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Toém tat

Pit van dé va muc tiéu: Vai tro clia gene p53 trong ung thu da day van dang con tranh cai. Nghién ciru
nay nham muc tiéu xac dinh ty 1& cac da hinh codon 72 trén gene p53 ¢ bénh nhan ung thu da day va
danh gia mbi lién quan cua cac da hinh codon 72 trén gene p53 vai mot s6 dic diém thuong ton trén
ndi soi va phan loai mé bénh hoc ciia ung thu da day. Poi twgng va phwong phap nghién ciru: Nghién
ctru dugc thue hién trén 68 bénh nhan duoc chan doan xéac dinh 1a ung thu da day (nhém bénh) va 136
nguoi khong ung thu da day (nhom chirng). Cac da hinh codon 72 trén gene p53 ctia ca hai nhom dugce
xéac dinh bang k¥ thuat PCR-RFLP véi DNA duoc chiét tach tir cac mau mo niém mac da day. Két qua:
O nhom ung thu da day, ty 18 cac kiéu gene Arginine/Arginine, Arginine/Proline va Proline/Proline 1in
luot 1a 29,4%; 42,7 va 27,9%, khong c6 su khac biét so vdi nhdm khong ung thu da day. Ri€ng ¢ nam
gi6i thi ty 1¢ kiéu gene Proline/Proline & nhém ung thu da day 1a 38,1%, cao hon so véi nhom khong ung
thu da day (chi 15,7%, p = 0,01). Phén tich duong cong ROC cho thiy diém cit giéi han & kiéu gene
Proline/Proline 1a 52 tudi, sém hon & kiéu gene Arginine/Proline 1a 65 tudi. Ty I¢ nhitng bénh nhan c6
kiéu gene Proline/Proline & ung thu da day Borrmann type III va IV 13 41,9%, cao hon so véi nhom type
Ivall (16,2%, p =0,037) va cling cao hon so voi nhém khong ung thu da day (18,4%, p=0,01). Ty 1¢
kiéu gene Proline/Proline & nhom ung thu da day type lan téa 1a 41,7%, cao hon nhom khong ung thur
da day (p = 0,023). Két luan: Khong c6 su khac biét vé ty 1é cac kiéu gene Arginine/Arginine, Arginine/
Proline va Proline/Proline giita nhém ung thu da day va khong ung thu da day. Tuy nhién, c6 mébi lién
quan gitra kiéu gene Proline/Proline va ung thu da day ¢ nam gi6i, cic nhom ung thu da day theo phan
loai Borrmann, nhém ung thu da day type lan tda theo phan loai Lauren.

Tw khéa: Pa hinh, codon 72, gene p53, PCR - RFLP, ung thu da day.
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Background: The role of p53 gene in the gastric cancer is still controversial. This study is aimed at
determining the rate of the p53 gene codon 72 polymorphisms in gastric cancer patients and evaluating

the relationship between these polymorphisms and endoscopic and histopathological features of gastric
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cancer. Patients and methods: Sixty eight patients with gastric cancer (cases) and one hundred and
thirty six patients without gastric cancer (controls) were enrolled. p53 gene codon 72 polymorphisms
were determined by PCR-RFLP technique with DNA extracted from samples of gastric tissue. Results:
In the group of gastric cancer, Arginine/Argnine, Arginine/Proline and Proline/Proline genotypes were
found in 29.4%, 42.7% and 27.9%, respectively. The differences of rates were not statistically significant
between cases and controls (p > 0,05). In males, the Proline/Proline genotype was found in 38.1% in
patients with gastric cancer and more frequent in patients without gastric cancer (15.7%, p = 0,01). An
analysis of ROC curve showed that the cut-off was the age of 52 in the Proline/Proline genotype, but it
was 65 years old in the Arginine/Proline genotype. The Proline/Proline genotype was found in 41.9%
in Borrmann III/IV gastric cancer, this rate was higher than Borrmann I/l gastric cancer (16.2%, p =
0.037) and also higher than controls (18.4%, p = 0,01). The rate of Proline/Proline genotype was 41.7%
in the diffuse gastric cancer, it was higher than in controls (p = 0,023). Conclusion: No significative
difference of rate was found in genotypes between gastric cancer group and controls. However, there
was the relationship between Proline/Proline genotype and gastric cancer in males, Borrmann types of

gastric cancer, the diffuse gastric cancer.

