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Abstract

Background/Purpose: The quantitative ELISA method is a fast and accurate method. The
advantages of this method include long shelf life of test kit, simple procedure and cost
effectiveness. This study was conducted to validate the application of a quantitative
ELISA assay and determine if this technique is suitable for quality control of human
immunoglobulin products containing antibody to hepatitis B surface antigen.

Methods: descriptive laboratory study. We explored the technical specifications of a
commercial quantitative ELISA assay for the determination of anti-HBs antibodies. They
included linearity, limit of quantitation, trueness, precision and robustness of the ELISA
kit. This commercial quantitative ELISA kit has been approved by the European
Regulatory Authority.

Results: Our results included as follow: for the linearity of the ELISA assay, the correlation
coefficient (R) was 0.99 with CV 1.57%, showing a strong realtionship between anti-HBs
concentration and OD; limit of quantitation (LoQ) was 36,68 (IU/ml), CV of intra-run and
inter-run precision were 3.98% and 4-6%, respectively. Results of trueness and robustness
showed t < t,. All of the technical specifications of the ELISA assay were passed for
quality requirements and suitable for use to determine the potency of the ImmunoHBs
1801U/ml product.

Conclusion: Quantitative ELISA method is a suitable immuno method to determine the
titer of anti-HBs in ImmunoHBs 1801U/ml and can be used as a potency test for quality
control of human immunoglobulin containing antibody to hepatitis B surface antigen.
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Nghién ctru ap dung ky thuat ELISA dinh luong cho
kiém dinh cong hiu sinh pham huy¢t thanh chira
khang thé dac hi¢u khang HBs cua vi rt viém gan B

Tran Thi Trang Huyén*, Vii Thi Thu Huong, Nguyén Thi Tudng An, Pham Thi
Minh, Cao Thi Van, Vi Thi Phuong

Vién Kiém dinh Quoc gia Vic xin va Sinh pham y té, S6 1 Nghiém Xudn Yém, Pai Kim,
Hoang Mai, Ha Noi
Nhdn ngay 3 thang 2 nam 2022
Chdp nhdn dang ngay 20 thang 3 nam 2022

Tém tit

Pit van d&/ Muc tiéu: Phuong phap ELISA dinh luong la phuong phap nhanh, chinh xac
va ¢6 nhiéu wu diém khac bao gdm ngudn cung ng hoa chat sinh pham dé& dang, thoi han
sir dung sinh phdm dai, gia thanh ré, trang thiét bi may moc sin co, thao tac d& thuc hién.
Nghién ctru nay thuc hién dé nham xac dinh sy phut hop cta quy trinh ELISA dinh luong
va ap dung k¥ thuat nay trong kiém dinh chat luong san pham huyét thanh nguoi chta
khang thé viém gan B.

Phwong phap: M0 ta thyc nghiém trong phong thi nghiém

Két qua: Chlng t6i da khao sat cac tiéu chi k¥ thudt ctia quy trinh trinh ELISA dinh lugng
xac dinh ham luong khang thé anti-HBs bao gdbm do tuyén tinh, gi6i han dinh luong, d6 ding,
dd chinh xac va d0 manh stir dung bd kit ELISA dinh luong thuong mai da dugc Co quan
quan 1y Chau Au cip phép. Cac tiéu chi déu dat cac tiéu chuan chip thuan va phu hop dé sir
dung cho kiém dinh cong hiéu ctia san pham Immuno HBs 180-200 IU/ml.

Két luan: Phan 16n tré viém phdi tai dién ning bi nhidém vi khuan. Gan mét nira trong s6 d6
c6 nhiém virus. Cac tac nhan thuong gip gdy viém phdi tai dién 1a H. influenzae,
S.pneumoniae, Adenovirus.

Tir khéa: phwong phdp ELISA, viém gan B, sinh pham.

