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Background: Specific cytogenetic aberrations detected by conventional karyotyping or 
FISH play a major role in the diagnosis, prognosis, and treatment of patients with acute leu-
kemia. The FISH technique enhances the capacity of conventional karyotyping to detect 
subtle chromosomal aberrations. Multiprobe FISH assay (Cytocell, UK) can hybridize multi-
ple probes to a single slide, thereby increasing the detection rate of cytogenetic aberrations. 
This study aimed to evaluate multiprobe FISH in detecting cytogenetic abnormalities in 
acute leukemia.

Methods: Thirty newly diagnosed acute leukemia patients who attended the hematology 
clinic at Dong-A University Hospital from October 2008 to October 2012 were enrolled in 
the study. The multiprobe FISH results were compared with those of G-banding.

Results: Multiprobe FISH detected the chromosomal aberrations identified by G-banding, 
as well as additional aberrations in 6 of 30 (20.0%) cases, which included ETV6/RUNX1 
translocation, p16 deletion, TP53 deletion, and IGH break-apart.

Conclusions: The multiprobe FISH assay was a more sensitive and reliable technique com-
pared with G-banding. It was also more cost-effective and yielded faster results.
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INTRODUCTION

Acute leukemia is a heterogeneous disorder, and chromosomal 

aberrations are found in leukemic cells. Cytogenetic aberrations 

are found in 60% and 65-90% of AML and ALL cases, respec-

tively [1]. The World Health Organization classification catego-

rizes patients with cytogenetic or molecular evidence of genetic 

abnormalities into specific disease subsets. The concept of clas-

sifying acute leukemia according to genetic abnormalities has 

been accepted by most leukemia investigators. This classifica-

tion is based on the detection of chromosomal aberrations to 

predict response to induction therapy, relapse risk, and overall 

survival [1-5].

  Conventional G-banding analysis (G-banding) is the most 

commonly used method to detect cytogenetic abnormalities. 

However, detection of clonal chromosomal abnormalities by G-

banding is often unsuccessful; subtle or submicroscopic (i.e., 

cryptic) rearrangements affecting regions smaller than a chro-

mosomal band cannot be detected by G-banding. FISH may be 

used to supplement G-banding, but FISH is restricted to the de-

fined chromosome regions of the probes used. Multiprobe FISH 

panels are designed to detect up to eight different FISH probes 

on a single slide. Multiple FISH probes can be hybridized on the 

same slide in a spatially separated manner, allowing rapid analy-

sis of cytogenetic aberrations in a single hybridization experi-

ment. Thus, multiprobe FISH assay can be used effectively in 
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acute leukemia, but few studies were reported compared to other 

hematologic disease [7]. We evaluated the multiprobe FISH as-

say in acute leukemia in comparison with the G-banding analy-

sis. To the best of our knowledge, this is the first comparative 

study of G-banding and multiprobe FISH for diagnosis of ALL 

and first study of utilization of multiprobe FISH assay for diagno-

sis of acute leukemia in Korea.

METHODS

1. Patients and samples
Thirty acute leukemia patients were enrolled in the study, in-

cluding 15 AML and 15 ALL, with median ages of 54 yr (range, 

35-72 yr) and 32 yr (range, 4-60 yr), respectively. All patients at-

tended the hematology clinic at Dong-A University Hospital, from 

October 2008 to October 2012. Bone marrow aspirates were 

collected at diagnosis before any treatment. The diagnosis of 

leukemia was established according to the WHO classification 

and the French-American-British (FAB) classification [5, 6]. In 

most cases, the slides were prepared with the cells collected at 

presentation, and in some cases, new slides were prepared from 

cells that were kept frozen in liquid nitrogen. The study was ap-

proved by the Institutional Review Board of Dong-A University 

Hospital. All patients gave signed informed consent to use a part 

of the samples for scientific purposes. 

