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NGHIEN CUU NHIEM SAC THE PHILADELPHIA
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TOM TAT

Tir thang 5/2011 dén théng 8/2012, véi 30 bénh nhan duoc chdn doén bach céu kinh dong hat (CML) duwa
trén hinh thai hoc té bao dén diéu tri tai khoa Huyét hoc Lam sang-Bénh vién Trung wong Hué, chiing toi
tién hanh déng thoi 2 ki thuat: nudi cdy té bao tim NST Ph1 va ki thuét khuéch dai chudi gen (PCR) tim té
hop gen BCR/ABL. Ty Ié NST Ph1 bang phuong phép nudi cdy té bao la 70%, ty 16 BCR/ABL béng phuong
phép PCR la 96,7%. Khi khao sét ty Ié NST Ph1 va ty Ié t6 hop gen BCR/ABL, ¢6 sw khéc biét c6 y ngh/"a
théng ké gitra hai phuong phép nudi cdy té bao va phuong phap PCR voi p<0,05. D6 phi hop K gitra ky
thuat nudi cy té bao véi ky thuat PCR: K = 0,18.

Tir khéa: bach cau kinh dong hat, nhiém séc thé Philadelphia.

SUMMARY .
PHILADELPHIA CHROMOSOME STUDIES IN PATIENTS
WITH CHRONIC MYELOGENEOUS LEUKEMIA

Bui Thi Thu Thanh, Nguyen Duy Thang, Nguyen Thi Hong Hanh,
Nguyen Van Tranh, Ngo Tu Cuong, Ho Thanh,
Nguyen Van Son, Nguyen Thi Thu Hien

From May 2011 to August 2012, with 30 patients diagnosed of Chronic Myelogeneous Leukemia (CML)
. based on cell morphology and were treated at the Department of Clinical Hematology-Hue Central
Hospital, we also conducted two techniques: cell culture to find Ph1 chromosome and Polymerase
Chain Reaction (PCR) to find the complex gene BCR/ABL. The rate of Ph1 chromosome in the cell
culture method was 70%, the percentage of BCR/ABL by PCR was 96.7%. When surveyed rate Ph1
chromosome or BCR gene ratio gene BCR/ABL, the difference was statistically significant between the
two methods of cell culture. method and PCR method With p < 0.05. The match between the Kappa cell
culture techniques with PCR techniques: K = 0.18. '
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Nghién ctu nhiém séc thé philadelphia trén bénh nhan bach ciu ...

I. PAT VAN PE

Bach cau kinh dong hat (CML) la bénh ly hay
gap nhat trong hdi chimg rdi loan sinh tiy, dic trung
boi su tang sinh ndi troi dong bach cdu hat va su
xuat hién NST Ph1, do chuyén doan t (9;22) tao ra
gen BCR/ABL. Trong CML, NST Ph1 ¢6 mit 6 hon
90% bénh nhan, dugc xem 14 tiéu chuin vang trong
chan doan bénh [2], [9]. Su hiu biét rd rang vé co
ché bénh sinh ciia bénh da m& ra thoi dai cha cac
thude tic ché tyrosine kinase, chung tac dong truc
tiép va chinh xac 1én sy hinh thanh gen dot bién [3],
[6]. O BVTW Hué, viéc khao sat NST Phl bang
k¥ thuat nudi cdy té bao mang lai hiéu qua khong
cao, ty 1& phat hién NST Ph1l con thip. PCR 1a ky
thuét sinh hoc phan tir c6 thé phat hién chinh xac td
hop gen BCR/ABL trén bach céu hat ciia bénh nhén
CML. PCR c6 do nhay va do dic hiéu cao, tiét kiém
thoi gian, gitp cho viéc chdn doan bénh CML nhanh
chong va chinh xac hon, nhd d4 bénh nhan CML
dugc didu tri sém va diéu tri dich. Trén co s& dé,
chiing t6i thuc hién nghién ciru nay v6i 2 muc tiéu:

1. Xac dinh ty ¢ gen 16 hop BCR/ABL trén bénh
nhdn CML béng ky thudit PCR.

2. So sdanh ty 1¢ gen 6 hop BCR/ABL (dimg ky
thugt PCR) véi ty 1¢ nhiém sdc thé Philadelphia
(ding phwong phdp nuéi cdy té bao) ¢ bénh
nhdn CML.

