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lai ngan khong thé thuc hién miéng ndi Delta.

Nhitng bénh nhan phiu thuat n0| soi thudng
6 thdi gian hdi phuc s6m sau mé. Thdi gian rat
sonde da day va sonde bang quang trung binh
lan lugt la 13 giG va 40,3 gid. Thdi gian_trung
tién trung binh la 47,8 gid. Thdi gian rit dan luu
va ndm vién trung binh la 6,4 va 7,1 ngay. Két
qua cua ching t6i cling tuong duong cac tac gia
khac khi khang dinh uu diém 16n nhét cla bénh
nhan dugc phau thuat ndi soi la gitp bénh nhan
dd dau va hdi phuc sém sau mé[2],[6],[7].

Nghién clfu cta Yoshida khong thay su khac
biét dang ké vé ty 1€ tir vong trong 30 ngay hodc
tai bénh vién cua nhtrng bénh nhan dugc phau
thuat cdt da day md va ndi soi cling 1a 0,2% vdi
p= 0,90. Ngoai ra, khdng co sy’ khac biét dang ke
vé ty 1€ phau thuat lai va tai phat sau phau
thudt. Thdi gian ndm vién sau m& cla bénh
nhdn m& md cao hon dang k& véi bénh nhan
dudc mé ndi soi véi lan lugt 1a 15 ngay va 12
ngay, su khac biét cé y nghia théng ké vdi
p<0,001 [7].

Nghién clru cla chdng toi khéng gap ca nao
xay ra tai bi€n hay bién chiing trong va sau md
nhu chay mau, nhiém tring vét md, rd mom ta
trang, ro miéng ndi, tac rudt hay phai nhap vién
tra lai trong 30 ngay Pay la két qua rat kha quan
vGi mot ky thuat maéi dugc ap dung tai Bénh vién
K. DU vay, két qua nay c6 thé do ¢ mau cua
ching t6i con nho, vi vay can nhitng nghién cliu
Vi c§ mau 18n hon, theo ddi trong thdi gian 1au
han dé cd nhitng danh gia ky Iudng hon.

V. KET LUAN

Phau thuat ndi soi cit da day cuc xa diéu tri
UTDD giai doan cT1,2NOMO la ky thuat ngoai
khoa hién dai, c6 thé dudc ap dung mdt cach an
toan, budc dau mang lai Igi ich sGng con va chat
lugng cubc sdng cho bénh nhan UTDD giai doan
sém tai bénh vién K.

TAI LIEU THAM KHAO

1. American Joint Committee on Cancer (2018).
Gastric Cancer. AJCC Cancer Staging Manual, 8th
ed: Springer, 103-16.

2. Ferlay J, Soerjomataram I, Dikshit R, et
al.(2012). Cancer Incidence and Mortality
Worldwide. Lyon, France.: International Agency for
Research on Cancer.

3. Japanese Gastric Cancer Association. (2017).
Japanese gastric cancer treatment guidelines.
Gastric Cancer, 20(6), 1-19.

4. International Agency for Research on Cancer.
Globocan. 2018. In: Cancer Fact Sheets-
Digestive Organs: Stomach (C16) [Internet].

5. Kenneth Leung, Zhifei Sun, et al. (2020).
Minimally invasive gastrectomy for gastric cancer:
A national perspective on oncologic outcomes and
overall survival. Surg Oncology, 26(1), 324-330.

6. Katai H, Mizusawa J, et al. (2019). Short-term
surgical outcomes from a phase III study of
laparoscopy-assisted versus open distal gastrectomy
with nodal dissection for clinical stage IA/IB gastric
cancer: Japan Clinical Oncology Group Study
JCOG0912. Gastric Cancer, 20(8), 699—-708.

7. Yoshida K, Honda M, et al. (2018). Surgical
outcomes of laparoscopic distal gastrectomy
compared to open distal gastrectomy: A
retrospective cohort study based on a nationwide
registry  database in  Japan. Ann  of
Gastroenterological Surg, 7(6), 325-9.