2. G-banding
Chromosomal analysis was performed on bone marrow samples 

as previously published [8]. Standard trypsin-Giemsa banding 

was done for karyotyping. The chromosomal aberrations were 

defined and described according to the International System for 

Cytogenetic Nomenclature 2005 and 2009 [9, 10].

3. Multiprobe FISH
The multiprobe AML panel was designed to detect eight different 

FISH probes: RUNX1/RUNX1T1 translocation, PML/RARα trans-

location, CBFβ/MYH11 fusion gene, MLL rearrangement, TP53, 
EGR1, D7S658, and MYBL2 probes. The multiprobe ALL panel 

included eight different FISH probes: MYC rearrangement, CD-
KN2A, E2A rearrangement, MLL rearrangement, ETV6/RUNX1 

translocation, BCR/ABL1 translocation, IGH rearrangement, and 

hyperdiploidy probes consisting of CHIC2, D10Z1, and D17Z1. 

Multiprobe FISH was performed according to the manufacturer’s 

instructions (Cytocell, Cambridge, UK). FISH probes are revers-

ibly bound to the surface of a glass device, and upon contact with 

hybridization buffer, they dissolve in the solution; denaturation of 

the probes and target DNA occurs simultaneously upon heating. 

Probes were validated according to the American College of Medi-

cal Genetics (ACMG), and cutoff values were established by test-

ing five normal peripheral blood samples [8]. To establish a nor-

mative database for the probes, data were gathered from at least 

500 interphase cells from each individual in the control group. 

The normal cutoff for the analysis of 500 interphase cells was cal-

culated for FISH results by using a binominal distribution assess-

ment [8, 11, 12]. The cutoff values established by validation pro-

cedures are shown in Table 1. By definition, abnormality was di-

agnosed only when the percentage of cells with aberrant FISH 

signals was greater than the cutoff value. At least 300 nuclei were 

evaluated for each probe.

4. Statistical methods
Linear regression analysis was performed, and the coefficient of 

determination (r2) was calculated between the quantitative re-

sults of G-banding and multiprobe FISH.

RESULTS

Among the 30 patients, G-banding detected clonal cytogenetic 

aberrations in 11 AML patients and 10 ALL patients. Tables 2 

and 3 show the cytogenetic results of the patients, in comparison 

with multiprobe FISH assays.

  Multiprobe FISH also detected the chromosomal aberrations 

detected by G-banding. Among the nine cases detected by nor-

mal G-banding, multiprobe FISH showed discordant results in 

two cases: ETV6/RUNX1 translocation (case no. 24) and p16 

deletion (case no. 25). Additional aberrations were detected by 

multiprobe FISH in four patients: TP53 deletion (case nos. 5 and 

6) and IGH break-apart (case nos. 19 and 21). Six cases were 

analyzed by traditional FISH probe (Abbott Molecular Inc., Ab-

Table 1. The cutoff values of multiple FISH

AML probe
Cutoff 

value (%)
ALL

probe
Cutoff 

value (%)

RUNX1/RUNX1T1 translocation 1.06 MYC rearrangement 0.80

PML/RARα translocation 1.01 CDKN2A 2.29

CBFβ/MYH11 fusion gene 1.50 E2A rearrangement 0.67

MLL rearrangement 1.00 MLL rearrangement 0.59

TP53 1.38 ETV6/RUNX1 translocation 0.78

EGR1 2.12 BCR/ABL1 translocation 0.86

D7S658 0.98 IGH rearrangement 0.99

MYBL2 0.91 hyperdiploidy 1.04
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bott Park, IL, USA) for these aberrations to determine the false 

positive rate of multiprobe FISH. The ETV6/RUNX1 translocation 

in case 24, p16 deletion in case 25, TP53 deletion in cases 5 

and 6, and IGH break-apart in cases 19 and 21 were detected 

by traditional FISH.

