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Tom tat

Dit vin dé: HER-2/neu 1a mot chi diém sinh hoc c6 tinh tién luong kha ning dap tmg tot véi hoa tri
lidu c6 phdi hop trastuzumab trong ung thu da day. Nghién ctru ndy nham muc tiéu: Panh gia tinh trang
khuéch dai gene HER-2/neu bang k¥ thuat FISH ¢ bénh nhdn ung thu da day. Péi twong va phwong
phap nghién ctru: 36 bénh nhan ung thu da day duoc chan doan HER-2/neu bang ky thuat FISH véi kit
PathVysion™ HER-2 DNA Probe (gém probe HER-2/neu va probe CEP-17) trén mau mb sinh thiét da
day hoic 14y qua phiu thut. Két qua: 03 trudng hop c6 khuéch dai gene HER-2/neu chiém ty 18 8,3%.
Ty I€ co khuéch dai gene HER-2/neu ¢ thé rudt va thé lan toa theo phan loai Lauren lan luot 1a 11,8%
va 5,2%. Két luan: Chung t6i da tmg dung thanh cong ky thuat FISH trén mau mé ung thu da day. K§
thuat nay co thé thuc hién thuong quy dé gop phan chon Iya nhitng bénh nhan c6 kha ning dap ung voi
hoa tri lidu phdi hop trastuzumab.

Tir khéa: Ung thu da day, lai tai ché huynh quang, HER-2/neu

Abstract
A PILOT STUDY OF HER-2/neu GENE AMPLIFICATION ASSESSED BY
FLUORESCENCE IN SITU HYBRIDIZATION (FISH) IN GASTRIC CANCER
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Background: HER-2/neu is a predictive biomarker for treatment of gastric cancer using
trastuzumab in combination with chemotherapy. This study aimed to evaluate the status of HER-2/
neu gene amplification using fluorescence in situ hybridization (FISH) in gastric cancer. Patients and
methods: thirty six gastric cancer patients were assessed HER-2/neu gene amplification by FISH using
PathVysion™ HER-2 DNA Probe kit (including HER-2/neu probe and CEP-17 probe) with biopsy and
surgical specimens. Results: The HER-2/neu gene amplification was observed in three cases (8.3%), the
HER-2/neu gene amplification rate in Lauren’s intestinal-type and diffuse-type were 11.8% and 5.2%,
respectively. Conclusion: We applied successfully FISH technique with gastric cancer tissue samples.
This technique could be performed as routine test in gastric cancer in order to select patients that benefit
from trastuzumab in combination with chemotherapy.
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1. PAT VAN PE

Ung thu da day 1a mt trong nhitng nguyén nhan
chinh gay tir vong do bénh tat trén toan thé gioi,
v6i thoi gian sdng con trung binh ké tir khi phat
hién bénh la dudi mot nam [8]. Nhiing nghién ctu
gan diy di m& ra mot trién vong trong viéc didu
tri ung thu da day, dac biét la nhitng nghién ctu
diéu tri hudng dich bang cac chit c6 hoat tinh sinh
hoc dua trén nhiing thanh tyu khoa hoc lién quan
co ché bénh sinh phan tir trong ung thu. Mot trong
nhitng gene sinh ung thu (oncogene) dugc quan
tam nghién ctru 1a HER-2/neu (Human Epidermal
growth factor Receptor 2), khu trt trén nhiém sic
thé 17 (17q11.2-q12), mi hoa cho protein dong
vai tro 1a receptor cho yéu to ting truong biéu bi.
Su khuéch dai ciia gene HER-2/neu din dén tinh
trang biéu hién qua muc cta protein twong Gmg &
mang té bao 1am rdi loan qué trinh phan bao tao
diéu kién cho viéc hinh thanh khéi u [6]. Vi vy,
trastuzumab (Herceptin), mot khang thé don dong
hudng dich dén cac domain ngoai bao clia receptor
HER-2/neu, da va dang 1a mot lya chon diéu tri
hang d4u cho cac bénh nhan ung thu ¢c6 HER-2/neu
duong tinh, dac biét 1a ung thu va va ung thu
da day. Mot thir nghiém lam sang mdi day (ndm
2010) trén quy md rong lon 1a nghién ciru ToGA
(Trastuzumab for Gastric cancer) di cho thiy viéc
str dung trastuzumab phdi hop voi héa tri lidu trong
diéu tri ung thu da day tién trién c6 HER-2/neu
dwong tinh ¢6 hiéu qua kéo dai dang ké thoi gian
song con so voi hoa tri lidu don doc khong phdi
hop trastuzumab [12]. Tinh trang HER-2/neu
dwong tinh duoc xac dinh bang xét nghiém hoa
mo mién dich (IHC: Immunohistochemistry) hoic
lai tai chd huynh quang (FISH: Fluorescence in
situ Hybridization). Khuyén cio & My va Nhat
Ban 1a c¢6 THC 3+ hodc FISH +, con & Chau Au
la THC 3+ hoac THC 2+ kém FISH + [5]. Do do,
viéc phat trién dong thoi hai ky thuat IHC va FISH
dé xac dinh nhiing bénh nhan ung thu da day c6
HER-2/neu duong tinh 13 rt quan trong nhim
giup cac nha lam sang chon chinh xac nhém bénh
nhan c6 chi dinh diéu trj bang héa tri liéu phbi hop
trastuzumab. O Viét Nam, ky thuat IHC dé chéan
doan HER-2/neu di duoc phat trién trong nhiéu

