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Abs t ract :  

Despite improvements in the treatment of 

haematological malignancies over the last few 

decades, many patients relapse after an initial 

response to treatment. Such relapses are derived from 

the same clone detected at the time of diagnosis and 

is caused by Minimal Residual Disease (MRD). The 

present study focused on detecting MRD in CLL 

specimens using Material and Methods: 

Prospectively, 30 B-CLL (group A) patients admitted 

to hematology unit, Main University hospital of 

Alexandria was studied. Twenty healthy subjects 

(Group B) with matched age and sex was recruited as 

a control group in specimens for diseases other than 

CLL or haematological malignancies.  After a written 

consent, each patient (before and after treatment) and 

controls underwent history taking and complete 

examination, CBC, bone marrow aspiration (when 

possible), Lymph node fine needle aspiration biopsy 

(when possible), and immunophenotyping. All 

specimens were subjected 4-color flow cytometry 

using a combination of CD5/19/20/79b to detect 

minimal residual disease (MRD) in peripheral blood 

or bone marrow samples. Results: Both groups did 

not differ as regard age or sex (p=0.92). CLL were 

found to be typical and atypical cases. The 

expression of CD79b showed a significantly higher 

MFI percentage in the atypical cases . CD20+/CD5+ 

is a significantly smaller population than 

CD20+/CD5- with a significantly higher MFI of 

CD20 in the CD5+ population. However the MFI of 

CD79b did not differ between the CD5+ and CD5- B 

cells. Conclusion: MRD was detected in all CLL 

patients regardless of the type of treatment received. 

The lowest threshold of detection was 0.15%. There 

is an atypical population of CLL which is 

characterized by higher MFI than typical cases. This 

finding can use as a phenotype detector for atypical 

CLL cases 
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1. Introduction 

Chronic lymphocytic leukemia (chronic 

lymphoid leukemia, CLL) is a monoclonal disorder 

characterized by a progressive accumulation of 

functionally incompetent B-lymphocytes in 

peripheral blood, bone marrow and lymphoid tissues . 
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It is the most common form of leukemia found in 

adults. [1]The basic physiopathological defect in 

CLL is the resistance of neoplastic cells to 

programmed cell-death or apoptosis. This 

monoclonal population expresses CD19, CD5 and 

CD23with reduced expression of serum 

immunoglobulins (sIg) and CD79b.[2-4] Despite 

improvements in the treatment of haematological 

malignancies over the last few decades, many 

patients relapse after an initial response to treatment. 

Such relapses are derived from the same clone 

detected at the time of diagnosis and is caused by 

Minimal Residual Disease (MRD). Minimal residual 

disease (MRD) can be defined as the level of disease 

detectable by the most sensitive technique available. 

In the case of CLL, MRD-negative status has been 

arbitrarily defined as the presence of less than 1 CLL 

cell in 10 000 leucocytes (0.01%). [5] In addition, 

patients in whom it is possible to achieve MRD-

negative status could be those with a biologically less 

aggressive disease and, hence, with a better 

prognosis. Also, increasing or prolonging treatment 

with the aim of reaching MRD-negative status may 

convey unnecessary risks such as myelotoxicity and 

infections, with increasing risk of developing 

secondary MDS/AML in 2- 4%. [6] 

The characteristic phenotype of CLL cells facilitates 

the analysis of MRD by flow cytometry. The 

analysis of MRD by using two-colour flow 

cytometry CD5/CD19 or CD20/light chainwas the 

early approach and has a low sensitivity. Four-colour 

flow cytometry is now considered the standard 

technique to assess MRD and to detect cells rarely 

present in normal or reactive bone marrow. This 

techniqueis able to detect one tumour cell in 104–105 

normal B cells. [7,8,9] 

The present study at hand focus  on detecting MRD 

in CLL specimens using a combination of four 

antibodies (CD5/19/20/79b) and a sequential gating 

strategy to effectively separate CLL cells from 

normal B cells. 

Materials and Methods 

The study was propsectively conducted on: 

1) Thirty (30) patients of B-CLL cases 

admitted to hematology unit, internal 

medicine department main university 

hospital, Alexandria at presentation (if 

available) or during follow up. 

2) Twenty (20) healthy subjects with matched 

age and sex will be recruited as a control 

group with 10 performing bone marrow 

aspirate for diseases other than CLL or 

haematological malignancies. 