  Quantitative FISH results for RUNX1/RUNK1T1 translocation 

(r2 =0.698), PML/RARα translocation (r2 =0.892), and BCR/
ABL1 translocation (r2 =0.697) showed good correlation with the 

G-banding and multiprobe FISH results.

DISCUSSION

In this study, multiprobe FISH identified additional genetic aber-

rations in 6 of 30 cases (2 and 4 in AML and ALL, respectively). 

Previous studies showed that AML FISH tests revealed additional 

genetic abnormalities in 4-8% of cases [13-15], including AML1/
ETO fusion, MLL rearrangement, and CBFβ/MYH fusion. In this 

study, multiprobe FISH additionally identified TP53 deletion in 

AML cases 5 and 6. Case 5 carried (14;17)(q10;q10) transloca-

tion, but whether it causes TP53 deletion is unclear because the 

majority of the cytogenetic rearrangements are unbalanced 

translocations between 17p and another chromosome. Multi-

probe FISH can reliably detect TP53 deletion. The activity of p53 

may also be affected by PML/RARα translocations. Case 6 has 
TP53 deletion with PML/RARα translocations. TP53 mutations 

were found in 4.5-9% of AML cases [16]. TP53 deletion is not 

commonly used in FISH profiling in general laboratories. The re-

sults of this study show that the probe may be useful in the prog-

nosis of patients without TP53 deletion [16-18]. Valencia et al. 

[7] reported the usefulness of the multiprobe FISH in AML, 

showing that this assay was very useful in the detection of an 

inv(16)(p13q22), a cryptic t(15;17)(q22;q21), and a cryptic de-

letion of the CBFβ. In ALL, previous studies showed that FISH 

revealed genetic aberrations not detected by G-banding in up to 

50% of cases [13, 15]. In this study, multiprobe FISH detected 

additional genetic aberrations in ALL, including ETV6/RUNX1 

translocation (case no. 24), p16 deletion (case no. 25), MYC re-

arrangement (case no. 21), and IGH break-apart (case nos. 19 

and 21).

  Previous studies showed that G-banding failed to detect ETV6/
RUNX1 translocation, with a low sensitivity of 6% [17], whereas 

FISH was able to detect ETV6/RUNX1 translocation in about 

Table 2. Comparison of multiprobe FISH results with G-banding karyotype in AML

No. case G-banding karyotype
FAB 

classification
Multiprobe FISH (% of rearranged cells)

  1 47,XX,t(8;21)(q22;q22),+mar[14]/47,XX,+mar[6] M2 RUNX1/RUNX1T1 translocation (91.55%)

  2 46,XY,t(8;21)(q22;q22)[18]/46,XY[2] M2 RUNX1/RUNX1T1 translocation (98.41%)

  3 45,X,-Y,t(8;21)(q22;q22),del(9)(q13q22)[20] M2 RUNX1/RUNX1T1 translocation (88.85%)

  4 47,XY,+8,del(12)(p11.2p13)[10]/47,idem,i(17)(q10)[3] M6a TP53 deletion (40.73%)

  5 51,XX,del(3)(q27),del(4)(q32),+5,del(6)(q21),t(6;9)(p23;q34),t(8;22)(q11.2;q13), 
t(11;12)(q12;p13),t(14;17)(p10;p10),add(16)(q24),+18,+3mar[15]/46,XX[5]

M4 TP53 deletion (93.49%)

  6 46,XX,der(7)t(7;8)(q32;q22),t(15;17)(q22;q12)[17]/46,XX[3] M3 PML/RARa translocation (87.12%),
TP53 deletion (6.30%),

RUNX1T1 gain (99.51%),
D7S658 deletion (7.18%)

  7 46,XX,t(15;17)(q22;q12)[16]/46,XX[4] M3 PML/RARa translocation (99.24%)

  8 43,XX,der(3)t(3;?)(p21;?),del(5)(q15q31),-7,t(10;21)(p13;p13), -13,-20[19]/46,XX[1] M2 EGR1 deletion (89.31%),
D7S658 deletion (92.23%),
MYBL2 deletion (93.59%)

