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KJIMHUYECKAA MEJIMIINHA

ABNORMAL FOLIC ACID HOMOCYSTEINE METABOLISM AS MATERNAL
RISK FACTORS FOR DOWN SYNDROME IN JAPAN

Noboru Takamura, Tatsuro Kondoh, Syohei Ohgi, Kokichi Arisawa, Mariko Mine,
Shunichi Yamashita, and Kiyoshi Aoyagi

Department of Public Health, Department of Pediatrics, Department of Molecular
Epidemiology, Biostatistics Section and Department of Molecular Medicine,Nagasaki
University Graduate School of Biomedical Sciences, Nagasaki, Japan

Background: Japan has been considered as «a folate sufficient area», since traditional Japanese
food contains an adequate amount of folic acid. However, the recent westernized food style of young
Japanese mothers may affect the intake of folic acid among them. This food style may contribute to
the occurrence of Down syndrome, which has proved to be linked to abnormal folate and
homocysteine metabolisms.

Aim of the study: To preliminary evaluate the levels of folic acid, homocysteine and other
relevant factors which are associated with folate metabolism, among Japanese women who had
pregnancies affected by Down syndrome.

Methods: Blood samples from 31 women who had pregnancies affected by Down syndrome (DS)
were obtained. 60 age-matched control blood samples were also obtained from mothers who had not
experienced miscarriages or abnormal pregnancies (CONT). Plasma homocysteine and serum folic
acid, vitamin B12, and B6 were measured and compared between DS and CONT. Furthermore, the
frequency of MTHFR polymorphism (C677T) was also investigated.

Results: Plasma levels of homocysteine were significantly increased in DS mothers (p=0.004). In
contrast, serum levels of folic acid were significantly decreased in DS mothers (p=0.0001). There were
no significant differences in the vitamin B12 and B6 levels between DS and CONT. Also, the
frequency of 5-10 methylenetetrahydrofolate reductase gene (MTHFR) homozygous polymorphism
showed no differences between DS and CONT.

Conclusion: Different levels of serum folic acid and plasma homocysteine between both groups
may suggest the difference of food style may contribute the occurrence of Down syndrome even in
Japan. Although there was no significant difference in the frequency of MTHFR polymorphism
between the groups, probably because of inadequate number of samples, further studies may
contribute to the understanding of the occurrence of Down syndrome in Japan.

Key words: folic acid, Down syndrome, homocysteine, 5-10 methylenetetrahydrofolate reductase
gene (MTHFR)
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HAPYHIEHUS METABOJIM3MA 'OMOLUCTEMHA, 3ABUCUMOI'O OT
®OJJIMEBOU KUCJIOTHI KAK PEAJIBHBIN ®AKTOP PUCKA
CUHAPOMA JJAYHA B AITIOHNHU

Ho0opy Takamypa, Tanypo Konno, Cuoxu Ooru, Koxkucn Apucasa, Mapuko Mumne,
Cynunuum SImacura, Kuocu Aosirn

Kadenpa o6mecTrBeHHOr0 31paBooxpaHenus, kadeapa neauarpuu, kageapa
MOJIEKYJISIPHOT ANMAEMHO0JI0THH, OT/Ie]] OMOCTATUCTHKH, Kadeapa MOJIEKYJISPHOI
MeIMIMHBI,

Boicmias mkosia omomenuuunbl, Haracaku, Sinonust

OobocHoBaHMe: SNOHNs CYUMTACTCS KPETHOHOM C JOCTATKOM (DOJIATOBY, MOCKOIBbKY
TpaJULIMOHHAs AMOHCKAs MUIIA COAEPKUT JOCTATOYHOE KOIMYecTBO (ponmeBoit KucaoTsl. OqHaKko
HaMETHBIIAsICS B MOCIIEHEE BPEMsI «EBpOIen3alts» 00paza MUTaHUS MOJIOJBIX STMOHCKUX MaTepen
croco0OHa NOBJIMATH HA MX MOTpebieHue (PoIneBoi KUCIOTh. DTO MOKET BbI3BATh YBEIUYCHUE
9acTOTH CHHIIpoMa JlayHa, TOCKONBKY J0Ka3aHo, 9TO M0I00HOE MUTAaHHUE CBA3AHO C MATONIOTHEH
MeTabomM3Ma (oTaToB U FTOMOIMCTEHHA.

Ileabio HACTOSIIIIETO UCCJIENOBAHUS SBIIACTCS TIEPBOHAYANBHAS OIIEHKA YPOBHS (DOIMEBOM
KHCJIOTBI, TOMOIIUCTEUHA U IPYTUX (JaKTOPOB, CBSI3aHHBIX C (POJIATOBBIM METAOOIM3MOM Y STTOHCKHX
KCHIIWH, Ybsi 0EPEMEHHOCTH ObLITA OTATOIICHA CHHpoMoM JlayHa.

