becton Dickinson, USA) following propidium iodide 
staining. The samples were analyzed using Mod Fit LT 3.0 (BDIS, USA) software.  
 
Statistical analysis  
 

The viability of cells was assessed using the curve estimation, quadratic regression model using SPSS 
16.0 for Windows. The number of cells (viable, dead, apoptotic, mitotic, and necrotic ones) was normally 
distributed according to Shapiro-Wilk test result p>0.05. The results were statistically processed using Student 
t-test for comparison of MI-1 and MI-1 in combination with PMA. For comparison  of  MI-1 in combination with 
PMA and  PMA,  ANOVA followed by the post-hoc Hochberg test for number of live and dead cells, assuming 
homogeneity of variances, and DunnettT3 for apoptotic, mitotic or necrotic cells, not assuming homogeneity 
of variances, was used. A p<0.05 was considered significant. Experimental results are presented in Mean ±SD 
format. 

 
RESULTS 

 
Influence of MI-1in combination with PMA on the U-937 proliferation and viability 
 

MI-1 modifies the proliferative activity of U-937 resulting in 50% reduction of cell viability and growth at 
0.016 mM after 24 h (Fig. 1A) and at 0.008 mM after 48 h (Fig. 1B) of treatment (MTT test result). The 
antiproliferative activity of MI-1 in combination with 100 nM PMA remains (Fig. 1C, 1D). PMA reduces cell 
proliferation and induces differentiation. 

 
After 24-h treatment, 0.008 mMMI-1 in combination with 100 nM PMA reduce the proliferation of U-

937, which is confirmed by the decreased number of live cells (0.67°0.18³106/ml) (Fig. 2A), and cell viability 
(MTT-test result, Fig. 2B) by 40% compared to treating U-937 with corresponding concentration of MI-1 alone 
(1.10°0.14³106/ml, p=0.002) and by 22% (p=0.064) compared to effect of PMA alone (0.86°0.13³106/ml). The 
double concentration of MI-1 (0.016 mM) and PMA (100 nM) reduces the proliferation at the same level. The 
number of live cells (0.56°0.12³106/ml) and viability are decreased by 40% vs. MI-1 alone (0.95°0.13³106/ml, 
p=0.001) and  by 35% (p=0.004) vs. PMA alone. The number of dead cells did not differ across the indicated 
groups (0.08°0.032³106/ml after treatment with 0.008 mM MI-1+PMA, 0.08°0.028³106/ml - 0.008 mM MI-1, 
0.07°0.05³106/ml - PMA, 0.12°0.032³106/ml - 0.016 mM MI-1+PMA, 0.09°0.033³106/ml - 0.016 mM MI-1, 
p²0.1, respectively) (Fig. 2C). 
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               R2=0.963 (p<0.001)                                                     R2=0.962 (p<0.001) 

  
               R2=0.974 (p<0.001)                                                   R2=0.942 (p<0.001) 
 
Fig 1 The viability of U-937 treated with MI-1 at the increasing concentration and in combination with 

100 nM PMA for 24 and 48 h (MTT test assay), quadratic regression model. (A) U-937 + MI-1, 24 h; 
(B) U-937 + MI-1, 48 h; (C) U-937 + MI-1 + PMA, 24 h; (D) U-937 + MI-1 + PMA, 48 h; percent of control; the 
data represent the mean of at least4 independent replicated experiments. 

 
 
The extension of treatment with 0.008 mM MI-1 and PMA up to 48 h reduces the proliferation. The 