A written consent will be taken from all patients 

included in the study. Each patient and control will be 

subjected to the following:  

1. History taking and complete physical examination. 

2. CBC. [10]  

3. Bone marrow aspiration, when possible [11] 

4. Lymph node fine needle aspiration biopsy (when 

possible). [12] 

5. Immunophenotyping.[13] 

6. Four color flow cytometry using a combination of 

CD5/19/20/79b to detect minimal residual 

disease (MRD) in peripheral blood or bone 

marrow sample. [14] 

The present study was reviewed and approved by the 

department’s review and assessment and Faculty 

ethical committees 

 

Statistical analysis of the data (1 5 )  

Data were fed to the computer and analyzed 

using IBM SPSS software package version 

20.0.(Armonk, NY: IBM Corp)(16) Qualitative data 

were described using number and percent. The 
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Kolmogorov-Smirnov test was used to verify the 

normality of distribution Quantitative data were 

described using range (minimum and maximum), 

mean, standard deviation and median. Significance 

of the obtained results was judged at the 5% level. 

The used tests were Chi-square test, Fisher’s Exact 

or Monte Carlo correction, Student t-test, F-test 

(ANOVA) , Paired t-test , Mann Whitney test,  

Kruskal Wallis test, Wilcoxon signed ranks test. 

Results 

After comprehensive review of the results of the  

CLL cases we divided them into two subgroups: 

 Group IA, which consists of the typical 

CLL cases (27 cases). 

 Group IB, which consists of the atypical 

CLL cases (4 cases).  

Also, the control cases were divided into two 

subgroups: 

 Group IIA, which consists of the peripheral 

blood controls (10 cases). 

 Group IIB, which consists of the bone 

marrow controls (10 cases). 

Different comparisons were done to asses if a 

significant difference was found between any two 

subgroups mentioned above, 

Dis cus s ion  
 

Chronic lymphocytic leukaemia is the most 

common adult leukaemia in the world. The classic 

features of  CLL include a clonal CD5 positive B 

lymphocyte population with a peripheral count of a 

minimum of 5000 cells/mcL,  bone marrow 

lymphocytosis and varying degrees of cytopenias and 

hepatosplenomegaly. CLL is a clinically 

heterogeneous disease with an extremely variable 

clinical course and disease outcome. Nowadays there 

is growing recognition of the association of MRD 

status in CLL as a predictor of both progression free 

survival and overall survival. 

The present work aimed at detecting MRD in CLL 

specimens using a combination of four antibodies 

(CD5/19/20/79b) and a sequential gating strategy to 

effectively separate CLL cells from normal B cells. 

In the present study; minimal residual disease was 

detected in all patients studied, with the lowest level 

detected was 0.15 %. Four cases of CLL with 

atypical morphology were identified. In the present 

study, the expression of CD79b was observed to vary 

from typical as compared to atypical CLL patients; 

with significantly higher MFI percentage in the 

atypical cases. Atypical CLL with its heterogeneous 

morphology is sometimes difficult to distinguish 

from non Hodgkin lymphoma and integration of 

morphologic and expanded immunophenotypic 

profile is critical in achieving accurate diagnosis (17) 

Cases of CLL with cytologically atypical cells were 

previously described and were reported to have a 

worse prognosis. (Frater 2001)(18) High 79b 

expression has been associated with atypical 

morphology, advanced clinical stage and short 

survival in CLL (Del Poeta 2008) (19).  

In the normal bone marrow samples in the present 

study; a comparison between CD5+B cells and CD5-

B cells as regards % and MFI was studied. The 

percentage of B cells in general (CD5+ and CD5-) is 

detected to be low in count.   CD20+/CD5+ is a 

significantly smaller population than CD20+/CD5- 

with a significantly higher MFI of CD20 in the 

CD5+ population. However the MFI of CD79b did 

not vary between the CD5+ and CD5- B cells. 

Conclusion: 

1. MRD was detected in all CLL patients 

regardless of the type of treatment received. 

2. The lowest threshold of detection was 

0.15% 
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3. There is atypical population of CLL that is 

characterized by higher MFI than typical 

cases. This can be used as phenotype detector 

for atypical cases. 

References : 

  

1. Elter T, Hallek M, Engert A. Fludarabine in 

chronic lymphocytic leukaemia. Expert 

OpinPharmacother. Aug 2006; 7(12):1641-51. 

2. Matutes E, Owusu-Ankomah K, Morilla R, et al. 

The immunological profile of  B-cell disorders 

and proposal of a scoring system for the 

diagnosis of CLL. Leukemia 1994; 8:1640-5. 

3. Moreau EJ, Matutes E, A'Hern RP, et al. 

Improvementof the 

chroniclymphocyticleukemiascoring system with 

the monoclonalantibody SN8 (CD79b). Am J 

ClinPathol 1997; 108:378-82. 