Key words: Polymorphism, codon 72, p53 gene, PCR - RFLP, gastric cancer.

1. PAT VAN PE

Ung thu da day (UTDD) la bénh ung thu ph
bién hang thi tu va 1a nguyén nhan gy tir vong do
ung thu dung thir hai trén toan thé gisi [9]. Pay 1a
mdt bénh 1y phirc tap va chiu dnh hudng ctia nhidu
yéu td. Phan 16n cac yéu t nay tac dong bang cach
gy thuong ton niém mac da day va @c ché kha
nang ty stra chira cia n6. Co thé ngudi bénh ciing
¢6 nhitng dap tng diéu hoa dé bao vé thong qua
cac yéu tb wre ché va kich thich, d6 1a san pham cua
cac gene tién ung thu va gene trc ché ung thu [15].
Mot trong nhiing gene wrc ché ung thu quan trong
& ngudi 1a gene p53, khu tra trén nhiém sic thé 17
(17p13.1). Gene nay ma hoda cho protein p53 1a
mot yéu td phién ma ctia nhidu gene c6 vai tro thic
day hién tuong ngimg chu ky té bao hoic chét theo
chwong trinh. Khi c6 nhitng bién doi trén gene
p53 chirc ning protein tuong tmg s& mat hoic suy
giam, chu ky va tudi tho cua té bao bi anh hudng,
tlr d6 tao diéu kién hinh thanh khéi u.

Gene p53 c6 kha nhidu dot bién va da hinh,
da hinh tai codon 72, thugc exon 4 cua gene la
mot trong nhitng da hinh ¢6 lién quan dén ung
thu da day. Pa hinh nay lién quan dén su bién ddi
nucleotide ctia bg ba ma tir CGC thanh CCC da tao
nén mot su thay thé acid amin thir 72 tir Arginine
(Arg) thanh Proline (Pro) [10], [11].

Trong nhitng nim qua, d4 c6 nhiéu nghién ciru
trén thé gidi nham khao sat mdi lién quan cia da
hinh codon 72 trén gene p53 véi nguy co méc ung
thu da day nhung cac két qua con chwa thong nhat.
Tuy nhién, nghién ctru ctia nhiéu nha khoa hoc da
cho thay cac da hinh codon 72 trén gene p53 co
mdi lién quan 16 véi tién trién bénh ung thu, tudi
khoi phat bénh, thoi gian sdng con va kha ning
dap ung véi hoa tri liéu nhu paclitaxel, cisplatin,
oxaliplatin, fluorouracil... Piéu nay déng vai trd
hét stc quan trong trong tién lugng bénh, theo di
va diéu tri [5], [6], [8], [13]. Xudt phat tir nhitng
thue té trén, budc dau chung toi thyc hién dé tai
“Nghién ctru xac dinh cac da hinh cia codon 72
trén gene p53 ¢ bénh nhan ung thu da day” nhim
cac muc tiéu sau:

1. Xac dinh ty lé cac da hinh codon 72 trén
gene p53 ¢ bénh nhdn ung thu da day.

2. Panh gid moi lién quan ciia cdc da hinh
codon 72 trén gene p53 véi mét so dic diém
thwong 16n trén noi soi va phan loai mé bénh hoc

cua ung thu da day.

2.POITUQNG VA PHUONG PHAPNGHIEN
cUu

2.1. Péi twong nghién ciru

- Nhém bénh: 68 bénh nhan di duoc chan doan
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UTDD duya trén thuong ton ndi soi va két qua mo
bénh hoc.

- Nhém chirng: 136 bénh nhan mic cac bénh
1y da day khac (viém da day man, loét da day...)
¢6 chi dinh ndi soi sinh thiét va khong c6 hinh
anh UTDD trén ndi soi cling nhu két qua mo
bénh hoc.

- Tiéu chudn logi trir: nhitng truong hop DNA
duoc chiét tach tir cac mau sinh thiét da day khong
dat vé sb luong va chét lugng.

2.2. Phuwong phap nghién ciru

- Thiét ké nghién ctru theo phwong phap mé ta
cit ngang c6 ddi chimg.

- Thu thap mau: Cac bénh nhan dugc léy mau
md da day qua ndi soi hoac qua phﬁu thuat.