number of cells decreases by 62% (0.57°0.13³106/ml) (Fig. 2A) and the viability – by 56% (Fig. 2B) as compared 
to effect of MI-1 alone (1.50°0.25³106/ml, p<0.001) and by 40% as compared to PMA alone 
(0.95°0.13³106/ml, p<0.001). However, at 0.016 mM MI-1 and PMA, the number of cells is higher (0.36°0.09, 
p<0.028) as compared to MI-1 alone (0.20°0.09³106/ml), although it remains significantly lower (by 86%) as 
compared to untreated control (2.66°0.18³106/ml) (Fig. 2A), and decreased by 62% (p<0.001) as compared to 
PMA alone. The number of dead cells does not differ between effects of 0.008 mM MI+PMA, 0.008 mM MI 
and PMA alone (0.08°0.04³106/ml, 0.12°0.04³106/ml, 0.10°0.06³106/ml, p=0.1, respectively) (Fig. 2C), but 
increased in case of action of 0.016 mM+PMA (0.32°0.09³106/ml, p=0.007) as compared to effect of  PMA 
(0.10°0.06³106/ml) and does not differ in case of 0.016 mM MI (0.27°0.08³106/ml). 
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Fig 2 The proliferative activity and viability of U-937 treated with MI-1 at the concentration of 0.008 and 

0.016 mM in combination with 100 nM PMA in comparison with MI-1 alone at the corresponding 
concentration and PMA alone for 24 and 48 h. (A) The number of live U-937 (trypan blue exclusion test); (B) 
viability of U-937 (MTT- test result); (C)  number of dead U-937 (trypan blue positive cells); the data represent 
the mean of at least 4 independent replicated experiments; *p<0.05, ** p<0.01, *** p<0.001 MI+PMA 
compared with MI-1 alone at the corresponding concentration (t-test); ## p<0.01, ### p<0.001 MI+PMA 
compared with PMA (Hochberg test) 
 

 
Influence of MI-1in combination with PMA on the cell cycle of U-937 
 

The assessment of the cell cycle of U-937, treated with MI-1 at both concentrations in combination with 
PMA for 48 h, demonstrated the restoration of the S-phase of the cell cycle (30.07±5.44%, р=0.034; 
35.57±3.86%, р=0.003) with the consequent reduction of proliferative rest cells in G0/G1 (62.29±4.98%, 
р=0.035; 60.86±3.67%, р=0.007) (Fig. 3A) and in proliferative G2/M phases (7.64±0.46%, р=0.028; 3.57±0.19%, 
р<0.001) (Fig. 3B) as compared to U-937 treated with MI-1 in the relevant concentration (14.74±6.43%, 
15.70±3.49%; 76.41±6.01%, 76.35±3.67%; 8.85±0.42%, 7.86±0.32%, respectively).The restoration of S-phase of 
cells, probably, prolongs U-937 lifetime, which is confirmed by a higher number of cells after 48 h of treatment 
with 0.016 mM MI-1 and PMA as compared to MI-1 alone (Fig. 2A). At the same time, the number of  U-937 
increases in G0/G1 phase and decreases in S-phase after the treatment with MI-1 in combination with PMA and 
MI-1 alone comparing to untreated U-937 (38.55±3.05%, 56.47±3.30% respectively) (Fig. 3A). Percent of U-937 
cells in G0/G1 and S phases is not different after the treatment with MI-1 at both concentration in combination 
with PMA and PMA alone (61.94±3.10%, p=0.999, p=0.969; 37.47±3.06%, p=0.281, p=0.874 respectively), but 
increases in G2/M phase (PMA - 0.59±0.05%, p=0.003, p=0.002). As the combined action of MI-1 and PMA 
decreases the number of viable U-937 cells (Fig. 2A), regardless of  the restoration of  S- and G2/M phases of 
cells, the studies of the morphofunctional state of cells were conducted.  

U-937                                       

PMA  

U-937+0.008 mM MI-1+PMA 

U-937+0.008 mM MI-1     

U-937+0.016 mM MI-1+PMA 

U-937+ U-937+0.016 mM MI-1     
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          U-937                          U-937+0.008 mM MI-1+PMA             U-937+0.016 mM MI-1+PMA 

          U-937+PMA               U-937+0.008 mM MI-1                        U-937+0.016 mM MI-1 

 
Fig 3 The cell cycle distribution of U-937 treated with MI-1 at the concentration of 0.008 and 0.016 mM 

in combination with 100 nM PMA in comparison with MI-1 alone at the corresponding concentration and PMA 
alone for 24 and 48 h. (A)Percent of U-937 in G0/G1 and S phases; (B) percent of U-937 in G2/M phase; the data 
represent the mean of 3 independent replicated experiments (n=3);* p<0.05, ** p<0.01, *** p<0.001  MI+PMA 
compared with MI-1 alone at the corresponding concentration (t-test); ## p<0.01 MI+PMA compared with 
PMA (DunnetT3 test) 
 
