CACH NHUOM NOI BAO T CUA VI KHUAN

PGS.TS.Bén Vin Minh
Truong PHSP —Pai hoc HUWE

Nhiéu loai vi khuin thwe cac gong Bacillus, Clostridium, Desulfotomaculum,
Sporosarcina, Sporolactobacillus, Thermoactinomyces kha niang hinh thanh 6t ciu tric
nghi duoc goi 1a i bao tr hay nha bao. Bi té bao vi khidn 1am phét sinh 6t ndi bao tr. Bao
ter c6 the nam ¢ gitra, & dau nat hac gin dau nat tdy theo loai (hinh 1). Vi phchiu dung diéu
kién khong thian bi bén ngoai nén bad igép phin quan tong trong ki ning lay Enh aia tnrc
khuin hiéu khi &0 bao t nhr truc khién than héc tryc khuan ky khi tao bao & nhr Clostridia,
nht 1a tnre khuan udn van, hai thu, sinh hvi, ngd doc thit.

Hién nay c6 nhiu phrong phap phat Bin va quan séat baa.tTrong bai vét nay, ching toi
mubn traodéi cAch phat lin bao t trong € bao $ng va phrong phap nhéim maudé quan sat
noi bao tr cia vi khiéin.
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dau,é chinh tam, am léch tam hay rit bén).

Hiqnh 2: Bacillus subtilisnhin drqi kinh
hién vi quang bc (x100) baott bat mau

1. Chuan bi xanh, € bao clat bit maudé hong.

a. Dung ay, thiét bi

- Phién kinh glide), kinh hén vi quang hc nen sang, du soi kinh.

- bén @n, nroc cit, que @y dau vong, giy loc, ¢ bese 500ml, gidd, chau nra, kp
dién.

b. Vat liu, hod cht

- Mdu giong: CAc loai vi khén: Bacillus subtilis Clostridium pasteurianunia nudi dy 2
tuan tubi tréndng thach nghiéng; hiic mau sinh thét bi nghi ng» nhiém vi khuan cé i bao fr.

- Thwe nhwm:

+ Dung dch luc malachitgC23H2sN>Cl) 5%. Hoa tan malachite vaére 95, khiy cho tan,
saudé d6 thubc nhibm vao b thay tinh mau éi c6 nat mai.

+ Dung dch safranin Q(CxH19N4Cl = 350,80)2,5%, tuéc khi dung pha & nudc cit
theo ¥ 1& 1:5 (vol/vol) dé c6 dung ith 0,5%. Hac chuin bi sin dung dch Fuchsin ziehl:
fuchsin kém (C1gH1gNsCl = 323,82)1g, phenol 5g, ethanol, 90% 10 mirge cit 200 ml (hoa
tan fuchsin i ethanol; hoa tan phenobivnuéc cit saudo tron lai).

2. Nguyén fic nhupm
Khi dung théc nhibm cé hat tinh manh luc malachite @i tiéu bin c6dun nong, thic
nhwm xam nlp vao i bao tr va lam chdng nhim mau tic. Khi rea vét béi Bng nréc cit



cac £ bao dinh ddng < bi mit mau con baaitvan gii lai mau be. Khi nhibm b sung ting do
safranin hay fuchsingdam phin bao quanh baar it mau phan Bt (maudo hong).

3. Phwong phap phat hén va quan sat bao i

a. Phat hién bao tir trong té bao $ng

- Lam tiéu Bn giot ép i vi khuan Bacillus subtilishayClostridium pasteurianum.

- Quan sat: Baortcd do chiét quang cao, vidy khi nhin dréi kinh hén vi ni bao tr cé
hinh déu hay hinh trai xoan, sangih cac phn xung quanh.

b. Quan séat bao & bing phwong phap nhupm kép

Hién nay c6 nhiu phrong phap nhém bao & nhue pheong phap éa Schaefera va Fulton,
M.A. Peskov hac phrong phrong phap Ziehl do Mullerat tién...

Theo ching t6i c6 thsir dung phrong phap Schaefera va Fultosi 6én theo cac boc
sau:

Bugc mot: Lam \ét boi va @ dinh tiéu kin

- DUng que &y vo trang iy mot it vi khuan tir 6ng gibng thach nghiéng (hic miu sinh
thiét bi nghi ng nhiém khuén) hoa vao 1 @it nuéc cit ¢ gitta phén kinh, 1am khé trong khéng
khi, ho nhanh ¢t boi trén ngn kradén dn 2-3 kn dé gan chit vi khuan vao phén kinh.

- C6 dinh \ét bdi king cach nh 1én ét bdi 1-2 gt cdn 95. Bét chay va dp tit ngay
khoang 10 giay.

- Pt tiéu kin 1én trén gials, giadd dat trén éc bese c6 ara mbt it nude dangdun nong
85-90°C (kh6ngdé cho s6i) trén ép.

Bugc hai: Tién hanh nhdm tiéu kin

1) Pat miéng ghy loc 1&n trén ¢t boi.