  9 46,XY[20] M5a Not detected

10 46,XY[20] M1 Not detected

11 46,XX[20] M5a Not detected

12 46,XY[20] M2 Not detected

13 46,XX,t(6;9)(p23;q34)[20] M2 Not detected

14 46,XY,-8,add(19)(p13.3),add(21)(q22),+mar[17]/46,XY[3] M6a Not detected

15 43,XY,-9,der(16)t(16;21)(q10;q10),add(19)(p13.2),-20,-21, add(21)(q22)[20] M2 Not detected

Abbreviation: FAB, French-American-British. 
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21% of cases [18]. FISH is useful for detecting cryptic rear-

rangements such as ETV6/RUNX1 translocations. In previous 

studies, the rates of p16 deletion detected by FISH, but not by 

G-banding, were 25% [17] and 44.4% [13]. MYC rearrange-

ment and IGH break-apart are not commonly used in FISH pro-

filing in general laboratories. Patients with MYC rearrangement 

were originally thought to have poor prognoses, but they do re-

spond well to intensive chemotherapy, which results in increased 

survival rates [21]. IGH gene rearrangement has been consid-

ered a useful marker for determining clonality as well as detect-

ing minimal residual disease in lymphoid malignancies, with 

clonal rearrangement detected in around 82% of lymphoid tu-

mors [22]. Most BCR/ABL1-positive ALL cells do not carry IGH 

gene rearrangement. In cases 19 and 21, IGH gene rearrange-

ment was accompanied by BCR/ABL1 translocation and was 

nonfunctional. Klein et al. [23] investigated the function of anti-

gen receptor signaling in B-cell precursor leukemia cells with 

BCR/ABL1 translocation. Analyses of the IGH loci showed that, 

in most cases, the dominant tumor clone does not carry a poten-

tially functional IGH gene rearrangement; this rearrangement 

was a secondary V region gene rearrangement, which may have 

rendered an initially productive rearrangement nonfunctional, in-

dicating ongoing recombination of IGH V region genes [23].

  In conclusion, FISH shows higher detection rates of cytoge-

netic aberrations compared with G-banding. However, traditional 

FISH is restricted to the defined chromosome regions of the 

FISH probes used; it is also expensive and time-consuming. 

Since traditional FISH is limited by the number of probes used, 

it may underestimate the complexity of prognostic cytogenetic 

aberrations in acute leukemia. Multiprobe FISH can hybridize 

multiple probes to a single slide, thereby detecting higher num-

ber of genetic aberrations, and thus is more cost- and time-ef-

fective compared with traditional FISH. We conclude that multi-

probe FISH assay is an efficient technique for the detection of 

cytogenetic aberrations in acute leukemia, providing critical in-

formation for diagnosis and prognosis, and for monitoring the 

course of the disease.

Table 3. Comparison of multiprobe FISH results with G-banding karyotype in ALL

No. case G-banding karyotype FAB classification Multiprobe FISH (% of rearranged cells)

16 46,XY,?del(7)(q22q34),t(9;22)(q34;q11.2), ?add(19)(q13.3)[12]/46,XY[8] L2 BCR/ABL1 translocation (93.95%)

17 46,XX,t(9;22)(q34;q11.2)[2]/45,idem, t(1;6)(q42;q21),der(7)t(7;12)(q10;q10),-12,add(19)
(p13.3)[17]/46,XX[1]

L2 BCR/ABL1 translocation (66.45%)

18 45,XX,t(9;22)(q34;q11.2),-11,t(12;15)(p10;p10)[19]/46,XX[1] L2 BCR/ABL1 translocation (92.66%),
MLL deletion (85.16%)

19 48,XY,+del(1)(p13)x2,t(9;22)(q34;q11.2),del(12)(p11.2)[15]/48,idem,add(15)(q24)
[4]/46,XY[1]