IL. POI TUQNG VA PHUONG PHAP NGHIEN
cUu
2.1. Poi twong

- Chon bénh: 30 bénh nhan CML dén diéu trj tai

khoa Huyét hoc Lam sang — Bénh vién Trung wong
Hué tir 5/2011 dén 8/2012.

- Tiéu chudn logi trir: cic BN thudc hdi chirng
te”ing sinh ty &c tinh khac; phan trng gia Loxémi;
bénh nhan CML giai doan chuyén cép; bénh nhan
CML da qua diéu tri bing thudc trc ché tyrosine
kinase.

2.2. Phuong phap

2.2.1. Thiét ké nghién civu: M6 ta cét ngang.

2.2.2. Phuwong phdp nuéi cdy t¢ bao

- Cho Iml tiy xuong da dugc diéu chinh luong
bach cau trong mau vé 5-10 x 10%1it vao bng moi
trudong nudi cdy chira Sml RPMI 1640, 1ml FBS.
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U trong tii 4m 37°C trong-24 gid. Ngimg qué trinh
phan chia NST ¢ gio 23.

- Cho Iml méau ngoai vi di dugc diéu chinh
lwgng bach cau trong mau vé 5-10 x 10%lit vao bng
mdi trudong nudi cdy chira Sml RPMI 1640, 1ml
FBS, 80ml PHA va 40ul khang sinh. U trong to 4m -
37°C trong 72 gid. Nglmg qua trinh phan chia NST
& giv 71.

- Thu hoach NST bang phuong phap sbc nhugc
truong.

- Dan can té bao 1én lam kinh.

- Nhuém béng G,

- Két qua nubi cdy té bao 1ap cong thirc NST
dugc doc va phan tich theo ISCN (An International
System for Human Cytogenetic Nomenclature)
2005 va phan mém Epo 4.5. ,

2.2.3. Phwong phdp khuéch dgai chudi gen

- Ly trich RNA tir mau ngoai vi bang bo kit
QIAamp®RNA Blood Mini Kit (Qiagen).

- Tong hop cDNA bang bd kit HV04-RM
(Bio-rad).

- Khuéch dai cDNA bing bé kit HemaVision®
9;22 (DNA-technology A/S).

-'Phat hién gen t hop BCR/ABL bang dién di
trén-thach agarose.

2.2.4. Xit Iy 50 lidu |

Cac két qua duoc xir Iy theo phuong phap théng
ké y hoc thong thuong.

Két qua duoc thé hién dudi dang tri trung binh
va d¢ léch chuén.

Diing test %* so sanh két qua thu dugc, 6 y nghia
khip < 0,05.

bPanh gid muc d§ phu hop gitia 2 phuong phap
xét nghiém theo hé sé Kappa.

1. KET QUA
3.1. Dic diém 1am sang va dic diém huyét tay
dd ciia miu nghién ciru (

Bang 3.1. Ddgc diém ldm sang

Lam sang n %

Lachto 20 66,7
Gan to 7 233
Thiéu méu 27 90,0
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Bang 3.2. Ddc diém mau ngoaqi vi

Chi s6 X 4SD
SLHC (x10') 3,20+0,80
Hb (g/1) 92,41+19,87
SLBC (x10°/1) 116,12+93,21
SLTC (x10°/1) 477,13+347,60

NTB 2,37+3,07
TTB 3,1743,13
A O/ ok i
trusmg thinh ia BC hat | TP 8034550
HTB 9,47+5,53
Stab 13,00 + 6,75
BCTT (%) 46,30 = 18,27
BC ua acid (%) 3,13+£3,33
BC ua base (%) 3,80+ 6,37
Mono (%) 2,47 £ 3,88
Lympho (%) 8,03+£9,53
Bang 3.3. Pdc diém tiy
Chi s6 X +SD
SLTB tiy (x10%/1) 188,58+120,02
NTB 3,50+3,10
TTB 4,17+2,91
B 10,10+4,12
HTB 12,10+4,62

Ty 1€ % cac Stab 14,17+4,98

giai doan clia

bach cdu hat | BCTT 29,53+13,87

BC wvaacid 2,33+2,58
BC wa base 2,60+4,32
Mono 1,13+1,14
Lympho 5,90+11,61

Déu ching thiéu mau gap 0 90,0%, lach to chiém

ty 1& 66,7%., gan to gap & 23,3% bénh nhén. '
" Déu hiéu thiéu mau kha rd rang véi SLHC trung
binh, Hb trung binh gi‘ém. SLBC tang cao, BC hat
chiém uu thé, vai ddy du cac giai doan tir non dén
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gia. Lympho, mono trong mau ngoai vi giam rd rét.
SLTC trong mau ngoai vi tang.