2) Nho 2-3 giot dung dch luc malachite 5% lénét boi va tén hanh b hoi nuéc néng
trong 5-10 phut. Bu thy thudc nhupm trén giy bi kho thi phii b6 sung. ’

3) Rira Wt boi bing nrgc cat trong 30 giay (l0ei6 cac € bao dinh ddng € bi mat mau
con baot van gitr lai mau).

4) bat tiéu kin [én giado, gidduoc dat trén chiu ria.

5) it gidy loc |én trén ¢t boi. ’ , "

6) Nho 2-3 got dung dch safranin hay fuchsin Ién trénang gay loc, d¢ 30 giay.

7) Rira nedce rdi thim khé haydé kho tr nhién \ét boi.

Budéc ba: Quan sat ti@udm trén kinh Hn vi quang bc véi vat kinh diu (x100).

Két qua: Tiéu tin nhidm ding thi baott s3 bit mau xanhdc, & bao clt bit maudo
hong.

*Lau y: Dé & dang quan satuoc bao & nén dy cac vi khdn trén méi teong dinh
dudng chra 0,005% MnGl (5mg/l) trc 2 thn trén mdi teong thach nghiéng. Co ththay thé
dung dch luc malachite 5% ing dung dch xanh methylen 6%.

4. S lwgc Vé ndi bao tir cia vi khuin

Khoéng phii moi vi khuin déu cé baow. Noi bao tr thuong gip & cac vi khidn thue ho
Bacillaceaeduoc tao radé gitp vi khuin chong chu tdt hon treéc nhiing tac nhan 4 loi cua
méi tredNg Ngodi nkr tia tr ngaai, tia gama, cht sat trung, nisit d6 moi treong qua cao, moi
truong thiéu dinh dridng hay g khd an... Bao tr duoc hinh thanh ngay trong thao dinh
dudng, mbi té bao dinh ddng ch tao ra mdt bao tr va khéng co6 cic ning sinh én nhr bao fr



nim. Khi vi khudn da hinh thanh baartthi ding la lGc né chusn sang ting thai $ngan, day 1a
trang thai gn nhr khéng hat dong aia € bao.

Thoi gian ©n tai cia bao t kéo dai: cé thla vai rim, vai chuc nim va tiim chi vai tim
nam. Khi gip diéu kién thuan lgi bao tr s3 ndy mam va chugn thanh & bao dinh ddng. Con
néu bao t bi v& cAu trac thi 10ad6 vi khuin s chét.

Trong du tric @a mjt ndi bao tr, 4o baoit va w bao tr déng vai trd quan dng trong
viéc bio vé 16i bao fr. Ao bao tr cé diu tao protein &ng, khéng thm nuéc, c6 kh nang chbng
chiu cao i cac tac nhan nhlyzozyme, protease, #hhoa hc, tia hrc xa... Vo bao tr cha yéu
duoc ciu tao tir peptidoglycan, it liénédt chéo,dic biét bén trong ¥ chira nhéu phan & calcium
dipicolinate (DPA-Ca) vaimg chinh nty c6 C&" ma bp vo tré nén clic aing.

Trai ngroc V6i 16p 40 baow, vo bao tr co tinh thm thiu rit cao vadiéu d6 1am cho
nuéc trong 18i b rat ra bén ngoaidy; luong nréc caa nd co th 1éndén 70% (trong khidd té
bao dinh @dng cH chira 80%), g loai nudc nhr 1a yéu t6 quan tong cho tinh khang néi,
khang hirc xa va cao lon hét 14 dé tc ché hoat dong cia enzymey bén trong 16i. Mc di s
hién dién cia C&* ¢ vo khong cé ciic ning khang nhit nhung ar c6 mit cia né¢ trong 16i
rat quan tong. N6 $ lién két véi ADN lam cho @u tric ADN t® nén n hon trudgc nhiing
tacdong bit lgi tir bén ngoai.

5. Giai thich tinh bat mau cia ndi bao tir

Do tinh khéng thm thiu cia 4o baott nén \6i nhitng phrong phap nhém théng throng
khéng lam cho baartbit mau. Baotw cé dic diém |a kho it mau fon t bao dinh ddng, song
khi bit mau 6i thi lai rat khé b tdy mau, trong khid6 € bao dinh d@dng ki tdy mau nhanh
chéng.bé bao fr cé the bt mau thibc nhbm, ta é@n haat héa né Bng tac nhan nbt do cao hay
két hop acid \6i nhiét. Viéc haat héa $ kich thich baott ndy mam va khi baot ¢ trang thai iy
mam thi thibc nhibm s dé dang xam ndp vao bén trong I8i&h dén bao tr bit mau.biéu nay
duoc giai thich bing @ ché: Khi hoat hda ting nhit thi nhigt d6 s8 1am cho protein 4o baé bi
bién tinh din dén cu tric 4o té nén Xp hon, tinh tHim ting vadong thoi ciing xac tén haat
dong thiy phan @a proteaseat day. Két qua 1a lerong protein gim, ciu tric 4o t nén bng ko
tao diéu kién cho nréc va thibc nhidm thim vao b bao fr, 1am cho % bao fr truong ptong. Sr
truong prong € 1am cho &p peptidoglycarbi v& ciu tric to diéu kién cho mréc va the
nhwm thim vao trong |5
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