L2 BCR/ABL1 translocation (100%),
D10Z1 gain (8.44%),

IGH break-apart (100%),
ETV6/RUNX1 translocation (86.80%)

20 47,XY,t(9;22)(q34;q11.2),+der(22)t(9;22)[15]/46,XY[5] L2 BCR/ABL1 translocation (94.10%), 
MYC gain (35.10%)

21 53,XY,+6,+8,t(9;22)(q34;q11.2),+13,+15,+20,+22, +der(22)t(9;22)[11]/46,XY[9] L2 BCR/ABL1 translocation (91.53%),
MYC gain (68.54%),

IGH break-apart (38.33%)

22 47,X,-X,+8,+10,t(12;17)(p13;q21)[17]/46,XX[3] L2 MYC gain (34.44%), D10Z1 gain (34.82%)

23 46,XY,t(8;14)(q24.1;q32)[20] L3 IGH break-apart (19.34%)

24 46,XY[20] L2 ETV6/RUNX1 translocation (39.68%)

25 46,XX[20] L2 CDKN2A deletion (97.78%)

26 46,XY[20] L1 Not detected

27 46,XX[20] L2 Not detected

28 46,XY[20] L2 Not detected

29 47,XX,+3[3]/46,XX[17] L2 Not detected

30 46,X,-X,+8,der(12)t(12;17)(p13;q21),t(12;17)(p13;q21)[16]/46,XX[5] L2 Not detected

Abbreviation: FAB, French-American-British.



Kim BR, et al.
Multiprobe FISH in acute leukemia

202    www.annlabmed.org http://dx.doi.org/10.3343/alm.2014.34.3.198

Authors’ Disclosures of Potential Conflicts of 
Interest

No potential conflicts of interest relevant to this article were re-

ported.

Acknowledgments

This work was supported by the Dong-A University research 

fund.

REFERENCES

1.	 Mrózek, Heerema NA, Bloomfield CD. Cytogenetics in acute leukemia. 
Blood Rev 2004;18:115-36. 

2.	 Mrózek K, Heinonen K, Bloomfield CD. Clinical importance of cytoge-
netics in acute myeloid leukaemia. Best Pract Res Clin Haematol 2001; 
14:19-47.

3.	 Byrd JC, Mrózek K, Dodge RK, Carroll AJ, Edwards CG, Arthur DC, et 
al. Pretreatment cytogenetic abnormalities are predictive of induction 
success, cumulative incidence of relapse, and overall survival in adult 
patients with de novo acute myeloid leukemia: results from Cancer and 
Leukemia Group B (CALGB 8461). Blood 2002;100:4325-36.

4.	 Vardiman JW. The World Health Organization (WHO) classification of tu-
mors of the hematopoietic and lymphoid tissues: an overview with em-
phasis on the myeloid neoplasms. Chem Biol Interact 2010;184:16-20.

5.	 Patsouris C, Micael PM, Campbell LJ. A new nonrandom unbalanced 
t(17;20) in myeloid malignancies. Cancer Genet Cytogenet 2002; 
138:32-7.

6.	 Bennett JM, Catovsky D, Daniel MT, Flandrin G, Galton DA, Gralnick 
HR, et al. Proposals for the classification of the acute leukemias. French-
American-British (FAB) co-operative group. Br J Haematol 1976;33: 
451-8.

7.	 Valencia A, Cervera J, Such E, Ibañez M, Barragán E, Fuster O, et al. A 
new reliable fluorescence in situ hybridization method for identifying 
multiple specific cytogenetic abnormalities in acute myeloid leukemia. 
Leuk Lymphoma 2010;51:680-5.

8.	 Mascarello JT, Hirsch B, Kearney HM, Ketterling RP, Olson SB, Quigley 
DI, et al. Section E9 of the American College of Medical Genetics techni-
cal standards and guidelines: fluorescence in situ hybridization. Genet 
Med 2011;13:667-75. https://www.acmg.net/StaticContent/SGs/Section_
E_2011.pdf.

