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Table 3. Haplotype analysis

Low High

IL-1RN grade, grade, All, Controls, El, E -V,
IL-1B -31  86VNTR %e % % % % %
C 1 20.4 15.7 17.5 17.6 19.5 17.0
C 2 18.1 15.8 16.5 16.5 20.2 15.9
C 3 0.0 1.6 1.3 0.0 0.0 1.7
T 1 48.9 58.4 55.2 55.0 48.2 57.3
T 2 10.8 71 8.0 8.8 9.2 7.0
T 3 1.9 1.4 15 1.9 2.9 1.1

Haplotype analysis of the proinflammatory haplotype IL-18 -31/IL-1RN 86 VNTR.
Analysis was conducted as described in the notes for Table 2.

disease stages E I to E IV, 20.6% were homozygous for IL-1B -31
allele C, compared to only 10.2% of patients with disease stage E [
(Pearson x> P = .112, OR 2.27, C1 95% 0.81-6.46). IL-13 +3954
CC was found in 9.4% of patients with disease stages E I to E IV,
compared to 2.8% of patients with stage E I (Pearson x> P = .109,
OR 3.57, C1 95% 0.69-18.72) (Table 2). Haplotype analysis of the
IL-1 cluster and especially the proinflammatory haplotype IL-13
-31 C/IL-1RN 2 did not show any significant associations with
histological grade or disease progression (Table 3).

In conclusion we could not confirm the results of Rollinson et
al.> One reason may be that Rollinson et al extracted DNA to
investigate germ-line mutations from biopsy specimen and surgical
blocks of lymphoma tissue and not from peripheral blood. A
contamination with tumor material cannot be excluded. The
admixture of somatic DNA may have obscured their analysis. To
our knowledge, there is no mechanistic evidence so far that the
proinflammatory effect of IL-1f3 contributes to development of
primary gastric B-cell lymphoma. In contrast, recombinant IL-13
exerted a marked antilymphoma activity, reflected by significantly
improved survival of treated mice after inoculation of BCL-1

'.) Check for updates
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cells.®> The genetic susceptibility of patients with chronic H pylori
infection to develop primary gastric B-cell lymphoma, especially
of the MALT-type, appears to remain unclear.
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To the editor:

The PRV-1 gene expression in essential thrombocythemia

Recently, Temerinac and colleagues' found that the polycythemia
rubra vera receptor-1 (PRV-1) m-RNA is increased in granulocytes
of patients with polycythemia vera (PV) and in some cases of
essential thrombocythemia (ET). We have previously described a
sensitive qualitative method for PRV-1 investigation, based on
PRV-1 m-RNA amplification by reverse transcriptase—polymerase
chain reaction (RT-PCR).? By using this approach, we found that
PRV-1 m-RNA is increased in 95% of patients with PV and in all
patients with ET, while it is undetectable in secondary erythrocytho-
sis (SE) and thrombocythosis (ST).2 In other published studies, the
PRV-1 m-RNA has been quantitatively evaluated,® and the
percentage of PRV-1—positive ET patients varies widely among the
mentioned studies, ranging from 16%> to 100%.” Up to date we
have investigated by RT-PCR 75 patients with ET, 27 patients with
ST, and 20 healthy individuals. Clinical and laboratory data of
patients are shown in Table 1. Our results show that 71 of 75 ET
patients are PRV-1 positive (95%), while all ST and healthy
subjects are PRV-1 negative. These findings are in contrast with
other reports and may result from the use of different methodologi-
cal procedures in both granulocyte purification and PRV-1 evalua-
tion (RT-PCR instead of real-time PCR). In a recent technical

report, Palmqvist et al® compared the quantification of PRV-1
m-RNA in whole-blood leukocytes and in selected granulocytes.
The authors clearly demonstrated that the detection of PRV-1—
positive patients in ET increases by examining purified granulo-
cytes (26% and 46% in unfractionated cells and granulocytes,
respectively).? Thus, the low percentage of PRV-1-positive patients
reported in some studies can be explained by the evaluation of
RNA extracted by unfractionated nuclear cell population. More-
over, Jelinek et al'® reported that PRV-1 m-RNA is more rapidly
degraded than control m-RNAs when blood samples are stored for
several hours before using. In our assay, granulocyte separation is
performed within 2 hours of blood collection; the hypotonic lysis of
red cells, reported in other studies,'? is not required; and granulo-
cyte pellets are stored in TRIZOL (Invitrogen, Paisley, Scotland) at
—80°C until PRV-1 analysis. In this way, the PRV-1 m-RNA
integrity is assured.