XAC PINH POT BIEN GEN CYP21A2 TREN BENH NHAN
TANG SAN THUO'NG THAN BAM SINH THIEU 21-HYDROXYLASE
THE NAM HOA PON THUAN

Tran Van Khanh*, Vii Chi Diing* **, Tran Huy Thinh*

TOM TAT

Tang san thugng thdn bdm sinh do thiéu hut
enzym 21- hydroxylase la bénh di truyén I13n nhiém sic
thé thudng gy nén do dot bién gen CYP21A2. Bénh
dudc chia thanh 3 thé bénh 1am sang chinh la the mat
mudi, th& nam héa don thuin va thé khdng cd dién.

*Truong Pai hoc Y Ha Noi

**Bénh vién Nhi Trung uong

Chiu trach nhiém chinh: Tran Huy Thinh
Email: tranhuythinh@hmu.edu.vn

Ngay nhan bai: 17.12.2020

Ngay phan bién khoa hoc: 25.01.2021
Ngay duyét bai: 10.2.2021

196

Thé nam hoa don thuan (hoat tinh enzyme 21-
Hydroxylase con 1-2%) cd biéu h|en 1am sang bao
gom mag ho g|d| tinh, day thi s6m va ting phat trién
chiéu cao, tudi xufdng Viéc xac dinh dét bién cé y
nghia quan trong trong chan doan, dic biét tron

trudng hgp bleu hién lam sang khong dién hinh dé&
phan biét thé bénh. Nghién clfu dugc thuc hién véi
muc tiéu: xac dlnh dot bién trén bénh nhan tang san
thugng than bam sinh thé bénh nam héa don thuan.
20 bénh nhan TSTTBS thé nam héa don thuin dugc
la chon vao nghién ctu. Nghién cu’u phét hién dugc
6 kiéu gen, trong d6 kiéu gen cé ti 1& cao nhat 13
Del/p.I1172N (35%), dufng th(r hai 13 p.1172N/ p.I172N
(25%), ti€p d6 1a cac ki€u gen 12g/p.I1172N (20%),
p.I172N/p.R356W  (10%), p.I[172N/p.Q318X va
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p.I172N/p.R426C (5%). DOt bi€n dong hgp tir chiém
25%, dot bién di hgp tir chiém 75%. Allele dot bién co
ti 1€ xuat hién cao nhat la p.I172N (60%), ti€p theo la
Del (17%), p.R356W (10%), I12g (9%), p.Q318X (2%)
Va p.R426 (2%).

Tu khéa: TSTTBS, CYP21A2, MLPA, gidi trinh tu
gen, nam hda dan thuan

SUMMARY
MUTATION IDENTIFICATION IN PATIENTS
WITH SIMPLE VIRILIZING CONGENITAL
ADRENAL HYPERPLASIA

Congenital adrenal hyperplasia (CAH) due to 21-
hydroxylase deficiency is an autosomal recessive
disorder commonly caused by CYP21A2 gene
mutation. The disease is classified into three major
clinical subtypes: salt wasting, simple virilizing and
non-classical. Simple virilizing type (enzyme activity
increased by 1 to 2% compared with Salt wasting
type) with clinical manifestations including early onset
puberty and increase height, bone age, with the most
common clinical manifestations is gender ambiguity.
Identification of mutations is important in diagnosis,
especially in cases of atypical clinical presentation for
accurate differentiation diagnosis. The study was
conducted with the aim of identifying mutations in
patients with simple virilizing congenital adrenal
hyperplasia due to deficiency of 21-hydroxylase.
METHODS: Twenty-one patients with 21-OH CAH
recruited for CYP21A2 gene analysis to identify
mutations. RESULTS: Mutations were detected in
100% of patients with simple virilizing CAH. Of which
homozygous mutations accounted for 25%,
heterozygosity accounted for 75%. The most common
genotypes were Del / p.I172N (35%), second was
p.I172N / p.I172N (25%), followed by genotypes I2g
/ p.I172N (20%), p. I172N / p.R356W (10%), p.I172N
/ p.Q318X and p.I172N / p.R426C (5%). Mutation
allele with the highest incidence was p.I172N (60%),
followed by Del (17%), p.R356W (10%), I12g 9%),
p.Q318X (2%) and p.R426 (2%).