SLTB tay ting. Cac TBBC dong hat chiém uu
thé véi day du céc giai doan. Mono va Tympho giam
manh.
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Nghién ctru nhiém sic thé philadelphia trén bénh nhan bach cau ..

Ty 1€ nam, nii: 43,3% nam va 56,7% ni.
Tubi trung binh ctia mau: 50,43+18,21.

3.2. Ty I1& nhiém siic thé Ph1 trén bé¢nh nhan bach cAu kinh dong hat

Bang 3.4. Ty Ié thanh céng cua cdc phuong phdp

Nudi cay TB tiy Nudi cdy TB mau PCR
Thanh cong (%) 76,7 90 100
Thét bai (%) 233 10 0

Bang 3.5. Két qua thu duwoc ciia cdc phwong phdp
Ph1 hosic BCR/ABL Nudi ciy té bao PCR p K

Duong tinh (%) 70 96,7
- <0,05 0,18
Am tinh (%) 30 3,3

C6 su khéc biét gitia ty 1€ Ph1 (+) va BCR/ABL(+).
Su khéc biét nay c6 y nghia thong ké véi p < 0,05.

D6 ph hop Kappa gitra hai phuong phap 1a K=10,18.

IV. BAN LUAN

V6i CML, thieu mau va lach to 1a 2 dau chimg chu yéu. Trong mau nghién ciru ciia ching t6i, thiéu mau:

90%, lach to: 66,7%. Ty 1& bénh nhan thiéu mau trong nghién ctu cta ching t6i cao hon Nguyén Ngoc

Diing. Vé tinh trang lach to, nghién ciru ctia chiing t6i ¢6 ty 1& gén véi nghién ctru cia Peruta [17, [7].
Bdng 4.1. So scnh cdc chi s6 1é béo tiy xiwong

L. Nguyén Ngoc Diing [1] Nghién ciru ciia chiing t6i

Chiso (X +SD) (X +SD)
S6 lugng té bao tay (x10%/1) 404,7+144,3 188,58+120,02
Té bao Blast (%) 4,6:1,2 7,67+6,01
Ty bao (%) 14,2+1,7 10,10+4,12
Hau tiy bao (%) 13,9¢1,7 12,10+4,62
Bach cau diia (%) 7,6£2.4 14,17+4,98
gzc):h cau doan trung tinh 437431 29.53+13.87
Bach cau wa acid (%) 3,1£1,3 2,33+2,58
Bach cau ua base (%) 4,6+2,2 2,60+4,32-
Lympho (%) 1,9+0,6 -5,90£11,61
Mono (%) 0,240,1 1,13£1,14

Qua bang trén ching t6i nhan thay: mac di c6 mot s6 nét khac biét giita 2 nghién ciru (c6 18 do thoi diém
lam tiy d6 khac nhau) nhung nhin chung, cong thirc bach cau & tiy cho thay, ty tang sinh manh mé véi
su giau qua mic cac té bao tuy, cac té bao-dong hat chlem uu thé va c6 ddy dii cac giai doan truong thanh,

khong c6 khoang tromT bach cau.

212 Tap Chi Y Hoc Lim Sang - S6 17/2013



Bénh vién Trung wong Hué

Bang 4.2. So sdanh két qua nudi cay té bao

Théng & Nc cu(?,-_c-!;(l;)“g toi Nc cua (1?‘l]it=zlg2(;rald (4] b
% Nudi cdy TB tiy thanh cong 76,7 83 - > 0,05
% Nuéi cdy TB mau thanh cong 90 91,6 > 0,05
% Phl (+) 70 100 > 0,05

Bang so sanh trén cho thiy: ty 1& thanh cong
cta cac phuong phap NCTB gilia nghién ciru cla
chiing t6i va cua Fitzgerald twong ddng nhau [4].
Ty 1&¢ Ph1 (+) clia chang toi thap hon ctia Fitzgerald
nhung sy khac biét khéng ¢6 y nghia thng ké.