4. Ternynck T, Dighiero G, Follezou J, Binet JL. 

Comparison of normal and CLL lymphocyte 

surface Ig determinants using peroxidase-labeled 

antibodies. I. Detection and quantitation of light 

chain determinants. Blood 1974; 43:789-95. 

5. Hallek M, Cheson BD, Catovsky D, et al. Guide 

lines for the diagnosis and treatment of chronic 

lymphocytic leukemia: a report from the 

International Workshop on Chronic Lymphocytic 

Leukemia updating the National Cancer 

Institute-Working Group 1996 guidelines. Blood 

2008;111:5446–56 

6. Morrison VA, Rai KR, Peterson BL, et al. 

Therapy-related myeloid leukemias are observed 

in patients with chronic lymphocytic leukemia 

after treatment with fludarabine and 

chlorambucil: results of an intergroup study, 

cancer and leukemia group B 9011. J Clin Oncol 

2002;20:3878–84. 

7. Rai KR, Sawitsky A, Cronkite EP, Chanana AD, 

Levy RN, Pasternack BS. Clinical staging of 

chronic lymphocytic leukemia. Blood 1975; 

46:219-34. 

8. Rai K. A critical analysis of staging in CLL. In: 

Gale RP, Rai KR, eds. Chronic lymphocytic 

leukemia: recent progress, future direction. New 

York: Alan R Liss 1987; 253 

9. Binet JL, Auquier A, Dighiero G, et al. A new 

prognostic classification of chronic lymphocytic 

leukemia derived from a multivariate survival 

analysis. Cancer 1981; 48:198-206. 

10. Bain BJ, Lewis SM, Bates M.  Basic 

hematological techniques. In: Bain BJ, Lewis 

SM, Bates I eds. Dacie and Lewis practical 

Hematology 10th ed. Philadelphia: Churchill 

Livingstone Elsevier 2006; 25-57. 

11. Bates I. Bone marrow Biopsy. In: Bain BJ, Lewis 

SM, Bates I eds. Dacie and Lewis practical 

hematology 10th ed. Philadelphia: Churchill 

Livingstone Elsevier 2006; 101-12. 

12. Wright DH, Addis BJ, Leong AS. Handling of 

lymph node biopsies, diagnostic procedures and 

recognition of lymph node patterns. In: Wright 

DH, Addis BJ, Leong AS. Diagnostic Lymph 

Node Pathology 1st ed. London: Hodder Arnold 

2006; 1-9. 

13. Matutes E, Morilla R, Catovsky K. 

Immunophenotyping. In: Bain BJ, Lewis SM, 

Bates I eds. Dacie and Lewis practical 

hematology 10th ed. Philadelphia: Churchill 

Livingstone Elsevier 2006; 297-312. 

14. Rawstron AC, Villamor N, Ritgen M, et al. 

International standardized approach for flow 

cytometric residual disease monitoring in chronic 

lymphocytic leukaemia. Leukemia 2007;21:956–

64 

15. Kotz S, Balakrishnan N, Read CB, Vidakovic B. 

Encyclopedia of statistical sciences. 2nd ed. 

Hoboken, N.J.: Wiley-Interscience; 2006. 

16. Kirkpatrick LA, Feeney BC. A simple guide to 

IBM SPSS statistics for version 20.0. Student ed. 

Belmont, Calif.: Wadsworth, Cengage Learning; 

https://edupediapublications.org/journals
https://edupediapublications.org/journals/index.php/IJR/


 

International Journal of Research Availa bl e 

a t https ://edupedi a publ i c a ti ons .org/j ourna l s  

 e-ISSN: 2348-6848   
p-I SSN: 23 48-795X  

Vol ume 0 5   I s s ue 15  
Ma y  2018  

  

Available online:  https://edupediapublications.org/journals/index.php/IJR/  P a g e  | 2502     

 

2013. 

17. Bain BJ.  Leukaemia Diagnosis. 5th ed.  

 Pondicherry , India: John Wiley & sons; 2017 

18. Frater JL, McCarron KF, Hammel JP, Shapiro 

JL, Miller ML, Tubbs RR , et al. Typical and 

atypical chronic lymphocytic leukaemia differ 

clinically and immunophenotypically . Am J Clin 

Pathol 2001;116: 655-64. 

19. Del Poeta G, Del Principe ML, Zucchetto A, 

Buccisano F, Simotti C, Maurillo L, et al. High 

CD79b expression predicts a poor outcome in B-

cell chronic lymphocytic leukaemia (B-CLL). 

Blood 2008; 112: 1054 

 

https://edupediapublications.org/journals
https://edupediapublications.org/journals/index.php/IJR/