nim qua trén cd mau mo ung thu vi va ung thu
da day. Tuy nhién, cho dén nay viéc chan doan
HER-2/neu bang k¥ thuat FISH chi m&i phat trién
& miu md ung thu vii tai mot s6 it co so'y té. Trong
khi d6, nghién ctru ToGA ciing da cho thiy c6 dén
7,5% trong nhom am tinh véi hdéa mo mién dich
(0 hodc 1+) c6 két qua dwong tinh v&i FISH [12],
va mot nghién cuu cia Hofmann (2008) trén 112
bénh nhan ung thu da day ciing cho thay ty 1é
FISH + trong nhom ICH 2+ 1a 5/14 [7]. Vi vay,
ching t6i tién hanh dé tai nay nham muc tiéu sau:
DBdnh gid tinh trang khuéch dai gene HER-2/neu
bang ky thudt FISH ¢ bénh nhdn ung thw da day.

2.POITUQNG VA PHUONG PHAPNGHIEN
cuu

2.1. Péi twong nghién ciru

- C& mau: 36 bénh nhan ung thu da day

- Tiéu chudn chon bénh: Ung thu da day dugc
chan doan dya trén hinh anh thuong ton noi soi da
day va két qua mo bénh hoc cia mau mo sinh thiét
da day qua ndi soi.

- Tiéu chudn logi trir: Nhimg trudng hop ung
thu da day tai phat, ung thu di cidn dén da day hodc
phdi hop ung thu khac.

2.2. Phuwong phap nghién ciru

2.2.1. Thiét ké nghién ciru: Nghién ctru m6 ta
cit ngang

2.2.2. Phwong phdp thu thdp méu: Céac bénh
nhan ung thu da day duoc ldy mau mé da day qua
ndi soi sinh thiét hodc phau thuat.

2.2.3. Xdc dinh tinh trang khuéch dai gene
HER-2/neu bang ky thudt FISH

- Thuec hién tai Bo mon Di truyén Y hoc, Truong
Pai hoc Y Dugc Hué

- Sinh phdm: B kit PathVysion™ HER-2 DNA
Probe v6i hai probe la:

+ Probe LSI HER-2/neu DNA dai 190
Kb duwoc danh dau huynh quang mau cam
(SpectrumOrange), dac hiéu véi gene HER-2/neu
tai locus 17q11.2-q12 trén nhidm sic thé 17.

+ Probe CEP 17 DNA dai 5,4 Kb dugc danh
dau huynh quang mau lyc (SpectrumGreen) dic
hi€u cho trinh ty DNA v¢ tinh alpha tai ving tam
ctia nhiém sic thé 17.
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- Thiét bi chinh: May lai chuyén dung ThermoBrite
va kinh hién vi huynh quang c¢6 kinh loc DAPI va
kinh loc 3 mau gdbm DAPI, Orange va Green.