Keywords: Congenital adrenal hyperplasia,
CYP21A2, MLPA, sequencing, simple virilizing
I. DAT VAN DE

Tang san thugng than bdm sinh (TSTTBS) la
bénh xay ra do gidam mot phan hoac hoan toan
chirc nang clia enzym 21-hydroxylase, gay roi
loan qua trinh t&ng hdp cortisol tir cholesterol &
tuyén thugng than. Mirc d6 ndng cua cac triéu
chitng l1dm sang khac nhau va phu thudc vao
hoat d6 21-Hydroxylase (21-OH) cla bénh nhan
[1], [2]. Kiéu hinh Idm sang cla TSTTBS dudc
chia ra thanh thé cd dién va thé& khdng c6 dién.
Thé cd dién lai dugc chia ra thanh thé cd dién
mat mudi (MM) (salt wasting - SW) va nam héa
don thuan (NHDT) (simple virilizing - SV) dua
trén mic do thi€u hut aldosterone cla bénh
nhan [3], [4]. Tiéu chudn dé phan loai ki€u hinh
dua trén cac triéu chirng lam sang va xét nghiém
hormon, thé nam hda dan thuan cd triéu ching

Idm sang bao gdbm ma ho gidi tinh, day thi sGm
va téng phat trién chiéu cao, tudi xucong. Hoat
ddé enzyme 21-Hydroxylase ctia bénh nhan thé
nam hda don thuan dugc udc tinh thong qua
nghién cru in vitro chi con 1-2% so véi ngudi
binh thudng [5].

C6 mdi tuong quan chat ché gilra ki€u gen va
ki€u hinh & bénh nhan TSTTBS. Nghién clru cla
Krone va cong su da xac dinh dugc bon nhém
dot bién chinh trong TSTTBS la NULL, A, B, C véi
bi€u hién 1dm sang tuong Ung [3]. Trong dd
nhém NULL va A gdy thé bénh mat mudi va
nhém B thudng gdy thé bénh nam hda dan
thuan. Nhdm dot bién B dugc dinh nghia la dot
bién dong hgp tir p.I172N hoac di hgp tir trong
do 1 allele mang dot bién p.I172N. Viéc xac dinh
dugc dot bién gen do vay cé vai tro quan trong
trong chan dodn sdm va du doan thé bénh cua
bénh nhan. Do vay, dé tai dugc thuc hién véi
muc tiéu: xac dinh dét bi€n trén bénh nhan tang
san thugng than bam sinh do thiéu hut enzym
21- hydroxylase thé bénh nam hda don thuan.

Il. DOl TUQONG VA PHU'ONG PHAP NGHIEN CU'U

1. PGi tugng. 20 bénh nhan TSTTBS thi€u
enzym 21-OH thé nam hda don thuan dugc chan
dodn va diéu tri tai Khoa Ndi tiét - Chuyén hoa -
Di truyén, Bénh vién Nhi Trung uong.

2. Phuong phap

2.1. Ky thuat tach chiét DNA. DNA dugc
tach chiét tr bach cau mau ngoai vi theo quy
trinh phenol/chloroform. Tat ca cac mau DNA sé
dugc ti€n hanh do nbng d va do tinh sach, chi
c6 mau DNA dat gia tri > 1,8 mdi dat yéu cau vé
tinh sach va dugc s dung dé phan tich.

2.2 Ky thuat giai trinh tu gen. Toan bd
chiéu dai gen CYP21A2 dugc khuéch dai bang
phan (ng PCR véi cac cap moi dac hiéu.

- Thanh phan phan (ng: thé tich 20 pl gom:
100 - 150 ng DNA, 5 pmol primer, 200 pmol/Il
dNTP, 2 dan vi enzym Taq polymerase va 2 yl
GeneAmp 10 x buffer.

- Chu trinh nhiét: 94°C/5pht, [94°C/1phut,
60°C/1phdt, 72°C/iphdat] x 35 chu  ky,
72°C/2phdt, gitt & 15°C. San phdm PCR dugc
dién di trén gel agarose 1%, 90V trong 30 phut.