Finally, it has been demonstrated that treatment with interferon
can induce a significant decrease of PRV-1 m-RNA at real-time
PCR in PV patients.!! In our series, only a small proportion (28%)
of patients received cytoreductive therapy at the time of examination.
Interestingly, a high percentage of patients evaluated by Liu et al®
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Table 1. Characteristics of patients and healthy individuals In conclusion, we retain that a qualitative evaluation of
Patients with  Patients with  Healthy PRV-1 can be a feasible diagnostic tool for ET.
Characteristics ET ST individuals

Luciana Teofili, Maurizio Martini, Francesco Guidi, Daniela Venditti,

No. 75 27 20 Giuseppe Leone, and M. Luigi Larocca

Age
Mean, y 50 48.8 40 Correspondence: Luciana Teofili, Instituto di Ematologia, Universita Cattolica
Median, y 47 54 39 del S'z%cro Cuor'e, La?rgo Gemelli 8, 00168, Roma, ltaly; e-mail:

Range, y 24-83 2.80 20.51 l.teofili@rm.unicatt.it.

Sex, no. male/no. female 24/51 17/10 13/7

Hemoglobin level References
Mean, g/dL 134 11 13.7 i i .

. 1. Temerinac S, Klippel S, Strunck E, et al. Cloning of PRV-1, a novel member
Median, g/dL 135 105 137 of the uPAR receptor superfamily, which is overexpressed in polycythemia
Range, g/dL 7.6-16.2 7.4-22 12-15.6 rubra vera. Blood. 2000;95:2569-2576.

Hematocrit level (%) 2. Teofili L, Martini M, Luongo M, et al. Overexpression of the polycythemia
Mean 41.4 335 42 rubra vera-1 gene in essential thrombocythemia. J Clin Oncol. 2002;20:
Median 416 31.6 42 4249-4254.

Range 24.5-50.7 29.43 37-47 3. LiuE, Jelint_ek J, Pastore YD, Guan Y, Prchal JE, Prchal JT. Discrimina_tion of

No. leuk polycythemias and thrombocytoses by novel, simple, accurate clonality as-
o. leukocytes says and comparison with PRV-1 expression and BFU-E response to eryth-
Mean, x10%/L 8.9 11.9 6.6 ropoietin. Blood. 2003;101:3294-3301.

Median, xX10%/L 8.4 10.6 6.7 4. Kralovics R, Buser AS, Teo SS, et al. Comparison of molecular markers in a
Range, x109/L 4.8-245 6-32.4 4-9.8 cohort of patients with chronic myeloproliferative disorders. Blood. 2003;

No. platelets 102:1869-1871.

Mean, X109/L 808 717 239 5. Klippgl S, Strunck E, Tgmerinac S, et al. Quantification of PBV—1 mRNA dis-

. tinguishes polycythemia vera from secondary erythrocytosis. Blood. 2003;
Median, X 109/L 721 656 223 102:3569-3574.

Range, x10°/L 419-3500 605-1500 152-447 6. Florensa L, Besses C, Zamora L, et al. Endogenous erythroid and

No. subjects with splenomegaly 27 0 0 megakaryocytic circulating progenitors, HUMARA clonality assay, and

Treatment PRV-1 expression are useful tools for diagnosis of polycythemia vera and
None, no. subjects 54 27 0 essential thrombocythemia. Blood. 2004;103:2427-2428.

HU, no. subjects 13 0 0 7. Cilloni D, Carturan S, Gottardi E, gt al. Usefulpess of the quantitativg as-

R sessment of PRV-1 gene expression for the diagnosis of polycythemia vera
IFN, no. subjects 6 0 0 and essential thrombocythemia patients. Blood. 2004;103:2428.
Anagrelide, no. subjects 2 0 0 8. Tefferi A, Lasho TL, Wolanskyj AP, Mesa RA. Neutrophil PRV-1 expression

. ) ) across the chronic myeloproliferative disorders and in secondary or spuri-
ET denotes essential thrombocythemia; ST, secondary thrombocytosis; HU, ous polycythemia. Blood. 2004:103:3547-3548.

hydroxyurea; and IFN, interferon. 9. Palmqvist L, Goerttler P, Wasslavik C, et al. Comparison of methods for

polycythemia rubra vera-1 mRNA quantification in whole-blood leukocytes

. . . . d ified I tes. Clin Chem. 2004;50:644-647.
received chemotherapy at the time of PRV-1 examination (58%), and the an i puritie gr,anu ocytes. Liin Lhem -
10. Jelinek J, Jedlickova K, Guan Y, Prchal JT. Instability of PRV-1 mRNA: a

PRV-1 positivity reported is very low (16%). In contrast, in the study of factor to be considered in PRV-1 quantification for the diagnosis of polycy-

Florensa et al® the percentage of treated patients is low (29%), and themia vera. Haematologica. 2004;89:749-751.

PRV-1 m-RNA is increased in 59% of cases. So, further studies are 11. Fruehauf S, Topaly J, Villalobos M, Veldwijk MR, Laufs S, Ho AD. Quantita-
. . . tive real-time polymerase chain reaction shows that treatment with inter-

necessary to assess whether in ET patients the cytoreductive treatment

. feron reduces the initially upregulated PRV-1 expression in polycythemia
could affect the PRV-1 expression level. vera patients. Haematologica. 2003;880:349-351.
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