Influence of MI-1in combination with PMA on apoptosis, mitosis and necrosis of U-937 
 

The 24-h treatment of U-937 with the combination of MI-1 at the concentration of 0.008 mM and PMA 
does not change the number of apoptotic cells (2.57 ± 0.32%) in comparison with MI-1 alone (3.27±0.95%, 
p=0.293) and PMA alone (2.03±0.31%, p=0.245) (Fig.4A, 5A-D); whereas at the concentration of 0.016 mM in 
combination with PMA the above mentioned number increases (17.17±2.52%) compared with MI-1 
(10.40±2.03%, p=0.022) and PMA (2.03±0.31%, p=0.018) (Fig.4A, 5E, 5F). Apoptotic U-937 cells are presented 
in the photomicrographs (Fig. 5a). The rise of apoptotic cells is accompanied by the reduction in the number of  
mitotic cells by 20%  at 0.008 mM MI-1 with PMA (1.90±0.10%)  and by 40% at the 0.016 mM MI-1 with PMA 
(1.60±0.10%) as compared to MI-1 alone at the corresponding concentration (2.40±0.36%, p=0.082; 
2.70±0.26%, p=0.003 respectively) and PMA (2.50±0.10%, p=0.005, p=0.001 respectively) after 24 h of 
exposure (Fig. 4B, 5b). 

 
          U-937                          U-937+0.008 mM MI-1+PMA             U-937+0.016 mM MI-1+PMA 

          U-937+PMA               U-937+0.008 mM MI-1                        U-937+0.016 mM MI-1 

 
Fig 4 The content of U-937 cells in apoptosis and mitosis treated with MI-1 at the concentrations of 

0.008 and 0.016 mM in combination with 100 nM PMA and MI-1 alone at the corresponding concentration and 
PMA alone for 24 and 48 h. (A) apoptotic cells, (B) mitotic cells; the data represent the mean of 3 independent 
replicated experiments (n=3);* p<0.05; ** p<0.01 MI+PMA compared with MI-1 alone at the corresponding 
concentration (t-test);  #p<0.05, ## p<0.01 MI+PMA compared with PMA (DunnetT3 test) 
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Fig 5 Photomicrographs of cytospin specimens of U-937 cells after 24 and 48 h of treatment with MI-1 

at the 0.008 and 0.016 mM in combination with 100 nM PMA and MI-1 alone at the corresponding 

concentration and PMA alone, Pappenheim staining, ³400; (A) U-937, 24 h; (B) U-937+PMA, 24 h; 
(C) U-937+0.008 mM MI-1+PMA, 24 h; (D)  U-937+0.008 mM MI-1, 24 h; (E) U-937+0.016 mM MI-1+PMA, 24 h; 
(F) U-937+0.016mM MI-1, 24 h; (G) U-937, 48 h; (H) U-937+PMA, 24 h; (I) U-937+0.008 mM MI-1+PMA, 48 h; 
(J)  U-937+0.008 mM MI-1, 48 h; (R) U-937+0.016 mM MI-1+PMA, 48 h; (L) U-937+0.016 mM MI-1, 48 h; 
(a) apoptosis, (b) mitosis, (c) necrosis 

 
The extension of the U-937 exposure to MI-1 at both concentrations and in combination with PMA for 

48 h results in 3- and 2-fold increase in the number of apoptotic cells (10.17±0.15%, 10.73±0.64% respectively) 
comparing to MI-1 at the corresponding concentration (3.33±0.25%, p<0.001; 5.47±0.76%, p=0.001 

respectively) and 5-fold as compared to PMA (2.00±0.53%, p¢0.001) (Fig. 4A, 5G-L). The mitotic activity was 
reduced by 48% at 0.008 mM MI-1 with PMA (1.07±0.15%) and by 36% at 0.016 mM of MI-1 and PMA 
(0.70±0.10%) compared with MI-1 alone at the corresponding concentration (2.07±0.50%, p=0.030; 
1.10±0.26%, p=0.070 respectively) and did not differ from the effect of PMA (1.33±0.31%) (Fig. 4B). 