- Thyc hién k¥ thuat PCR-RFLP dé x4c dinh da
hinh codon 72 trén gene p53:

+ Tach chiét DNA tr mau mé da day (kit
Wizard Genomic DNA Purification).

+ Thyc hién ky thuat PCR dé khuéch dai
doan gén p53 c6 chtta codon 72, véi cdp
moi gdm mdi xudi 1a 5’ -CGCAGTCAGAT
CCTAGCGTCGA-3’ va mdi nguoc la 5° -
AGTCACAGACTT GGCTGTCCCAG-3* [l1].

3.KET QUA

Thanh phan phan tng gom 12,5 pl GoTaq Green
MasterMix 2X (Promega); 10 pmol mdi mdi;
100 ng DNA khuon mau; nude cat cho du thé tich
phan tng 25 pl. Phan ung dugc thyc hién trén may
ludn nhiét Applied Biosystem 2720 véi diéu kién
nhiét do 1a: 95°C trong 5 phut, tiép theo sau la 35
chu ky gdm bién tinh & 94°C trong 1 phiit, gin mdi
& 60°C trong 1 phut, kéo dai moi & 72°C trong 1
phut 30 giay.

+ Cit san pham PCR bang enzyme Bsh1236I
(Fermentas) voi thanh phan gdm 13 ul san pham
PCR, 0,5 pl enzyme va 1,5 ul dung dich dém 10X.
U 37°C trong 16 gio.

+ Dién di san pham cat trén gel agarose 2%
trong 90 phut & dién thé 80V, nhuém ethidium
bromide va doc dudi dén cuc tim.

+ Céach doc két qua: Kiéu gene Arginine/
Arginine c6 2 san pham cat kich thudc 415 bp va
154 bp. Kiéu gene Proline/Proline c6 1 san phdm
cit kich thudc 569 bp. Kiéu gene Arginine/Proline
¢ 3 san pham cét kich thudc 569 bp, 415 bp va
154 bp.

Thuc hién tai BO mon Di truyén Y hoc Truong
Pai hoc Y Dugc Hué.

3.1. Ty 1€ cac da hinh codon 72 trén gene p53 & bénh nhan ung thu da day

Bang 3.1. Ty 1¢ cac da hinh ctia codon 72 trén gene p53 ¢ hai nhém nghién ciru

Kidu gene Khéng UTDD UTDD b
n % n %
Arginine/Arginine 42 30,9 20 29,4 p = 0,954
Arginine/Proline 69 50,7 29 42,7 p = 0,353
Proline/Proline 25 18,4 19 27,9 p=0,169
Tong 136 100 68 100

Nhin xét: Ty 18 kiéu gene ddng hop tir Proline/Proline & nhom bénh 1 27,9% trong khi nhém chimg

chi 14 18,4%. Tuy nhién, su khac biét nay khong co y nghia théng ké.

Cot 1: Kiéu gene Arg/Arg

Cot 2 va 5: Kiéu gene Pro/Pro
Cot3,4,6,7,8,9: Kiéu gene Arg/Pro
M: Thang chuan 100 bp

Hinh 3.1. Hinh anh dién di san phdm cit twong (mg véi cac da hinh codon 72 trén gene p53
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Bang 3.2. Ty I¢ cac da hinh cua codon 72 trén gene p53 theo gioi

R Nam N
Kiéu gene
Khéng UTDD UTDD p Khéng UTDD UTDD p
Arg/Arg 25 (30,1%) 9 (21,4%) 0,412 17 (32,1%) 11 (42,3%) 0,522
Arg/Pro 45 (54,2%) 17 (40,5%) 0,209 24 (45,3%) 12 (46,2%) 0,869
Pro/Pro 13 (15,7%) 16 (38,1%) 0,010 12 (22,6%) 3 (11,5%) 0,380
Toéng 83 (100%) 42 (100%) 53 (100%) 26 (100%)

Nhdn xét: Ty 1¢ kiéu gene Pro/Pro & nhom bénh cao hon nhom chimg ¢ y nghia théng ké & nam

nhung & nir sy khac biét vé ty 18 cac kiéu gene giita hai nhém khong c6 ¥ nghia thong ké.