* Corresponding author.
E-mail address: trantranghuyen@nicvb.org.vn
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1. Pit vin dé

Huyét thanh chira khang thé dic hiéu
khang HBs cua virut viém gan B (Immuno
HBs) 12 mot ché pham globulin micn dich
khang virus viém gan B ¢6 nguon gbe tir
nguoi, st dung nhim tao mién dich thu
dong du phong nhiém bénh viém gan B cho
nhom dbi twong c6 nguy co cao nhu tré sinh
ra tir bd me nhiém viém gan B, ngudi suy
gan suy thén hodc nguoi thuc nhom “tro
mién dich” ma c6 tién st tiép xuc voi virut
viém gan B. M0t trong céac thir nghiém quan
trong dé kiém soat chat luong ciia dong ché
phém Immuno HBs 1a thir nghiém cong hiéu
nham xac dinh ham luong khang thé anti-
HBs c6 hoat tinh trong san pham huyét
thanh ngudi cha khang thé viém gan B
(Human Hepatitis B immunoglobulin) sur
dung cac phuong phap mién dich hoc nhu
mién dich gan men ( ELISA) va st dung céc
mau chuin quoc té hodc mau chuan da ndi
chudn va tham dinh dé dinh luong khang thé
(Dugc dién Chau Au, Dugc dién My).

Trong thoi gian qua, Khoa Kiém dinh
sinh phém Y té, Vién Kiém dinh Quéc gia
Vic xin va Sinh phdm Y té nhan dugc yéu
cau kiém dinh mot s san pham huyét thanh
ngudi chira khang thé viém gan B bao gém
Fovepta va ImmunoHBs 180 IU. H6 so chét
lugng cua 2 san phim ndy co tiéu chi vé
ham luong khang thé anti HBs. D6i vai
Fovepta, nha san xuat thuc hién xac dinh
hiéu gia khang thé anti HBs bang phuong
phap ELISA dinh lugng st dung kit thuong
mai. D6i v6i ImmunoHBs 180 IU, nha san
xuat thuc hién bing ca 2 phuong phap:
ELISA dinh lugng va dién hoa phat quang.
Phuong phap ELISA dinh lugng 1a phuong
phap nhanh, chinh xac va ¢6 nhiéu uu diém
khac bao gém ngudn cung Ung hoéa chat
sinh phém dé dang, thoi han st dung sinh

*Téc gia lién hé.
E-mail address: trantranghuyen@nicvb.org.vn
https://doi.org/10.56086/jcvb.v2il.15

pham dai, gia thanh re, trang thiét bi may
moc san co, thao tac dé thuc hién. Do do,
chung t6i lya chon phuong phap ELISA
dinh lugng dé thuc hién viée xac dinh ham
luong khang thé anti-HBs trong san pham
Immuno HBs 180 IU. Nghién ctru nay thuc
hién dé nham “Xdc dinh sw phu hop ciia kj
thudt ELISA dinh lugng va dap dung ky
thudt nay trong kiém dinh chat lwong sin
pham huyét thanh ngwoi chira khdng thé
viém gan B”.
2. Péi twong nghién ciru
2.1. Thoi gian va dia diém nghién ciru:
Khoa Kiém dinh Sinh pham y té, tir thang 4
nim 2021 dén thang 12 nam 2021
2.2. Vat liéu phuc vu nghién cuu
2.2.1. Mau thir va mau chuan
Mau chuén 13 mau chuén quéc té thir 2 cua
khang thé dic hiéu khang HBs cia virut
viém gan B la Second International
Standard for anti-hepatitis B surface antigen
(anti-HBs) immunoglobulin, human NIBSC
code: 07/164, ham lugng: 100IU/dng. Mau
thir nghiém 14 mau sinh pham
ImmunoHBs1801U.
2.3.2. Thiét bi va dung cu
Dan méay ELISA, tu lanh, micropipet céc
loai (43 dwoc hiéu chuan theo ISO/IEC
17025).
2.3. Phwong phap nghién ctru: Phuong
phap mo ta thuc nghiém trong phong thi
nghiém.
Tém tit quy trinh thir nghi¢m