 
As the cells can die due to both apoptosis (Fig. 5a) and necrosis (Fig. 5c), the number of cells at the 

stage of necrotic death was assessed. The amount of necrotic cells after the treatment with MI-1 at the 0.008 
mM in combination with PMA decreases after both 24 h (2.63±0.15%) and 48 h (1.10±0.10%) treatments 
compared to MI-1 alone (5.00±0.66, p=0.004; 1.90±0.36%,p=0.021, respectively) and PMA (5.10±0.36,p=0.001) 
(Fig. 6). The double concentration of MI-1 in combination with PMA causes an increase in the necrotic cell 
death after 24 h treatment (4.27±0.31%) compared to MI-1 (2.13±1.07%, p=0.029) and shows no differences 
vs. PMA (p=0.060). After 48 h treatment no differences (2.17±0.49%) were observed as compared to effects of 
MI-1 (2.17±0.40%, p=1.00) and PMA (0.87±0.31%, p=0.060). It suggests that the absence of the increase in the 
number of necrotic cells after the 48 h treatment with 0.016 mM MI-1 and PMA is related to the active 
cytolysis of the cells and impossibility to isolate them in cytospin specimens, which is confirmed by a 
considerable number of necrotic cells in the suspension after trypan blue staining (Fig. 2C). It is also 
noteworthy that a higher concentration of MI-1 has an increasing modulating impact on PKC activity and its 
effects. 
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            Fig 6 The content of U-937 cells in necrosis treated with MI-1 at the 0.008 and 0.016 mM in combination 
with 100 nM PMA and MI-1 alone at the corresponding concentration and PMA alone for 24 and 48 h; the data 
represent the mean of 3 independent replicated experiments (n=3); * p<0.05 MI+PMA compared with MI-1 
only at the corresponding concentration (t-test); ##p<0.01MI+PMA compared with PMA (DunnetT3 test) 

 
Thus, MI-1 in combination with the agonist of protein kinase C, PMA, decreases the proliferation and 

viability of U-937 due to elevation of its apoptosis and reduction of mitotic activity in comparison with MI-1 
and PMA alone. However, PMA in the presence of MI-1 restores the S-phase of the cell cycle with the 
corresponding reduction of the cells in G0/G1 and G2/M phases and, probably, increases both the lifetime and 
the number of the cells after 48 h exposure to MI-1 at 0.016 mM with PMA. At the same time, the number of 
U-937 increases in G0/G1 and G2/M phases and decreases in S-phase, which is accompanied by a decrease in a 
number and viability of the cells treated with MI-1 in combination with PMA and by MI-1 alone as compared to 
untreated U-937. 

 
DISCUSSION 

 
Suppression the proliferative activity of neoplastic hematopoietic cells by inhibiting the activity of 

various kinases is successfully used in oncology in the last decade [21-27]. It was shown in the previous studies 
that the administration of protein kinase inhibitor MI-1 in the doses of  0.027 and 2.7 mg/kg, which correspond 

to the concentration of ~10-6 and ~10-4M in the blood, decreases the number and size of colon tumors in 
1,2-dimethylhydrazine (DMH)-induced colon carcinogenesis in vivo [8]. After the chronic exposure, MI-1 in the 
indicated doses does not affect the morpho functional state and count of red blood cells, leukocytes, and 
platelets in healthy rats [10]. Since MI-1 does not have any negative effect on hematopoiesis and other tissues 
[8, 28, 29], there are no limitations for the use of this compound as a potential antitumor drug. At the same 
time, MI-1 at the micro molar concentration reduces the proliferative and mitotic activity, causes delays in the 
G0/G1 phase of the cell cycle and induces the apoptosis of neo plastic mono blast U-937 cells [11]. The 
activation of PKC in the normal hematopoietic cells and U-937 induces their differentiation into mono cytes 
and macrophages [15-17], whereas high doses of activators (PMA>100 nM) induce apoptosis, mediated 