9.	 Shaffer LG, Tommerup N, eds. An international system for human cyto-
genetic nomenclature. Basel: S. Karger, 2005. 

10.	 Shaffer LG, Slovak ML, Campbell LJ, eds. An international system for 
human cytogenetic nomenclature. Basel: S. Karger, 2009. 

11.	 Wolff DJ, Bagg A, Cooley LD, Dewald GW, Hirsch BA, Jacky PB, et al. 
Guidance for fluorescence in situ hybridization testing in hematologic 
disorders. J Mol Diagn 2007;9:134-43.

12.	 Wiktor AE, Van Dyke DL, Stupca PJ, Ketterling RP, Thorland EC, Shear-
er BM, et al. Preclinical validation of fluorescence in situ hybridization 
assays for clinical practice. Genet Med 2006;8:16-23.

13.	 Kim SR, Kim HJ, Kim SH. Clinical utility of fluorescence in situ hybrid-
ization profile test in detecting genetic aberrations in acute leukemia. 
Korean J Lab Med 2009;29:371-8.

14.	 Lee DY, See CJ, Hwang CD, Cho HI, Lee DS. Analysis of discrepancies 
between G-banding and FISH in hematologic abnormalities. Korean J 
Clin Pathol 2001;21:445-50. 

15.	 Kwon WK, Lee JY, MunYC, Seong CM, Chung WS, Huh J. Clinical utility 
of FISH analysis in additional to G-banded karyotype in hematologic ma-
lignancies and proposal of a practical approach. Korean J Hematol 2010; 
45:171-6.

16.	 Peller S and Rotter V. TP53 in hematological cancer: low incidence of 
mutations with significant clinical relevance. Hum Mutat 2003;21:277-
84.

17.	 Haferlach C, Rieder H, Lillington DM, Dastugue N, Hagemeijer A, Har-
bott J, et al. Proposals for standardized protocols for cytogenetic analy-
ses of acute leukemias, chronic lymphocytic leukemia, chronic myeloid 
leukemia, chronic myeloproliferative disorders, and myelodysplastic syn-
dromes. Genes Chromosomes Cancer 2007;46:494-9.

18.	 Sreekantaiah C. FISH panels for hematologic malignancies. Cytogenet 
Genome Res 2007;118:284-96.

19.	 Olde Nordkamp L, Mellink C, van der Schoot E, van den Berg H. Karyo-
typing, FISH, and PCR in acute lymphoblastic leukemia: competing or 
complementary diagnostics?. J Pediatr Hematol Oncol 2009;31:930-5.

20.	 Jamil A, Theil KS, Kahwash S, Ruymann FB, Klopfenstein KJ. TEL/
AML-1 fusion gene. its frequency and prognostic significance in child-
hood acute lymphoblastic leukemia. Cancer Genet Cytogenet 2000; 
122:73-8.

21.	 Hoelzer D, Ludwig WD, Thiel E, Gassmann W, Löffler H, Fonatsch C, et 
al. Improved outcome in adult B-cell acute lymphoblastic leukemia. 
Blood 1996;87:495-508.

22.	 van Dongen JJ, Langerak AW, Brüggemann M, Evans PA, Hummel M, 
Lavender FL, et al. Design and standardization of PCR primers and pro-
tocols for detection of clonal immunoglobulin and T-cell receptor gene 
recombinations in suspect lymphoproliferations: report of the BIOMED-2 
Concerted Action BMH4-CT98-3936. Leukemia 2003;17:2257-317.

23.	 Klein F, Feldhahn N, Harder L, Wang H, Wartenberg M, Hofmann WK, 
et al. The BCR-ABL1 kinase bypasses selection for the expression of a 
pre-B cell receptor in pre-B acute lymphoblastic leukemia cells. J Exp 
Med 2004;199:673-85.