- Cac buoc ky thuat:

+ Chuén bi tiéu ban mau: Cac miu md bénh
phiam ung thu da day trong khéi nén duogc cit
thanh nhiing 14t méng 5 um bang may va xu ly
theo dting quy trinh ctia khoa giai phau bénh, lam
thanh hai tiéu ban, mot tiéu ban nhudém HE dé
quan sat viing té bao ung thu, mét tiéu ban (dung
lam kinh chuyén dung cho k¥ thuat FISH) u 56°C,
18 gid trong may ThermoBrite dé thuc hién k¥
thuat FISH.

+ Khir paraffin bang xylene va con tuyét ddi

+ Tién xir Iy va xir Iy tiéu ban bang NaSCN va
protease cua Path Vysion.

+ Khir nuéce tidu ban bang cac dung dich con
70%, 85% va 100%.

+ Bién tinh va lai: Nho 10 pl probe 1én ving
c¢6 nhiéu té bao ung thu da day da duoc danh dau.
Day lam-men 1én tiéu ban va dan kin vién bang
cao su non chuyén dung. Pat tiéu ban vao may lai
ThermoBrite v&i diéu kién nhiét do nhu sau: bién
tinh & 80°C, 5 phiit roi lai & 37°C, 18 gio.

+ Rira sau lai bang dung dich SSC va NP-40.

+ Nhuom twong phan (counterstain) bang 10 pl
DAPI rdi giit tiéu ban & -20°C trong it nhét 30 phut
trude khi doc két qua dudi kinh hién vi huynh quang.

- Poc két qua

+ Poc két qua dudi kinh hién vi huynh quang:
trude tién can st dung vat kinh 10X va kinh loc
DAPI don sic dé xem ving lai DNA va xéc dinh
ving can danh gia (cac t& bao ung thu da duoc
danh dau trén tiéu ban nhuém HE),

+ Tiéu chi danh gia chat lugng tiéu ban FISH:
nhan té bao quan sat bang kinh loc DAPI, vét kinh
100X phai c6 thé phan biét duoc va co duong vién
0 rang. Cuong d0 tin hi€u lai phai sang, phan biét
va c6 thé nhin thdy r5 rang. Tin hiéu lai ¢6 hinh
oval dic hodc chudi hinh oval. Nén nén c¢6 mau
den va chi co it tin hiéu huynh quang thira. Néu
tiéu ban FISH khong dat nhitng ti€u chi trén, phai
lam lai k¥ thuat voi ti€u ban moi.

+ Pém tin hiéu lai cua hai loai probe voi kinh
loc 3 mau va vat kinh 100X: tin hiéu mau cam
dbi véi probe HER-2/neu va tin hi¢u mau luc dbi
v6i probe CEP-17. Bém du trén 20 nhan té bao da

duoc kh'flng dinh 1a té bao ung thu trén tiéu ban
nhuém HE tuong tng. Khong dém cac nhén té bao
khéng c¢6 tin hi€u hoac chi c6 mot loai tin hiéu.

+ Panh gia tinh trang khuéch dai gene
HER-2/neu:

e Néu ty 16 HER-2/CEP-17 < 2: khong quan
sat dugc khuéch dai gene HER-2/neu (am tinh)

e Néu ty 16 HER-2/CEP-17 > 2: ¢6 khuéch dai
gene HER-2/neu (duong tinh)

e Néu ty 16 HER-2/CEP-17 trong khoang 1,8
dén 2.,2: nghi ngod. Can dém 20 nhan té bao khac,
va phai duoc thuc hién bdi mdt ngudi khac. Néu
van khong rd, 1am lai k¥ thuat trén tiéu ban méi.

3. KET QUA NGHIEN CUU
3.1. Mt s6 thong tin chung ciia nhém bénh
nhén ung thw da day
Bang 1. Mot sb thong tin chung
cua nhom bénh nhan ung thu da day

Pic Phin S6 | Tyle p
diém nhom bénh %
nhan
Tudi | <60tudi | 19 52,8 | >0,05
>60tudi | 17 47,2
Gioi Nam 21 58,3 | >0,05
Nix 15 41,7
Phan | Thé rudt 17 472 | >0,05
loai " 1pdtan | 19 52,8
Lauren ,
toa

Nhgn xét: Su khac biét gilra cac nhom tudi,
gi6i, va phan loai Lauren khong c6 ¥ nghia thong
ké. Ty 1€ nam : nit = 1,4.