activation, and mitochondrial translocation of PKCbII [17]. The activation of PKCd also results in apoptosis of 

leukemic cells [30]. On the contrary, high activity of PKCa and PKCc/n in myeloid leukemic cells facilitates their 
high proliferative activity and survival after the effect of cytotoxic preparations [2, 31]. The abovementioned 
demonstrates the heterogeneity of PKC and its corresponding different roles in the fate of cells: proliferation, 
viability, and apoptosis. Since both protein kinases inhibitor MI-1 [11] and high-dose PKC activator PMA [17, 
18] induce U-937 apoptosis, and PDK1, Src, and other kinases regulate PKC by inhibiting MI-1 [14], the study of 
their combined action on U-937 was warranted. This study demonstrated that the combined effect of MI-1 and 
PMA enhances apoptosis and inhibits mitotic and, thus, proliferative activity of U-937 compared to MI-1 alone, 
regardless of the PMA-induced restoration of the S-phase cell cycle of U-937 with consequent reduction of 
cells in G0/G1 (proliferative rest) initiated by MI-1. Thus, the inhibiting effect of MI-1 remains during U-937 
differentiation induced by PMA. Therefore, it is possible to conclude that MI-1 induces the inhibition of 
proliferation and the activation of apoptosis not only via PKC, since the abovementioned effects of MI-1 and 
PMA are combined, which is confirmed by the comparison of our data on the combined effect of MI-1 with 
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U-937+ U-937+0.016 mM MI-1     

   



     ISSN: 0975-8585 
 

 

January –February  2017  RJPBCS 8(1)  Page No. 564 

PMA against PMA alone. It should be noted that MI-1 initiates cell cycle arrest in G0/G1 phase mainly, and in 
G2/M – partially. Under conditions of the combined effect of MI-1 and PMA, the G0/G1 arrest is preserved, but 
it is less expressed compared to the effect of MI-1, as PMA restores the S-phase and abolishes the G2/M arrest. 
PMA is well known to induce G0/G1 arrest in U-937 [18], which is in good agreement with the results of this 
study, and G2/M cell cycle arrest as was previously shown on lung carcinoma cells [32], but when these cells 
were previously synchronized in G1 phase PMA inhibits the progression into S phase, thus PKCs trigger 
distinctive responses when activated in different phases of the cell cycle [33]. Also, the results of this study 
demonstrated the modulating effect of PMA on the intensity of cell necrosis. It was shown that PMA with 
0.008 mM MI-1 decreases cell necrosis after both 24-h and 48 h treatments, whereas in combination with 
0.016 mM of MI-1 PMA causes an increase in cell necrosis after 24 h treatment  as  compared to MI-1 only.  At 
the same time, the action of a double concentration of MI-1 results in the increase in the number of necrotic 
cells, which may be related to the summation of the destructive effect on cells via modulation of PMA activity 
by decreasing of its effect. The protective effect of PMA on the TNF-induced necrotic death of cells was also 
shown using different lines of cells [34]. 

 
CONCLUSION 

 
MI-1 in combination with PMA enhances the inhibition of proliferation of U-937 compared with MI-1 

alone and PMA alone due to the elevation of apoptosis and reduction of mitotic activity. PMA in the presence 
of MI-1 restores the S-phase and reduces G0/G1 and G2/M  phases of cells as compared to MI-1 alone. At the 
same time, the number of U-937 increases in G0/G1 and G2/M  phases and decreases in S-phase treated with 
MI-1 in combination with PMA and MI-1 alone as compared to untreated U-937. Thus, the combined effect of 
MI-1 and PMA results in the decrease in the number of viable U-937 cells as compared to effects of MI-1 alone 
and PMA alone and to untreated U-937. Antiproliferative effect of MI-1 remains during U-937 differentiation 
induced by PMA. MI-1 is a promising agent with antitumor antiproliferative activity.  