Nho 50 pl dung dich pha loéng mau

(DILSPE) trir giéng tring

Nh6 100 pl chit hiéu chuan (CAL)
Nho 100 pl méu thir d4 pha lodng n lan*

Nhé 100 pl huyét thanh chimg(CONTROL)

Dén phién,
U 37°C /60 phut
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l

Rira phién 4-5 lan

duong chuan la 167U/L, 100IU/L, 501U/L,
10IU/L tuwong ung Vvéi viéc pha lodng mau
chuan goc 1/600, 1/1.000, 1/2.000, 1/10.000

l Nong Tylg Thé | The
ey do pha | tich | Ueh
Nho 100 pl Enzyme CONJ trir giéng trang mau lodng | Ky mau DD
Dén phién, chuén higu chuén pNh a
U 37°C /60 oht (IU/L) (ml) lodng
Rura phién 4-5 1an (ml)
l 100.000 C
Nho6 100 pl SUBS TMB bao gom c gié 10.000 10| c1 | 09C | 81
ok e EOm SRS 1.000 1100 | c2 | 1c1 | 9
e 1/600
U t6i / nhigt do 167 C3 | 1C2 | 5
phong / 20 phat 100 1/1000 | c4 | 1¢C2 9
Nhé 100 pl H2SO4 50 1/2000 | c5 | 1C4 1
l 10 1/10000 | c6 | 1¢c5 | 4

DPoc va phan tich két qua trong vong 20
phUt bang phan mam phan tich két qua cia
thiét bi.**

Ghi ch:

* mau thtr duoc hiéu 1a miu chun qubc té
va mau sinh phim can dinh luong ham
lwong khang thé.

Sau khi c¢6 két qua & muyc **, tinh toan ham
luong khang thé c6 trong miu bang cach
nhan v6i hé sb pha loang n.

Danh gia két qua mau thir: Ham lugng wéc
tinh ctia mau khong nhé hon ham lugng ghi
trén nhan. Khodng tin cdy 95% cua ham
lugng udc tinh nam trong khoang tir 80%
dén 125%.

2.4. Danh gia céac tiéu chi ky thugt cua
phwong phap ELISA dinh lwong khi ap dung
trén mau huyét thanh ngudi chira khang thé
viém gan B.

a) Xac dinh tinh tuyén tinh

Bé tri thiz nghiém va tinh két qud

Sir dung mau chuan qudc té c6 ham luong
1001U /ampoule. Pha lodng mau chuan tai 5
nong do dung dé dung duong chuan. Cac
nong d6 mau chuan du kién pha phai nam
trong dai ndng d6 cua cac chat hiéu chuan
cua kit. Chon ndng d6 mau chuan dung
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Thuc hién 6 lan dyng duong chuan voi 5
diém dung duong chuan la cac nong do trén
va Cal 1 cua bo kit c6 ndong d6 khang thé 1a
OIU/L. Sir dung miu chuan pha lodng vé
nong d6 501U/L 1am mau thir (A)

Phwong phdp tinh két qua

Xac dinh hé sé hoi quy tuyén tinh R? cua
timg dwong chuan. Tinh gia tri trung binh,
SD va %RSD cua mau thir A trong ting lan
thir nghiém.

Tiéu chudn chdp thugn: phuong phap dugc
coi 1a tuyén tinh néu hé sb tuong quan tuyén
tinh 0,6 < R? < 1 va RSD <20%

b) Xac dinh gi6¢i han dinh lwgng (LOQ)
Bé tri thir nghigm.

Thuc hién trén ti thiéu 3 nong do mau
chuan pha lodng gan voi gié tri LOD cua bo
kit, mdi ndng @6 1ap lai téi thiéu 20 1an theo
huéng dan ciaa CLSI-EP17A: Protocols for
Determination of Limits of Detection and
Limits of Quantitation; Approved Guidline
[1]

Gidi han phéat hién cong bé cua bo sinh
pham 1a 10 IU/L, do d6, chon 3 nong do
mau chuan twong tmg dé xac dinh gigi han
phat hién caa quy trinh 12 0, 10, 20 IU/L.
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Coi mau chuan 1a mau tha, thuc hién thir
nghiém xac dinh ham lugng anti HBs trong
mau thir theo quy trinh da mo ta