V6i k§y thuat RT-PCR phat hién t5 hop gen
BCR/ABL, 100% cac mau trong nghién ciru cia
ching tdi déu thanh céng. Piéu nay khang dinh
sy uu viét cia phuong phap PCR so vdi phuong
phap nudi cdy té bao cb dién. PCR c6 do¢ nhay
va d¢ ddc hi¢u cao, nén da gop ph?\n chén doan
som va chinh xac bénh Iy CML, dbng thoi la
tiéu chuidn vang dé diéu tri nham dich (uc ché
tyrosine kinase) nham muc dich diéu trj khoi
bénh cho bénh nhén.

Khi két hop ca hai phuong phap cy tiy xuong va
cdy mau, két qua nghién ctu cia chiing toi 1a 70% sé
mau cdy c6 Phl (+). Bing phuong phap RT-PCR,
chiing t6i tim ra dugc ty 18 BCR/ABL trén tong sb
30 bénh nhan CML la 96,7%. So véi ky thuét nuoi
cdy té bao dé tim NST Phl, ky thuat nay mang
lai két qua cao hon rat nhiéu, gan hon véi két
qua ctia cac nghién ctru khac: Fitzgerald (100%),
T. Tomiyasu (95,3%) [4], [8]. Nhu vdy, mot sb
trudng hop CML khéng thé phat hién duogc dot
bién t(9;22) khi phan tich bo NST, lai c6 mat td
hop gen BCR/ABL khi tién hanh véi ky thuat
RT-PCR (26,7%).

Cong thirc NST la xét nghiém dau tay nham
phat hién NST Ph1 khi chin doan xac dinh CML,
danh gia mic do lui bénh vé té bao di truyén va
tinh trang bénh ton luu twong tng. Tuy nhién, day
la xét nghiém c6 do nhay thap (10?) va phu thudc
" vao viéc nudi cdy té bao va ky thuat nhudm bang
“nén dan t&i kha nang thanh cong khong cao [5].
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Do vay, khi so sanh sy phu hop gitta phuong phap
nudi cdy té bao va phu"O’ng phap RT-PCR tim t6
hop gen BCR/ABL, do phu hop Kappa rat thip
(K =0,18).

Tuy nhién, ciing khong thé pht nhan gia tri
cua di truyén hoc té bao. Day 1a phuong phap cb
dién duoc sir dung rat rong rai trén thé gii. Khi
lap cong thirc NS.T,‘ ngoai xac dinh NST Phl, n6
con cho phép phat hién cac dang dot bién khong
duogc tién ligu trudc, ma cac ton thuong bd sung
nay co6 thé la ddu hiéu CML dang chuyén tir pha
man sang pha tang toc hodc pha chuyén cép [5].

Tiép thu nhiing thanh tyu hién dai phdi hop
v&i cac phuong phéap ¢d dién la can thiét. Pinh
tinh t& hop gen BCR/ABL bing ky thuat PCR

gitip bénh nhan som ti€p can vdi phac do diéu

tri dich. Bén canh dod, lap cong thic NST dé
ciing ¢d thém ciing nhu dé xac dinh cac bat
thuong khac trén bo NST ctia bénh nhan. Phéi
hop 2 phuong phap nay sé dat duwgc do chinh
xac cao hon.

V. KET LUAN

Ti 16 NST Phl duong tinh trén bénh nhan
CML néu dung k¥ thuat nudi cay té bao 1a 70%.
Ti 1& dwong tinh cta t6 hop gen BCR/ABL & bénh
nhan CML khi sir dung ky thuat PCR 1a 96,7%.
Nhu vay, khi tién hanh song song hai xét nghiém
nudi cdy té bao va RT-PCR, ty 1¢ duong tinh cia
BCR/ABL (dung PCR) cao hon ty 1€ duong tinh
clia NST Ph1 (NCTB) mét cach c6 y nghia thong
ké véi p <0,05.

Su phu hop gita 2 phuong phap xét nghiém
nudi ciy té bao tim NST Ph1 va PCR tim t6 hop
gen BCR/ABL qua chi sb Kappa: K = 0,18.
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