Bang 3.3. Thong s6 duong cong ROC vé gidi han tudi UTDD theo kiéu gene

Cac théng s6 dwong cong ROC Arg/Arg Arg/Pro Pro/Pro
Dién tich dw¢i dwong cong ROC 0,599 0,727 0,703
Sai sb chuan 0,082 0,0555 0,0814
Khoang tin cay 95% 0,467-0,722 0,627-0,813 0,541-0,836
Diém cét gi6i han (tudi) >59 >65 >52
Hiéu qua cta ngudng két luan Khong hiéu qua Hi‘?;‘uﬂ;ébgn“gwc Hi‘i;’u?];éb;n'\r’]""’c

Nhdn xét: O cac nhom kiéu gene Arg/Pro va Pro/Pro c¢6 diém cat gidi han theo tudi voi hiéu qua
ngudng két luan & muc trung binh. Piém cét gidi han theo tudi cia nhoém Arg/Pro 14 65 tudi, con cia
nhém Pro/Pro xay ra sém hon, & 52 tudi.

3.2. Méi lién quan giira da hinh codon 72 trén gene p53 véi mdt s6 dic diém thwong ton trén ndi soi

va phan loai m6 bénh hoc ung thw da day

Bing 3.4. Phan b cac da hinh codon 72 gene p53 theo céc type phan loai Borrmann

UTDD
Khéng UTDD
N Borrmann Borrmann P
Kiéu gene (a) . 5
Type I va ll (b) Type lll va IV (c)
n % n % n %

p,,=0,980

Arg /Arg 42 30,9 12 32,4 8 25,8 P,.= 0,743
p,.= 0,732
p,,=0,913

Arg / Pro 69 50,7 19 51,4 10 32,3 p,.= 0,180
p,.= 0,098
P,,= 0,946

Pro / Pro 25 18,4 6 16,2 13 41,9 P,.= 0,037
p,.= 0,010

Tong 136 100 37 100 31 100

Nhdn xét: Ty 1& nhitng bénh nhan c6 kiéu gene ddng hop tir Pro/Pro & UTDD Borrmann type III/IV

cao hon nhém chimg va nhém Borrmann type I/I1 ¢6 ¥ nghia thong ke.
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Bang 3.5. Phan bd da hinh codon 72 véi UTDD theo phan loai Lauren

UTDD
i Khéng UTDD (a)
Kieu gene Type ruét (b) Type lan téa (c) p
n % n % n %
p,,= 0,834
Arg/Arg 42 30,9 15 341 5 20,8 P, = 0,383
p,.= 0,448
p.,= 0,670
Arg/Pro 69 50,7 20 45,5 9 37,5 P, = 0,703
p,.= 0,331
p,, = 0,942
Pro/Pro 25 18,4 9 20,4 10 41,7 Py = 0,112
p,.= 0,023
Téng 136 100 44 100 24 100

Nhdn xét: UTDD type lan toa c6 ty 1¢ kiéu gene dong hop tir Pro/Pro 1a 41,7% cao hon so véi nhom
khong UTDD 1a 18,4%. Sy khac biét nay c6 y nghia thong ké.
Bang 3.6. Phian bd da hinh codon 72 véi d6 biét hoa UTDD

Codon 72 trén gene Tot Vira Kém
53 P
p n % n % n %
Arginine/Arginine 9 47,4 1 8,3 10 27,8 p = 0,060
Arginine/Proline 3 15,8 7 58,4 18 50,0 p = 0,025
Proline/Proline 7 36,8 4 33,3 8 22,2 p = 0,437
Téng 19 100 12 100 36 100

Nhdn xét: Ty 1¢ kiéu gene dong hop tir Pro/Pro & UTDD biét hoa kém (22,2%) thap hon khi so sanh
v6i cac thé biét hoa vira (33,3%) va tot (36,8%) nhung su khac biét nay khong c6 y nghia thong ké

(p>0,05).

4. BAN LUAN

Trong nhimg nim qua, mdi lién quan giira céc
da hinh codon 72 trén gene p53 voi nguy co méc
bénh ung thu trong d6 ¢6 UTDD duoc nhiéu nha
khoa hoc ddc bi€t quan tdm nghién cuu, tuy
nhién van chua nhan duoc su d@)ng thuén trong
cac két qua nay. Céc kiéu gene dong hop tir Arg/
Arg hoic Pro/Pro déu c6 vai trd nhét dinh trong
mot s6 bénh ung thu nhu ung thu da day, vu,
budng trimg, thuc quan, tuyén giap, vom hong,
tién liét tuyén, da...[11].