Céch tinh két qua:

Tim giéi han phét hién (LOD) Ia ndéng do
thap nhat cho két qua duong tinh trong 95%
s6 lan thir nghiém. Sir dung chuong trinh
PODLOD calculation program, version 9 dé
tinh LOD 95. Tinh gi6i han dinh luong:
LOQ =3xLOD

) Xac dinh d9 ding

Bé tri thaz nghiém:

Sir dung mau chuan qudc té c6 ham luong
1001U /ampoule. Pha lodng mau chuan tai 3
nong do, mdi nong do lap lai 3 lan vao 3
ngay khéc nhau. Mau chuan dugc pha vé
cac nong d6 ma kit ELISA phéat hién dugc
(I16n hon 10IU/L, nhé hon 2501U/L - diéu
nay duoc ghi rd trong huéng dan sir dung
kit).Chon 3 nong do mau chuan ly thuyét
dua vao tho nghiém la: 201U/L, 50IU/L,
1001U/L.

Pha miu chuan géc tr noéng do
1001U/ampoule thanh 3 nong d6 nhu sau:

+ Hoan nguyén 1ml nudc cat va 1 ampoule
chira 1001U mau chuan Qudc té dong kho ta
duoc dung dich mau chuan cé ndéng do
1001U/ml = 100.0001U/L.

+ Str dung dung dich Call (01U/ml) ctua bo

sinh pham lam dung dich pha lodng mau
chuan, pha theo bang sau:
Nong Ty l¢ Thé | The
n pha . tich
do ~ , tich
X lodng | Ky x DD
mau . A mau
P MC | hiéu 2 pha
chuan chuan loding
(1U/L) (ml) (m)
100000 C
10000 Y10} c1 |o09cC | 81
1000 1100 | c2 | 1¢C1 9
200| 1/500| c3 | 1¢C2 4
100 | 1/1000 | c4 | 1C3 1
50 | 112000 | c5 | 1cC4 1
20 | 1/5000 | c6 | 1C5 1,5
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Coi mau chuin di pha lodng thanh 3 nong
dd 1a mau thir, thuc hién theo quy trinh mé
ta, tir két qua thu dugc, tinh ham luong
trung binh quy doi cua mau chuan trong céc
lan thur.

So sanh két qua thu dugc Vvéi gia tri biét
tru6C caa mau chuan bang cach st dung
ham T test. So sanh vai t, cia bang phan b
Student tai mirc y nghia o = 0,05

Tiéu chudn chdp thugn: T < t,,

d) Xdc dinh do chinh xé&c

v'Xac dinh d¢ lap lai

Thiét ké thiz nghigm va tinh két qua

Thir nghiém xac dinh d6 lap lai duoc thuc
hién trén mau tha 1a mau sinh pham
Immuno HBs 180 IU, do 1 nhom k¥ thuat
vién thuc hién, trong cting diéu kién trang thiét
bi, hda chat, nguyén vat ligu, Iap lai 9 lan
trong 1 ngay. Vi nong d6 mau thir wéc doan
nam ngoai khoang phat hién cua sinh pham
nén can pha lodng mau thir tir nong do udc
doan (200IU/ml twong (rng 200.0001U/L) vé
nong d6 ma kit ELISA phéat hién duoc
(1001U/L): pha lodng 2000 lan

Str dung dung dich Call (0IU/ml) cua bo
sinh pham lam dung dich pha lodng mau
thtr, pha theo bang sau:

Ty 1§ Thé tich 240

pha | g | miu | T
lodng | hiéu chuan lodng (ml)
(1U/L) (ml)

T
1/10| T1 1T 9

1/100 | T2 1T1 9
1/1000 | T3 172 9
1/2000 | T4 173 1

Thuc hién xac dinh nong d6 mau thtr da pha
lodng theo quy trinh mé ta

- Tinh gid tri trung binh, SD va RSD% hay
CV ctia mau thir

Tiéu chudn chdp thugn: CV <10%

v D§ chinh x&c trung gian
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Thiét ké thir nghiém va tinh két qud

- Thtr nghiém xac dinh d6 chinh xac trung

gian dugc thyc hién trén mau thtr duoc pha

thanh céc nong do6 khac nhau boi 2 nhém

thuc hién, trong cliing diéu kién trang thiét bi,

hoa chat, nguyén vat liéu, 5 ngay khéc nhau.