Metoasl uccaenoBanusi: b mosydeHsr 00pasiisl KPOBU OT 31 KEHIIUHBI, Ubst
OepemeHHOCTH ObLIa oTsiToNIeHa cuHpoMoM layHna (CJ]). Takxke Obiu momy4eHsr 60 00pa3ios
KPOBH OT JKEHIITUH COOTBETCTBYIOIIETO BO3PACTA, Ybst OEPEMEHHOCTD HE 3aKOHYHIIACH BHIKU/IBIIIEM
WY TIaToJioTHel OepeMeHHOCTH. BhITo MpoBeIeHO H3MEPEHUE U CPAaBHEHUE TOMOIMCTEHHA TUIa3MbI U
CBIBOPOTOYHOU (hOJIMEBOM KHCIOThI, BUTaMKuHA B, 1 B¢ Taxoke Obla M3ydeHa 4acToTa moaumMopdusMa
MTHFR (C677T).

Pe3yabrarbl: YpoBeHs roMoricTenHa Mi1a3Mbl ObLUT 3HAYUTEIBHO YBEIUUCH Yy MaTepeii U3
rpynnst CJI (p=0.004). Harmpotus, ypoBeHb (OIUEBOM KMCIOTHI CHIBOPOTKH B JAHHOMW IPYIINEe MaTepei
0bL1 cyiecTBeHHO cHiKEH (p=0.0001). 3Ha4MMO¥ pasHUIIBI B KOJMYECTBE BUTAMHHOB B, 1 By Mexay
JIBYMsI TPYTIIIaMU BBIIBIICHO He ObUT0. YacToTa roMO3UTrOTHOTO MoJMMOp(hU3Ma reHa pexykrassl 5-10
METHJICHTETParuapoQoaTa He BbISBIIA PA3IMYUN MEXIY IBYMs TPYIIAMH.

3akirouenue: Pasublil ypoBeHb CHIBOPOTKH B (DOIMEBOI KHCIOTE U [UIA3ME TOMOLUCTEHHA B
JBYX TPpyIIax IO3BOJSET MPEANOTI0KUTh, YTO H3MEHEHHS B 00pa3e MUTaHHUS MOXKET BBI3BATh
YBEJIMYCHHE YacTOThl cuHApoMa [layHa naxe B SlnmoHuu. XOTs 3HAUUMBIX PAa3IHYUi B 4ACTOTE
nonumop¢uszma MTHFR mexay aBymst rpynnamu BeISIBJIEHO He ObIJIO, BO3MOXKHO, BBUY
HEI0CTATOYHOI'O KOJIMUECTBa 00Pa3LOB, AajbHEHILINE CCIIEI0BAHUS MOTYT BHECTH SICHOCTh B
MTOHMMaHUE YacTOThl cuHApoMa JlayHa B SAnoHuu.

KirroueBkie cnioBa: Qonuesas kuciora, cuaapom JlayHa, TOMOLUCTEHH, TeH 5-10
MeTHiIeHTeTparuapodonara pexykrassl (MTHFR).

Introduction

Down syndrome (DS [MIM 190685]) is the most common genetic cause of human mental retardation, with
an incidence of approximately 1 in 600 to 1000 live births [1]. It is estimated that | in 150 conceptions have
trisomy 21 and that 80% of these are lost during early pregnancy. It has long been recognized that the risk of
having a child with trisomy 21 increases with maternal age [2]. For example, the risk of having a liveborn with
Down syndrome at a maternal age of 30 is 1 in 1000 and at a maternal age of 40 is 9 in 1000 [3, 4].

Down syndrome has also been linked to the abnormal metabolism of homocysteine, which is led by variants
in a critical folate metabolizing enzyme [5]. A thermolabile variant of 5-10 methylenetetrahydrofolate reductase
(MTHFR) has been described in which a cytosine-to-thymine nucleotide (C677T) occurs, causing relatively
reduced enzyme activity [6].

Although several studies have been performed on the causal relationship between
homocysteine metabolism and Down syndrome in Western countries, there is scant data on
folate metabolism in Japan, since Japan has been considered to be a «folate sufficient area» [7]. However, recent
westernized food choices among young mothers may affect the incidence of Down syndrome in Japan.
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In this study, we focused on the levels of homocysteine, folic acid and other relevant factors which contribute to
homocysteine metabolism among mothers of Down syndrome children in Japan.

Key words: Down Syndrome, Folik Acid, homocysteine, polymorphism, 5-10 methylenetetrahydrofolate

reductase (MTHFR)

Materials and Methods Study participants

Before the study, ethical approval was
obtained from the special committee of
the Nagasaki University School of
Medicine (project registration no.
0207160007). Blood samples from 31
women who had a pregnancy affected by
Down syndrome (DS) were obtained at
Nagasaki University Hospital. Mean age
was 42.9 years. Blood samples of control
mothers (CONT), who had experienced no
miscarriages or abnormal pregnancies,
were obtained at several clinics in
Nagasaki city (see Acknowledgement).
In all cases, informed consents were
obtained. There was no significant
difference between each group's mean age
(42.948.3 and 42.9£9.5 years old,
respectively, p=0.74).

Hematochemical analyses

Plasma homocysteine, serum folate and
vitamins B12 and B6 were measured in
mothers of children with Down syndrome
and in control mothers. Plasma
homocysteine and serum vitamin B6 were
measured using high performance liquid
chromatography (HPLC). Serum folic acid
and vitamin B12 were measured using the
chemiluminescent immunoassay
radioimmunoassay (CLIA) method.