3.2. Tinh trang khuéch dai gene HER-2/neu
dwoge xac dinh bang ky thuat FISH

Bang 2. Ty 1¢ ¢6 khuéch dai gene HER-2/neu

Khuéch dai gene HER-2/neu | S6 | Ty
bénh | 1§
nhin | %

C6 (duong tinh) 3 8,3
Khoéng (am tinh) 33 91,7
Tong 36

Nhdn xét: Ty 1€ bénh nhan ung thu da day cé
khuéch dai gene HER-2/neu dugc xac dinh bing
ky thuat FISH 1a 8,3%.
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3.3. Moi lién quan ciia khuéch dai gene
HER-2/neu véi phén loai Lauren
Bang 3. Ty 1¢ c6 khuéch dai gene HER-2/neu
theo cac nhom phan loai Lauren

Phanlogi | COKhuéch | Ty
La reI; dai gene 1e P
u HER-2/neu | %
Thé ruot 5 11.8
(n=17)
—e 0,9198
¢ lan toa
(n=19) ! 3.2

Nhan xet: Ty 1€ co khuéch dai gene HER-2/neu
trong bénh nhan ung thu da day thé ruot 1a 11,8%,
trong khi ty 1¢ nay trong thé lan toa chi 5,2%. Tuy
nhién, sy khac biét gilra hai ty 1€ nay khong c6 y
nghia thong ke.

Hinh 1. Két qua FISH (+), tin hiéu mau cam 14 tin
hi€u lai voi probe Her-2/neu, mau lyc 1a tin hiéu
v6i probe CEP-17 (Chup duéi kinh hién vi huynh
quang v6i vat kinh 100X, kinh loc 3 mau)

4. BAN LUAN

4.1. V& mjt s6 dic diém chung cia nhom
nghién ciru

Vé tudi, nghién ctru cua chung toi trén 36 bénh
nhan ung thu da day cho thiy khong co su khac
biét vé ty 1é hai nhom 1a dudi 60 tudi va tir 60 tudi
tro 1én.

Vé gidi tinh, c6 58,3% nam va 41,7% ntt, voi
ty 1€ nam : nir 1a 1,4. Ty 1¢ gioi trong nghién ctu
clia chiing t6i tuong trr v6i nghién ciru ctia Nguyén
Van Thanh (2011) trén 82 bénh nhan ung thu da
day voi ty 18 nam: nit 1a 1,5 [3]. Nhiéu nghién ctru
trong va ngoai nudc cho thay ty 1 nam ung thu da

day thuong cao hon nit khoang 1,8 — 2,8 lan; nhu
nghién ciru cta Tran Van Hop (2006) cho thay ty
1¢ nay 1a 1,8 [2], nghién ctru ctia Nguyén Lam Hoa
la 2,5 (2008) [1] va nghién ctru cua Raziee 1a 2,8
(An Do, 2007) [11].

Vé dic diém mé bénh hoc, theo phan loai
Lauren ty 1& thé rudt trong nghién ctru cua chiing
t61 14 47,2% va thé lan toa 1a 52,8%, khong co su
khac biét vé ty 18 gitra hai thé nay (p > 0,05). Mot
nghién ctru ctia Lé Viét Nho trén 92 bénh nhan
ung thu da day ciing cho thay khong c6 su khac
biét vé ty 1é giita thé rudt chiém 48,9% va thé lan
toa chiém 51,1% [4]. Nghién ctru cia Nguyén Vin
Thanh (2011) ciing cho thay thé rudt va thé lan toa
theo phan loai Lauren c6 ty 1& tuong duwong, lan
luot 14 43,9% va 40,2%. Tuy nhién nghién ctru cia
tac gia nay con c6 thém 15,9% thé hdn hop [3],
trong khi d6 nghién cuu cua ching t6i ciing nhu
ciia Lé Viét Nho déu khong c6 thé nay. Nghién
clru cua chung t6i va cac tac gia khac trong nuéc
kha khac biét voi nhidu nghién ctru trén thé gidi
vé ty 1 cac thé theo phén loai Lauren, nhu nghién
ctru cua Hofmann (2008) trén 168 bénh nhan ung
thu da day cho thy thé rudt chiém dén 71,5%
trong khi thé lan téa chi 23%, con lai thé hon hop
1a 5,5% [7]. Trong pham vi nghién ctru nay voi cd
mau nho, ching t6i chi c6 nhitng nhan xét ban dau
nhu vdy, chua thé giai thich sy khac biét nay dugc.