- Tinh gia tri trung binh, SD va CV cua ting
nhom.

Tiéu chudn chdp thugn: CV <10%

- Tinh gi& tri trung binh, SD va CV cua

chung 2 nhém

Tiéu chudn chdp thugn: CV <10%

e) P manh:

3. Két qua )
3.1. D¢ tuyén tinh

- Sir dung két qua do chinh xac trung gian

dé danh gia do manh.

+ Tinh két qua ham luong trung binh, SD,

CV cua tirng nhdm cua tirng nhom.
+ Tinh gia tri Test (Sir dung phan mém
Excel, ham T-test): Trest= 0,465

So sanh véi gia tri t cua bang phan phéi

Student dé dua ra két luan vé su khac biét

gitra 2 nhom

Tiéu chudn chdp thugn:

+ Ttest <t bang (t bang tra trong bang phan
phdi Student) tai mic ¥ nghia o =
0,05, tarc vai do tin cay 95%.

+ CV < 20%.

Bing 1: Tong hop két qua do tuyén tinh ciia quy trinh ELISA dinh lweng xac dinh ham
lwgng khang thé anti-HBs trong san pham Immuno HBs.

Ngay Phwong trinh dwong chuan Hé¢ so hoi | Két qua mau
thue hién quy tuyén thir
tinh
14/9/2021 |y = -1,821E-05x"2 + 0,0159111x + 0,0592869 R?=1 56,23 1U/ml
15/9/2021 |y = -3.14918E-05x"2 + 0.0249599x + 0.0688 R?=0,999 55,88 1U/ml
16/9/2021 |y = -1,2634E-05x"2 + 0,00650216x + 0,115277 | R?=0,988 54,85 1U/ml
21/9/2021 |y = -2,821E-05x"2 + 0,0159111x + 0,0592869 R2=1 56,23 1U/ml
22/9/2021 |y = -1,58006E-05x"2 + 0,0157397x + 0,0588867 | R?=1 55,8 1IU/ml
23/9/2021 | y = -2.65533E-05x"2 + 0.0210124x + 0.1152 R?=0,988 54,05 1U/ml
Trung 55,51 1U/ml
binh miu
thiw
SD 0,87 1U/ml
CVv 1,57 1IU/ml

Mau thir ¢6 ham lugng 1y thuyét 50IU/ml cho két qua tir duong chuén 1a 54,05 TU/L. Gia tri
trung binh va CV cua mau thir dya trén 6 dudng chuén 1a 55,51 IU/L; SD = 0,87; CV = 1,57%
(<20%) Nhu vay, dbi chiéu véi tiéu chuan cta do tuyén tinh 1a hé sb tuong quan tuyén tinh R?
nam trong khoang 0,6 -1, CV < 20%, quy trinh ELISA dinh lugng nay c6 moi turong quan chat
ché giita ndng d6 khang thé anti-HBs va mat do quang do duoc, dat yéu cau vé tinh tuyén tinh
gitra 2 dai lugng.

3.2. Gidi han dinh lwong (LOQ)
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Bang 2: Tong hop két qua xac dinh gioi han dinh lwgng cia quy trinh ELISA dinh lwong
xac dinh ham lwgng khang thé anti-HBs trong san pham Immuno HBs.