 
ACKNOWLEDGMENTS 

 
The authors are thankful to Prof.Filonenko V. V. (Institute of Molecular Biology and Genetics, National 

Academy of Sciences of Ukraine) for providing the cell line and Dr. Omelchenko A. (St. Boniface Hospital 
Research Centre, 351 Tache Ave., Winnipeg., Manitoba, R2H 2A6, Canada) for kindly provided advice and 
assistance in preparation of the manuscript. This study was performed in the framework of the Fundamental 
Research Grant of the Ministry of Education and Science of Ukraine “Mechanisms for implementation of 
adaptive-compensatory reactions of the organism in the development of various pathologies” 
(No. 0111U004648) and the Applied Research Grant “Pyrrole derivatives as anti-inflammatory and anti-tumor 
compounds of new generation” (No. 0116U002639). 

 
Authors’ contributions: All the authors contributed to this paper. IVB, LVG designed the experiments. 

IVB, DVS, NMK performed the experiments. IVB, LVG analyzed the data. IVB, LVG, VKR interpreted the results. 
IVB, LIO, YuMV contributed the reagents/materials/analysis tools. IVB, LVG, VKR wrote the paper. 
 
Conflict of interest disclosure: None. 

 
REFERENCES 

 
[1] Ghannadan M, Wimazal F, Simonitsch I, Sperr WR, Mayerhofer M, Sillaber C, Hauswirth AW, Gadner H, 

Chott A, Horny HP, Lechner K, Valent P. Correlation Between VEGF Expression and the FAB Category. 
Am J ClinPathol 2003; 119(5): 663–671. 

[2] Pearn L, Fisher J, Burnett AK, Darley RL. Blood 2007; 109(10): 4461-4469. 
[3] Rane SG, Reddy EP. JAKs, STATs and Src kinases in hematopoiesis. Oncogene 2002; 21(21): 3334-3358.  
[4] Carnevale J, Ross L, Puissant A, Banerji V, Stone RM, DeAngelo DJ, Ross KN, Stegmaier K. 

Leukemia 2013; 27(11): 2118–2128.  
[5] Van Etten RA. Oncogene 2007; 26(47): 6738–6749. 
[6] Dubinina GG, Chupryna OO, Platonov MO, Borisko PO, Ostrovska GV, Tolmachov AO, Shtil AA. 

Anticancer Agents Med Chem 2007; 7(2): 171–188. 



     ISSN: 0975-8585 
 

 

January –February  2017  RJPBCS 8(1)  Page No. 565 

[7] Dubinina GG, Golovach SM, Kozlovsky VO, Tolmachov AO, Volovenko YuM. J Org Pharm Chem 
(Ukraine) 2007; 5(1): 39–49. 

[8] Lynchak OV. [Synopsis dissertat. for PhDdegree in biology]. [Кyiv]: Faculty of Biology.Taras Shevchenko 
National University of Kyiv. 2010. 20 p. 

[9] Bielins'ka IV, Lynchak OV, Rybal'chenko TV, Hurniak OM. Fiziol Zn 2014; 60(4):40-49. 
[10] Byelinska IV, Lynchak OV, Tsyvinska SM, Rybalchenko VK. Fiziol Zn 2015; 61(4): 71-77. 
[11] Byelinska IV, Garmanchuk LV, KhranovskaNM, Shelest DV, Rybalchenko TV. 

Res J Pharm Biol Chem Sci 2016; 7(2): 1898-1905. 
[12] Garmanchuk LV, Denis EO, Nikulina VV, Dzhus OI, Skachkova OV, Rybalchenko VK, Ostapchenko LI. 