4.2. Ty 1€ bénh nhin ung thw da day co
khuéch dai gene HER-2/neu dwoc xic dinh
bang FISH

Trong nghién ctru nay, chiing t6i thuc hién k¥
thuat FISH dé danh gia tinh trang khuéch dai gene
HER-2/neu. Pay 1a nghién ctru dau tién ¢ Viét
Nam thyc hién k¥ thuat FISH dé danh gia tinh
trang khuéch dai gene niy ¢ bénh nhan ung thu da
day. Trudc déy, di c6 mot sb co so'y té & thanh phd
H6 Chi Minh thyc hién k¥ thuat FISH dé danh gia
tinh trang khuéch dai gene HER-2/neu nhung chi
0 bénh nhan ung thu va. Viéc thuc hién ky thuat
FISH dé danh gia khuéch dai gene HER-2/neu &
mau md ung thu da day c6 kho khin hon so véi
mau md ung thu v, do trong mau mo ung thu da
day co ty 1& khong dong nhét cua khdi u cao hon
(4,8% so voi 1,8%) [7].
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Trong sb 36 truong hop ung thu da day dugc
chung t6i1 thuc hién ky thuat FISH c¢6 3 truong hop
¢ khuéch dai gene HER-2/neu, chiém ty 1€ 8,3%.
Ty 18 c6 khuéch dai gene HER-2/neu trong nghién
clru clia chung t6i cling ndm trong khoang ty 1& do
Stoss tong két nam 2010 tir nhidu nghién ciru trén
thé gidi1a 7,1 - 42,6% [12]. Két qua cuia chiing t6i
ciling tuong tu két qua ctia mot sé tac gia khac nhu
nghién ctru ctia Yan (Singapore, 2010) vdi ty 1€ co
khuéch dai gene HER-2/neu 13 11,7% (n = 128)
[14], nghién ctru cua Kim (Han Qudc, 2012) 1a
9% (n = 114) [9], va nghién ctru cta Tanner (Phan
Lan, 2005) 1a 12,2% (n = 131). Tuy nhién, ty 1¢
c¢6 khuéch dai gene HER-2/neu trong nghién ciru
ctia chung t6i lai thip hon nhiéu so véi nghién ciru
cua Yano (2006) véi ty 1€ co khuéch dai 12 27,1%
(n=199, p=0,027) [15].

Tinh trang khuéch dai gene HER-2/neu va qué
biéu hién protein HER-2/neu dugc xem 1a mot
yéu td tién luong doc 1ap cta ung thu da day, lién
quan dén thoi gian séng con giam [6], [10]. Tuy
nhién, HER-2/neu duong tinh lai 1a mdt chi diém
sinh hoc quan trong dé nhan biét cac bénh nhan
c6 thé dap ung vé6i diéu tri dich HER-2/neu bang
cach st dung khang thé don dong cta nguoi la
trastuzumab. Co ché tac dung diéu tri cua khang
thé nay gém: (1) co ché truc tiép 1a Grc ché sy
sinh san té bao thong qua viéc trc ché con duong
tin hiéu, didu hoa thuin (down-modulation) cua
HER-2/neu protein, hoat hoa tin hi¢u chét theo
chuong trinh (apoptosis) cua té bao ung thu; (2)
co ché gian tiép 1a wc ché khdi u do c6 hoat
tinh doc té bao qua trung gian té bao phu thudc
khang thé (antibody-dependent cell-mediated
cytotoxicity) [6]. Do d6, viéc chan doan HER-
2/neu dong vai trd rat quan trong nham giap céc
bac si 1am sang chon dugc bénh nhan co thé dap
g véi diéu tri dich HER2/neu bang trastazumab
phdi hop hoa tri lidu.