Nong d¢ (IU/L) Tong s6 lan thuc hién S6 1an cho két qui dwong tinh
0 20 0
10 20 18
20 20 20

St dung chuong trinh PODLOD calculation program, version 9 dé tinh LOD 95 dat duoc két
qua LOD 95= 12,227 (95% ClI: 7,288-20,514). Gi6i han dinh lugng: LOQ = 3xLOD = 12,227
x 3 =36,681 (IU/L). Két qua nay cho thiy quy trinh ELISA dinh luong c6 thé cho két qua dinh
lwong chinh x4c khi dinh luong cac san pham Immunoglobulin ¢6 ham luwong anti HBs tir 36,7
IU/L. Hién tai hau hét cac san pham Immuno HBs chira ham luong khéng thé anti-HBs tir
180-200 IU. Do vay, str dung quy trinh ELISA dinh lugng nay sé& cho két qué dinh lugng phu
hop va chinh xac.

3.3. Bg diing

Bang 3: Tong hop két qua do dung cia quy trinh ELISA dinh lweng xac dinh ham lugng
khang thé anti-HBs trong san phim Immuno HBs.

Nong d6 20 1U/L Nong dé 50 IU/L Nong dé 100 TU/L
Két Noéng d6 quy Két | Nong dé quy Két Nong dé quy
qua doi qua doi qua doi
Lan | (IU/L) | (Ax5000/1000) | Lan | (IU/L) | (Bx2000/1000) | Lan | (IU/L) | (Cx1000/1000)
TN (A) 1U/ml TN (B) 1U/ml TN (©) 1U/ml
1 | 20,23 101,127 1 | 50,13 100,260 1 |110,70 110,70
2 | 20,13 100,648 2 | 49,35 98,693 2 | 106,63 106,63
3 | 20,28 101,423 3 50,8 101,600 3 ]101,36 101,36

Tinh gia tri trung binh, d¢ léch chuan X tb = 102,49 (IU/ml), SD= 3,7. So sanh két qua thu
duoc voi gia tri biét trude ctia mau chuan bang cach st dung ham T test. So sanh véi t, cia
bang phan bd Student tai mirc y nghia a = 0,05

(o [ xtb —xmc/
s/ \/_
Trong do: - s:do léch chuan

- n: SO thur nghiém

[ xtb — xmc/

s/~/n
tu do n=6, a.= 0,05 c0 t,. = 2,015, Nhu vay t <t . Péi chiéu véi tiéu chudn chd'p thuan: t <t
c6 thé két ludn quy trinh quy trinh ELISA dinh luong nay dat vé d6 dung.

3.4. Do chinh xac

a) Bo 1ap lai

Thay sb vao ta co: t = = (102,49-100)/ 3,75/N9 = 1,99. Tra bang Student véi bac
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Bing 4: Tong hop ké:t qua xac dinh d¢ lap lai cia quy trinh ELISA dinh lweng xac dinh
ham lwgng khang thé anti-HBs trong san pham Immuno HBs.

%;; Két qua Nong ag ban ddu | YT | | oV
i et qua T4 (IU/L) quy do6i (IU/ml) (1U/ml) (%)
: 1 2 3 TB | (TBx2000/1000)
1 132.5 140.8 | 1418 | 1384 276.7
2 125.9 123.8| 1257 | 125.1 250.3
3 137.9 135.3 | 138.0| 1371 274.2
4 1304 | 1376 | 1448 | 137.6 275.2
5 132.2 139.6 | 1355| 1358 271.5 267,3 | 10,63 | 3,98
6 120.9 130.5 | 137.3| 1296 259.1
7 132.6 146.7 | 1413 | 1402 280.4
8 132.5 1242 | 1265| 127.7 255.5
9 129.8 135.2 | 1291 | 1314 262.8

Déi chiéu véi tiéu chuan chap thuan la CV <10%, quy trinh quy trinh ELISA dinh luong xac
dinh ham lugng khang thé anti-HBs trong nghién clru nay cho két qua voi hé s6 bién thién 1a
dat yéu cau cao vé do lap lai. Céc két qud thu dugc 1a giong nhau khi lap lai tht
nghiém nhiéu lan.

b) b6 chinh xac trung gian

Bang 5: Tong hop két qua nhom 1

3,98%,

Lan N(img dg ban Trung

‘lili’ Két qui T4 (1U/L) (I?J?lr;%u(};gglx (ﬁm) SD | CV (%)
: 1 2 3 B 2000/1000)