- San phdm PCR sau khi dién di trén gel
agarose dudc tinh sach bang Gel purification Kit
trude khi ti€n hanh gidi trinh tu gen. P& giai
trinh tu dugc toan bd gen CYP21A2, st dung cac
moi nhu da moé ta & bang 2.1. Quy trinh  dugc
thuc hién theo phudng phap BigDye terminator
sequencing (Applied Biosystems, Foster city, USA).
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Két qua gidi trinh tu' gen dugc phan tich béng
phan mém CLC Main Workbench. Mau DNA cua
bénh nhan dugc so sanh véi mau DNA déi chiing
va trinh tu cla CYP21A2 trén GeneBank
(Accession humber NM_0005002)

2.3 Ky thuat MLPA. S dung kit MLPA
PO50B2 (MRC- Holland) dé& phét hién dot bién
x0a doan trén bénh nhan va ngudi lanh mang
gen bénh. Thanh phan cla kit gobm cac dau do
(probe) dé khuyéch dai gen CYP21A2, moi dau
do tuong ('ng v8i mot vung gen, ngoai ra con co
cac dau do dac trung cho gen cua ngugi cling
dugc sir dung dé lam di chiing va 2 dau do cho
nhiém sic thé X va Y dé xac dinh gidi tinh. San
pham khuéch dai s& dugc dién di mao quan trén
mdy giai trinh ty. S8 lugng san pham khuéch dai
clla moi dau do sé ty |é thuan vdéi s6 ban copy
cla doan DNA dich dac hiéu vai dau do dé.

3. Pao dirc nghién citu trong Y hoc.
Nghién cru tuan tha tuyét déi cac quy dinh vé
dao dic trong nghién clitu y sinh. Bénh nhan
hoan toan tu nguyén tham gia vao nghién clu.
Bénh nhan hoan toan cdé quyén rut lui khdi
nghién cttu khi khong dong vy ti€p tuc tham gia
vao nghién ciru. Bénh nhan sé dugc thong bao
vé két qua xét nghiém gen dé gilp cho cac bac
sy tu van di truyén hodc lua chon phac do diéu
tri phl hgp. Cac thong tin ca nhan sé dugc dam
bao bi mat.

Il. KET QUA NGHIEN cUU

Két qua nghién clru phat hién dugc dot bién
trén 100% s6 bénh nhan TSTTBS thé nam hda
don thuan. Trong d6 dot bién dong hop tor
chiém 25%, dot bién di hgp tir chiém 75%. Kiéu
gen thudng gdp nhat la Del/p.I172N (35%),
ding th(r hai la p.I1172N/ p.I1172N (25%), ti€p dé
& cadc kiéu gen I2g/p.I172N  (20%),
p.I172N/p.R356W (10%), p.I172N/p.Q318X va
p.I1172N/p.R426C (5%) (Bang 1, Hinh 1).

Bang 1. Két qua phat hién dét bién gen
CYP21A2 cua bénh nhan

L Pong/Di | S6ca [Tylé
Kieu gen hq: i |bénh (n) %
Del/p.I172N |Heterozygous 7 35
p.I1172N/p.I172N | Homozygous 5 25
12g/p.I1172N |Heterozygous 4 20
p.I1172N/p.R356WHeterozygous 2 10
p.I172N/p.Q318X|Heterozygous 1 5
p.I1172N/p.R426C|Heterozygous 1 5

Tong cong 30 [100%

Hinh 1: Ti Ié cdc kiéu gen trong nghién ciu
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Hinh 2: Ti Ié cac allele trong nghién ciuu

Ti 18 cac allele dugc biéu dién qua hinh 2 trong
do allele dot bién cd ti Ié xudt hién cao nhat la
p.I172N (60%), tiép theo 1a Del (17%), p.R356W
(10%), 12g (9%). Hai allele c6 ti 1€ xuat hién thap
nhat la p.Q318X (2%) va p.R426 (2%).

Del g pR3%6W pQ3ISX pR426C

Cc.515T=A
p-I172N
v

287

b

Bénh nhan

(9]

Nguwdi binh thuong

AT T (U

€.1276C=T
P-R426C

Nguwoi binh thwong Bénh nhan

A

B

Hinh 3: Hinh anh dot bién di hop tu' p.1172N va p.R426C két hap
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Két qua gidi trinh ty gen CYP21A2 trén clng
1 bénh nhan trong hinh 3 cho thay bi dot bién di
hop t p.I172N va p.R426C & 2 vi tri: (A) thay
thé nucleotid 515T>A dan dén b ba thir 172
ATC ma hda Isoleucin chuyén thanh AAC ma hda
Asparagin (I172N), (B) thay thé nucleotid
1276C>T dan dén b6 ba th&r 426 CGC ma hda
Arginin chuyén thanh TGC m3 hda Cystein (p.R426C).