Genotype analyses

Genomic DNA was extracted from
blood cells using a QIAamp DNA blood
mini kit (Qiagen, Tokyo, Japan). The
MTHFR was amplified by polymerase chain
reaction using the following set of primers:
sense: 5'— CTG GGA AGA ACT CAG
CGAAC — 3'antisense: 5' — GGA AGG
TGC AAG ATC AGA GC —3..

The presence of the C677T mutation
within the MTHFR gene creates a Hinfl
restriction site that is detected by the
appearance of 226 and 165 base pair fragments
on 2% agarose gel.

Statistical Analysis

Results of continuous data (e.g., folic
acid, homocysteine, and vitamins B12 and
B6) are expressed as means + SD.
Comparisons between groups were
evaluated with the Mann Whitney test. For

count data (e.g., the number of individuals
with each genotype), comparisons of
percentage between groups were evaluated
with the x 2 test.

Results and Discussion

Plasma levels of homocysteine were
significantly increased in mothers of DS
children compared with the control group
(8.98+2.09 vs. 7.80+1.77, p=0.004). Serum
levels of folic acid were significantly
decreased in mothers of DS children
(6.43£1.38 vs. 9.88+3.60, p=0.0001). In
contrast, there were no significant
differences in vitamin B12 and B6 levels
between DS and CONT groups (data not
shown). Furthermore, analysis of the
frequency of MTHFR homozygous
polymorphism showed no differences
between DS and CONT (10.6% vs 7.1%,
p=0.85), probably due to an inadequate
number of samples.

In this study, we demonstrated the
possibility that a difference in mothers diets
may contribute to the occurrence of Down
syndrome in Japan. Less attention has been
paid to the importance of folate intake during
pregnancy in this country since Japan has been
considered to be a «folate rich country» based
upon its traditional food style that includes
abundant vegetables and rice. On the other
hand, it has been noted that food choice
among young Japanese has been rapidly
westernized [8]. Already in the United States,
the Food and Drug Administration (FDA)
recommended the addition of folic acid to
enriched grain products in 1986 and made
compliance mandatory by 1998 [9]. In the
future, such an interventional policy to reduce
the occurrence of Down syndrome may also
be needed in Japan.

Our preliminary study suggests the
importance of folate intake among Japanese
reproductive-aged women. Further
molecular epidemiological studies, as well
as nutritional education to emphasize the
importance of folate intake, may be
beneficial for the effective prevention of
Down syndrome in Japan.
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CUMYIBTAHHBIE OIIEPAILIUHA Y BOJIBHBIX OCTPBIM XOJIELUCTUTOM
B. b. Ocunos

TI'omenbckas ropoackasi KIMHAYeCKast 00IbHHIA CKOPOH MeAUIIMHCKON IIOMOIIH

OO00O01IECH ONBIT BBIIIOJIHEHUS CUMYJIBTaHHBIX OIlEpaLiii BO BpeMs J1allapOCKOMUYECKON
XOJICLIUCTIKTOMHH Y OOJIbHBIX OCTPBIM XOJICMCTUTOM B ['OMEIIbCKOM TOpoacKon
KIIMHWUYECKOU OOJIbHHIIE CKOPOH MEIUITMHCKON rmomoIH 3a nepuoy ¢ 1995 mo 2003 rox. Ha
OCHOBaHUU aHAJIN3a PE3yJIbTaTOB 145 coueTaHHBIX BMEIIATENbCTB, U3YUCHHSI U3MEHEHUI
nnaekca APACHE II B rpynnax cumMyJibTaHHBIX ONEPALMN U JIAMAPOCKOMNYECKUX
XOJICLUCTIKTOMHUIH, a TaK)Ke MPeINIeCTBYIOMINX UCCIIE0BaHUI 110 MUKPOOHOIOTHYECKUM

ACIICKTaM OCTPOro XOJICHUCTHUTA ITPEACTABIICHO 000CHOBaHME BO3MOKHOCTH BBIIIOJIHEHHUS
CUMYJIbTAHHBIX onepaum"l y OOIBHBIX OCTPBIM XOJICHUCTUTOM.

KiroueBble cioBa: cuMyJibTaHHas ONepalys, JanapoCKONMIecKasi XOJIEUCTIKTOMUS,
OCTPBIN XOJICLUCTUT.

SIMULTANEOUS OPERATIONS FOR PATIENTS WITH ACUTE
CHOLECYSTITIS

B.B. Osipov

The experience of performance simultaneous operations during laparoscopic
cholecystectomy for patients with acute cholecystitis in Gomel emergency hospital between 1995
and 2003 is summarized. Grounded on analysis of outcomes of 145 operations, the analyses of
changes of an index APACHE II in groups simultaneous operations and laparoscopic
cholecystectomy precursor researches on microbiological aspects of an acute cholecystitis the
indications and contraindications to performance of similar interferences are formulated.

Key words: simultaneous operation, laparoscopic cholecystectomy, acute cholecystitis.