1 132,5 140,8 141,8 138,4 276,7

2 125,9 123,8 125,7 125,1 250,3

3 137,9 135,3 138,0 137,1 274,2 269,58 | 10,94 40
4 130,4 137,6 144,8 137,6 275,2

5 132,2 139,6 135,5 135,8 2715
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Béng 6: Tong hop két qua nhém 2

Lan Nong dj ban Trung
lap £ . dau quy doi binh SD | CV (%)
lai Két qua T4 (IU/L) (IU/ml) (TBx | (1U/ml)
1 2 3 TB 2000/1000)
1 |1484| 1330 | 1510 |144,133 288,27
2 |1434| 1253 | 1468 | 1385 277,00
3 |153,7| 1310 | 1584 | 1477 295,40 276,36 | 1586 | 6,0
4 |130,9 | 123,781 | 134,2 | 129,627 259,25
5 |131,9 | 126,127 | 134,8 | 130,942 261,88
Bing 7: Tong hop két qua chiing 2 nhém ‘
Két qua T4 (IU/L) Nong
; do ban
So qig | Trung
Nhém | lan quy binh SD | CV (%)
TN & | (um
1 2 3 TB | (IU/mI)
1 132,5| 140,8| 1418| 1384 | 2767
2 1259 | 1238| 1257| 1251 | 250,3
Nhém 1| 3 137,9| 1353| 1380 1371 | 2742
4 1304 | 137,6| 1448| 1376 | 27572
5 1322 | 1396| 1355| 1358 | 2715 | o, oo | 13438 | 40
1 | 1484 | 1330 | 151,0 |144,133| 288,27 ’ ’ ’
2 | 1434 | 1253 | 1468 | 1385 | 277,00
Nhém2| 3 | 153,7 | 131,0 | 1584 | 1477 | 29540
4 | 130,9 | 123,781 | 134,2 | 129,627 | 259,25
5 | 1319 | 126,127 | 134,8 | 130,942 | 261,88

Dbi chiéu véi tiéu chuan chap thuan 1a CV <10%, quy trinh ELISA dinh lugng xac dinh ham
luong khang thé .anti-HBs trong nghién clru nay cho két qua voi hé sO bién thién dao dong tur
4-6%, dat yéu cau cao vé do chinh xac trung gian. Céc két qua thu duogc 1a gidng nhau khi lap
lai thir nghiém nhiéu 14n, nhiéu ngay khac nhau va voi cac nhom k¥ thuat vién khac nhau

3.5. Do manh:
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Bing 8: Tong hop két qua xic dinh d manh ciia 2 nhém.

Nhom Nong dd trung binh (IU/ml) SD CV (%)
Nhom 1 296,58 10,94 4,0
Nhom 2 276,36 15,86 6,0

Két qua tinh toan Ttest= 0,46, tra bang t pang= 2,132

Pbi chiéu vai tidu chudn chap thuan, T test <t bang (t bang tra trong bang phan phdi Student) tai
muc y nghia a = 0,05, torc véi do tin cdy 95% va CV < 20%, quy trinh ELISA dinh lugong xac
dinh ham luong khang thé anti-HBs trong nghién ciru nay dat yéu cau cao vé d6 manh.