IV. BAN LUAN

Nghién clu da xac dinh dugc dot bién trén
cac bénh nhan TSTTBS thé nam hda don thuan.
Trong s6 6 ki€u gen dugdc xac dinh, kiéu gen cd
ti & cao nhat la Del/p.I172N (10/42; 23,8%);
ding thd 2 13 p.I1172N/p.I172N (8/42; 19,1%)
va 12g/p.I1172N (4/42; 9,5%). K& qua nghién
cru clia chdng t6i cling phu hgp vdi nghién ciu
trén 187 bénh nhan da ching toc thé nam hda
don thuan, trong dé ki€éu gen phé bién nhét Ia
Del/p.I172N (28,3%); I2g/p.I172N (19,3%) va
p.I172N/p.I1172N (11,2%). Ti Ié xuat hién allele
p.I172N trong nghién clru cta ching to6i la 60%,
ti 16 nay trong nghién clru cta Krone va cong su
nam 2000 trén 155 bénh nhan nguGi Buc la
44,2% [3]. Su khac biét nay c6 thé dudc giai
thich do su khac biét vé ching téc cling nhu
khac biét trong tiéu chudn chon mau cua nghién
clu.

Trong nghién cu cla chdng téi cac bénh
nhan TSTTBS thé nam hda don thudn déu mang
it nhat 1 allele d6t bién p.I1172N. Kiéu gen cua
cac bénh nhan trong nghién clu déu du tiéu
chudn x&p loai vao dét bién nhém B, la nhém
ki€u gen tuong quan véi ki€u hinh nam hda don
thuan. Cac nghién clru phan tich trén silico déu
cho th8y céc du bao ki€u hinh d&i véi cac kiéu
gen c6 doét bién p.I172N la thé NHDT, du doédn
nday d& dugc khang dinh bang theo doi ldu dai
dién bién l1am sang. Tiép theo thi nghién citu mo6
hinh protein cling du bdo la dot bién p.I172N
gay mat bao ky nudc cia enzym va gay bénh
thé€ NHDT. Cac du bdo nay dugdc khang dinh bdi
cac nghién cu bi€u hién gen in vitro va da cho
thdy rang dot bién p.I172N gdy giam hoat do
21-OH con 2% so V@i binh thugng [6] [2] [7].
Nghién cru cta Krone va cong su cho thdy 74%
s6 bénh nhan mang ddt bién p.I172N mac thé
nam hda don thuan [3], [8].

Nghién clu xac dinh dét bién gen trén cac
bénh nhan TSTTBS thé nam hda don thuan sé&
gdp phan vao s6 liéu gilp chan doan va diéu tri
cho chugng trinh sang loc sa sinh cling nhu' cac
bénh nhan dugc chadn dodn sém nhiing ngay

dau sau sinh. Két qua cla nghién cfu nay gop
phan vao thuc hanh tu van di truyén, dac biét
trong trudng hop cd bé va me déu la ngudi
mang gen. Két qua sé dudc sir dung phuc vu tu
van di truyén ciing nhu chdn doan va diéu tri
trudc sinh, gilp ngdn chdn va lam giam ti I1é mac
TSTTBS.

V. KET LUAN

Két qua xac dinh doét bién gen trén 20 bénh
nhan TSTTBS thé nam hda don thuan cho thdy
100% bénh nhan cé dot bién. Trong do dot bién
dong hop tor chiém 25%, dot bién di hop tor
chiém 75%. Ki€éu gen thudng g3p nhat Ia
Del/p.I172N (35%), ding th¢ hai la p.I172N/
p.I172N (25%), ti€p d6 1a cac kiéu gen
12g/p.1172N (20%), p.1172N/p.R356W (10%),
p.I1172N/p.Q318X va p.I1172N/p.R426C (5%).
Allele coti 1€ xuat hién cao nhat la p.I172N
(60%), tiép theo I3 Del (17%), p.R356W (10%),
12g (9%), p.Q318X (2%) va p.R426 (2%).

Lai cam on. Nghién citu dudc thuc hién su
gilp dG cla cac can bd cua Trung tam nghién
ctu Gen- Protein, B6 mon Nhi, Trudng Dai hoc Y
Ha Noi; Khoa Noi tiét-Chuyén hda- Di truyén,
Bénh vién Nhi Trung uang.
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