4.3. Méi lién quan cia khuéch dai gene
HER-2/neu véi phan loai Lauren

Trong 3 truong hop khuéch dai gene HER-
2/neu dugc xac dinh bang ki thuat FISH trong
nghién ctru cua chung t6i, c6 2 truong hop thudc
thé rudt theo phan loai Lauren chiém ty 1€ 11,8%;

1 truong hop thudc thé lan téa chiém ty 18 5,2%.
Tuy nhién, do c¢& mau trong nghién ctru nay con
nho nén sy khac biét gitra hai ty 1¢ trén khong co
¥ nghia thdng ké.

Hau hét cac nghién ctru ciia nhiéu tic gia trén
thé gidi déu nhan thiy ty 1& co khuéch dai gene
HER-2/neu trong thé rudt cao hon trong thé lan
tda. Nghién ctru & Han Qudc (2006) cua Park trén
182 bénh nhan ung thu da day da phat hién dugc
7 trudng hop khuéch dai gene HER-2/neu, va tac
gia cling két luan ty 1¢ c6 khuéch dai trong thé rudt
cao hon trong thé lan téa c6 ¥ nghia thong ké vai
p < 0,05 [10]. Nghién ctru cia Gravalos (Tay Ban
Nha, 2008) cho thay ty 16 HER-2/neu duong tinh &
thé rudt 1a 16%, trong khi & thé lan téa chi 7% [6].
Nghién ctru & Phan Lan (2005) ctia Tanner da ké &
trén ciing cho thay ty 18 c6 khuéch dai gene HER-
2/neu trong thé rudt kha cao, dén 21,5%, trong khi
& thé lan toa chi co 2% [13]. Pic biét, nghién ciru
ToGA nam 2010 la mét nghién ctru trén quy mo
rong, voi ) lugng bénh nhan ung thu da day duogc
chan doan HER-2/neu bang ky thuat hoa mo mién
dich va FISH Ién dén 3803 ngudi da cho thay ty 18
c6 HER-2 duong tinh trong thé rudt 1a 32%, cao
hon so véi thé lan téa chi 6% [12].

Theo Gravalos (2008), mdi lién quan giita gene
ung thu voi mot thé mo bénh hoc dic hiéu ching
t6 ¢6 mot vai dic tinh co thé dugc biéu hién cung
nhau (vi du qua biéu hién HER-2/neu va thé rudt
trong ung thu da day). Tuy nhién, nguyén nhan
dan dén gene HER-2/neu bi khuéch dai va qué
biéu hién ¢ ung thu da day thé rudt 1a kha phuc
tap va can c6 nhiéu nghién ciru sau hon [6].

Tom lai, buéc dau ching t6i da ung dung
thanh cong k¥ thuat FISH trén 36 miu md ung
thu da day va phat hién dugc 3 truong hop cod
khuéch dai gene HER-2/neu. Pay la nhitng bénh
nhan c6 kha ning dap ung voi hoa tri liéu phdi
hop trastuzumab, viéc diéu tri thanh cong s€ mo
ra mot trién vong 16n vé kha ning séng con va
chét luong sdng cho bénh nhan. Trong thoi gian
t6i, ching toi s& tiép tuc nghién ctru nay voi sb
lwong bénh nhan ung thu da day dugc thuc hién ky
thuat FISH chan doan khuéch dai gene HER-2/neu
nhiéu hon.
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5. KET LUAN

Qua vi¢c tng dung thanh cong k¥ thuat FISH
dé xac dinh khuéch dai gene HER-2/neu trén 36
bénh nhan ung thu da day, chung tdi rat ra nhiing
két luan nhu sau:

5.1. Ty 1& ¢6 khuéch dai gene HER-2/neu trén

36 bénh nhan ung thu da day 1a 8,3%.

5.2. Ty 1 c6 khuéch dai gene HER-2/neu 6 thé

rudt va thé lan toa theo phan loai Lauren lan luot
1a 11,8% va 5,2%.
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