Két qua nghién ctru ciia chung t6i ¢ bang 3.1
cho thay ty 18 cac kiéu gene Arg/Arg, Arg/Pro
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va Pro/Pro & nhom ching (khong c6 UTDD) lan
luot 14 30,9%:; 50,7% va 18,4%. Két qua nay ciing
tuong dong véi két qua nghién ctru ciia nhiéu tac
gia khac trén thé gidi nhu Hiyama (2002) v6i cac
kiéu gene co ty 1€ lan luot 1a 43,1%; 44,8% va
12,1% [4] va Chung (2006) voi cac ty 1€ 1a 39,5%;
41,9% va 18,6% [2]...

Ty 1¢ ctia cac kiéu gene trén & nhom bénh nhan
UTDD lan lugt va 29,4%; 42,7% va 27,9%. Su
khac biét vé phan b cac kiéu gene Arg/Arg, Arg/
Pro va Pro/Pro gitta hai nhéom UTDD (n = 68)
va khong UTDD (n = 136) trong nghién cuu cua
chung t6i khong c6 y nghia théng ké. Trén thé
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gi6i cling c6 nhiéu nghién ctru nhan dinh két qua
twong tu nhu Hiyama (nghién ctru trén 117 nguoi
UTDD va 116 nguoi khong UTDD) [4] va Khayat
(nghién cuu trén 54 nguoi UTDD va 54 nguoi
khong UTDD) [7]. Tuy nhién, mdt nghién cua Yi
(2006) thuc hién véi ¢d mau kha 16n 1a 292 bénh
nhan UTDD va 216 bénh nhan khéng UTDD cho
thiy ty 1& kiéu gene dong hop tir Pro/Pro & nhom
UTDD cao hon c6 ¥ nghia théng ké so voi nhdm
khong UTDD, 22,3% so voi 11,1% (p < 0,05)
[12]. Nghién ciru ciia chiing t6i cho thiy ty 1& kiéu
gene Pro/Pro trong nhom UTDD la 27,9%, trong
khi 6 nhom khong UTDD chi 18,4%, tuy nhién su
khac biét nay khong c6 ¥ nghia khong ké, co thé
do c¢& mau trong nghién ctru nay con kha nho.

Khi phan tich sy phan bé cac kiéu gene ciia ca
hai nhom theo gidi (bang 3.2) ching t6i nhan thay
& nam gi6i ty 1& kiéu gene Pro/Pro ciia nhom
UTDD cao hon ¢6 ¥ nghia théng ké so v6i nhém
khong UTDD, 38,1% so véi 15,7% (p = 0,010).
Trong khi d6 ¢ nt gidi thi sy khac biét gitia
cac kiéu gene gitra hai nhém khong c6 y nghia
théng keé.

Két qua cic thong s6 duong cong ROC &
bang 3.3 cho thdy diém ct gi6i han theo tudi ¢ cac
nhém kiéu gene Arg/Arg, Arg/Pro va Pro/Pro lan
lwot 14 >59 tudi, >65 tudi va > 52 tudi. Dic biét
ngudng két luan theo tudi & hai kiéu gene sau déu
¢6 hiéu qua, va dat murc trung binh. Diéu nay goi y
nguy co xuat hién UTDD & nhitng ngudi mang kiéu
gene Pro/Pro 1a sém hon so véi cac kiéu gene con
lai. Mot nghién ctru cia Zun-Wu Zhang va cong su
(2003) trén 120 ngudi duge chan doan UTDD va
277 ngudi nhom ching da co nhan dinh kiéu gene
Arg/Arg c6 thé lién quan véi mot sy khoi phat
mudn bénh UTDD hodc v6i mot kha ning song
con lau hon [14]. Nhu vay, c6 thé thiy nhimg nhan
dinh trong nghién ctru cua chung t6i va nghién ctru
ctia Zun-Wu Zhang ciing ¢ sy twong dong nhét
dinh. Tuy nhién, cin nhiéu nghién ctru hon nita dé
xac nhan nhitng nhan dinh trén.