Biopolym Cell 2013; 29(1): 70–74.  
[13] Steinberg SF. Physiol Rev 2008; 88(4): 1341–1378.  
[14] Kang JH. New J Sci. 2014; (2014), ArticleID 231418: 36 p. Available: 

http://dx.doi.org/10.1155/2014/231418 
[15] Pierce A, Heyworth CM,  NichollsSE, Spooncer E, Dexter TM, Lord JM, OwenLynch PJ, Wark G, Whetton 

AD.  J Cell Biol 1998; 140: 1511–1518. 
[16] Carnevale KA, Cathcart MK. J Biol Chem 2003; 278(28): 25317–25322. 
[17] Lin YF, Leu SJ, Huang HM, Tsai Y.H. J Cell Physiol 2011; 226(1): 122–131.  
[18] Asiedu C, Biggs J, Kraft AS. Blood 1997; 90(9): 3430–3437. 
[19] Mosmann T. J Immunol Methods 1983; 65(1-2): 55–63. 
[20] Phylchenkov AA, Stoika RA. Apoptosis and Cancer: From theory to practice. Ternopil: UkrMedBook; 

2006. 524 p. 
[21] Petzer AL, Fong D, Lion T, Dyagil I, Masliak Z, Bogdanovic A, Griskevicius L, Lejniece S, Goranov S, 

Gercheva L, Stojanovic A, Peytchev D, Tzvetkov N, Griniute R, Stanchev A, Grubinger T, Kwakkelstein M, 
Schuld P, Gastl G, Wolf D. Haematologca 2012; 97(10): 1562-1569. 

[22] Sviezhentseva IO, Perekhrestenko TP, Bilko DI, Gordienko AI, Diachenko MV, Dyagil IS. Exp 
Oncol 2015; 37(1): 70-72. 

[23] Cortes JE, Kim D-W, Kantarjian HM, Brümmendorf TH, Dyagil I, Griskevicius L, Malhotra H, Powell C, 
Gogat K, Countouriotis AM, Gambacorti-Passerini C. J Clin Oncol 2012; 30(28): 3486-3492. 

[24] Perekhrestenko T, Diachenko M, Sviezhentseva I, Gordienko A, Bilko D. 
Georgian Med News 2015; (240): 43-50. 

[25] Dmytrenko IV, Fedorenko VG, Shlyakhtychenko TY, Sholoyko VV, Lyubarets TF, Malinkina TV, 
Dmytrenko OO, Balan VV, Kravchenko SM, Martina ZV, Tovstogan AO, Minchenko JM, Dyagil IS. 
Problemy Radiatsiinoi Medytsyny ta Radiobiolohii 2015; (20): 328-340.  

[26] Morabito F, Gentile M, Seymour JF, Polliack A. Leuk Lymphoma 2015; 56(12): 3250-3256. 
[27]  Vannucchi AM, Kiladjian JJ, Griesshammer M, Masszi T, Durrant S, Passamonti F, Harrison CN, Pane F, 

Zachee P, Mesa R, He S, Jones MM, Garrett W, Li J, Pirron U, Habr D, Verstovsek S. N Engl J 
Med. 2015;372(5):426-435.  

[28] Kharchuk IV, Filins'ka OM, Iablons'ka SV, Rybal'chenko VK. Fiziol Zn 2010; 56(6): 62-69.  
[29] FilinskaO, YablonskaS, MandrykS, KharchukIV, OstrovskaGV, RybalchenkoVK. Annales Universitatis 

Mariae Curie–Sklodowska. Sectio DDD: Pharmacia  2010; 23(2): 189–192.  
[30] Hampson P, Chahal H, Khanim F, Hayden R, Mulder A, Assi LK, Bunce CM, Lord JM. 

Blood 2005; 106(4): 1362–1368. 
[31] Zabkiewicz J, Pearn L, Hills RK, Morgan RG, Tonks A, Burnett AK, Darley RL. 

Hematologica 2014; 99(5): 858–864. 
[32] Tchou WW, Rom WN, Tchou-Wong KM. J Biol. Chem 1996; 271(47): 29556-29560.  
[33] Oliva JL, Caino MC, Senderowicz AM, Kazanietz MG. J Biol Chem 2008; 283(9): 5466-5576.  
[34] Byun H.S, Park K.A, Won M, Yang KJ, Shin S, Piao L, Kwak JY, Lee ZW, Park J, Seok JH, Liu ZG, Hur GM. 

Mol Pharmacol 2006; 70(3): 1099-1108. 

http://www.ncbi.nlm.nih.gov/pubmed/25879558