4. Ban luan

Huyét thanh chia khang thé dic hiéu
khéang HBs cua virut viém gan B (Immuno
HBs) 1a mét loai sinh pham diéu tri giup du
phong va diéu tri viém gan B cho nhom ddi
tugng nguy co cao bao gdm tré sinh ra tir ba
me nhiém viém gan virut B, ngudi suy giam
mién dich, nguoi c6 bénh ly nén man tinh
va ngu0’1 thuong xuyén tlep xuc voi nguon
lay nhiém ma kém dap tng véi vic xin
phong bénh, ... Thir nghiém cong hiéu nham
xé4c dinh ham luong khang thé anti- HBs ¢6
hoat tinh trong san pham huyét thanh ngudi
chia khing thé viém gan B (Human
Hepatitis B immunoglobulin) la tiéu chi ky
thudt quan trong gitip co quan quan 1y kiém
soat chat lwong san pham trudc va sau khi
cap sb luu hanh san pham. Trong cac phuong
phép xac dinh cong hiéu ctia san pham, céc
phuong phap mién dich hoc nhu mién dich
gin men (ELISA) 1a phuong phap don gian,
dé thuc hién, it ton kém, c6 do chinh xac, do
chum cao, it giy sai léch qua giita cac lan thir
nghiém va gilta cic labo thyc hién thwr
nghiém nén phii hop véi myc dich kiém dinh
[2].

Chung t61 da khdo sat cac ti€u chi k¥ thuét
cia quy trinh trinh ELISA dinh lugng xéc
dinh ham lugng khang thé anti-HBs bao gdom
do tuyén tinh, giéi han dinh luong, d6 dung,
d6 chinh x4c va d0 manh st dung bo kit
ELISA dinh lugng thuong mai da dugc Co
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quan quan ly Chau Au cap phép. Két qua
nghién ctru cho thay quy trinh ELISA dinh
luong st dung trong nghién clru nay co hé
sO tuyén tinh trung binh (R) la 0,99, CV
1,57% nén c6 moi twong quan chét ché gitra
néng do6 khang thé anti-HBs va mat do
quang do duogc, dat yéu cAu vé tinh tuyén
tinh gitra 2 dai lugng. Giéi han dinh lugng
(LOQ) 14 36,681 (IU/ml). Két qua do lap lai
c6 CV la 3,98%, dd chinh xéc trung gian c6
CV tir 4-6%. Két qua do dung va d6 manh
déu co t < t, Cac tiéu chi déu dat cac tiéu
chuan chép thuan va phii hop dé sir dung cho
kiém dinh cong hiéu cia sin pham
ImmunoHBs 1801U/ml.

Két qua nghién ctru nay 13 bang ching
khoa hoc cho thidy ELISA 1 phuong phép
mién dich phu hop sir dung kiém dinh cong
hiéu cho dong san pham huyét thanh chira
khéang thé dic hiéu khang HBs cua virut
viém gan B tai khoa Kiém dinh Sinh pham
Y té, Vién Kiém Pinh Qudc gia Vic xin va
Sinh pham y té, Viét Nam. Ky thuat ELISA
su dung trong nghién ctru nay c6 do chinh
xac, dd chum, va do 6n dinh cao, hé s bién
thién (CV) khi danh gia cac ti€u chi ky thudt
1a rat nho ( <=5%). Trong khi, mot so nha
san xuat va mot s labo kiém dinh, van cho
phép hé sd bién thién cua k¥ thuat ELISA
dao dong dén 20%. Két qua cho thiy viéc
kiém soat cac thanh t6 anh huong két qua
bao gém muc d0 thanh thao cia nhan vién
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ky thuat, hiéu chuan/ kiém chuén cua trang
thiét bi may moc dung cu va hoa chét sinh
pham 1a rat t6t. Két qua nghién ctu cua
chung t6i 13 rat y nghia va bd sung thém
bang chimg cho viéc khuyén cao sir dung ky
thuat invitro c6 d6 chinh xac va do on dinh
cao, thay thé dan va giam thiéu cac k§ thuat
invivo trén dong vat thi nghiém theo hudng
dan cua T6 chuc Y té thé gidi.

5. Két luan

Céc két qua trong nghién ctru nay chimg
minh quy trinh ELISA dinh lugng xé4c dinh
hiéu gi4 khang thé anti-HBs trong san pham
Immuno HBs la phuong phap m1en dich
phu hop, dat tiéu chuan vé do tuyén tinh,
gi6i han dinh luong, d6 ding, dd chinh xéc (
do 1ap lai va do chinh xéc trung gian), do
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manh dé st dung cho kiém dinh cong hiéu
cia san pham Immuno HBs chia 180-
200IU khéng thé anti-HBs.
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