DPé danh gia mbi lién quan giita da hinh
codon 72 & gene p53 voi UTDD theo phan loai
Borrmann, ching t6i chia thanh hai nhom, mot

nhoém gdm Borrmann type I va type II va nhom
con lai gdm Borrmann type III va type IV. Bang
3.4 cho thay ty 1& nhitng bénh nhén c6 kiéu gene
ddng hop tir Pro/Pro & nhoém UTDD theo phan loai
Borrmann type III va IV 1a 41,9% cao hon so v&i
UTDD Borrmann type [ va Il 14 16,2% (p = 0,037)
va cling cao hon so voi nhom khong UTDD la
18,4% (p = 0,01).

O bang 3.5, chung toi phén tich cac kiéu gene
Arg/Arg, Arg/Pro va Pro/Pro theo céc type cua
phan loai Lauren. Két qua cho thiy khong c6 su
khac biét c6 ¥ nghia théng ké vé ty 1é cac kiéu
gene gitra hai nhom UTDD type lan toa va UTDD
type rudt. Két qua nghién ctru ctia ching toi twong
tu voi tac gid Chung (2006) [2]. Khi so sanh ting
nhom UTDD theo phan loai Lauren v4i nhém
chtng, ching toi nhan thdy chi c6 & nhém
UTDD type lan toa 1a ¢6 ty 1¢ kiéu gene dong
hop tir Pro/Pro cao hon c¢6 ¥ nghia thdng ké,
41,7% so véi 18,4% (p = 0,023). Két qua nay
pht hop v6i mot sé nghién ctru khac nhu nghién
ctru cua Hiyama (2002) cho thay ty 18 Pro/Pro
O type lan tdéa la 22,2%, cao hon so v&i nhom
chiing 12,1% véi p < 0,05 [4]. Nam 2009, Gao
va cong su da phén tich téng hop két qua cua 55
nghién ctru va da nhan dinh kiéu gene Pro/Pro co
lién quan dén ting nguy co UTDD type lan téa &
ngudi chau A [3].

V& mbi lién quan giita cac da hinh codon 72
trén gene p53 v6i do biét hoa cua UTDD, két qua
& bang 3.6 cho thay ty 18 kiéu gene dong hop tir
Pro/Pro ¢ bénh nhan UTDD thé biét héa kém
chi 14 22,2% trong khi & cac thé biét hoa t6t 1a
36,8% va biét hoa vua la 33,3% nhung su khac
biét nay khong co ¥ nghia théng ké (p>0,05).
Tuy nhién, nim 2007 qua phén tich tong hop tir
s6 liéu cia 12 nghién ctru bénh-ching, tic gia
Zhou nhén thdy ¢ nhitng bénh nhén da tring thi
UTDD thé biét hoa kém c6 tan sb xuét hién kiéu
gene Pro/Pro thdp hon so voi biét hoa tét co y
nghia théng ké, p<0,05 (OR = 0,13; 95%CI =
0,03-0,64) [15]. Vi vay, trong thoi gian tdi chung
to1 s€ tiép tuc nghién ctu thém dé xac nhan su

khac biét nay duoc chinh xac hon.
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5. KET LUAN

Qua nghién ctru cac da hinh codon 72 cua gene
p53 trén 68 bénh nhan ung thu da day va 136 bénh
nhan khéng ung thu da day, ching t6i c6 nhiing két
ludn nhu sau:

- O nhom ung thu da day, ty 1¢ kiéu gene di hop
tir Arginine/Proline 1a 42,7%, kiéu gene dong hop
tu Arginine/Arginine 1a 29,4% va Proline/Proline
14 27,9%. Khong c6 su khac biét vé ty 1é cac kiéu
gene so voi nhom khong ung thu da day. Riéng

& nam gidi thi ty 1¢ kiéu gene Proline/Proline &
nhom ung thu da day 1a 38,1%, cao hon c6 y nghia
théng ké so v6i nhom khong ung thu da day (chi
15,7%). Kiéu gene Proline/Proline c6 diém cit
giéi han theo tudi 1a 52 tudi, som hon cac kiéu
gene kia (phan tich duong cong ROC).

- C6 mbi lién quan giita kiéu gene Proline/
Proline vdi cac nhom ung thu da day theo phan
loai Borrmann va ung thu da day type lan toa theo

phan loai Lauren.
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