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Medlum Preparation of Autoinduction Media
Modified from Li, et. al., 2011

1. Prepare all stock solution as in Table 1

Name Working concentration Steck solution preparation Sterilization method
3 Add 30 g Mg50: TH20 (MW: 246 47) to 300 ml 115 Jave or
50 X MgS0s4 stock sohation 0.586 g L™ MgS0y graduated cylinder. Bring final volume to 0.5 L with filtration (0.2 pm)
water (Mill-Q or similar quality)

204 1 ghucose Add 1292 g glucose HoO (MW 198.17). 428 =
4)(2.94—1_1.0‘?—?.61:31]:&11501:11:& 1107g1d 1 gl}tmlﬂdW:QE_DB}mﬂS?ghctm_e}hD (MW 121°{;amm:]xvem'
stock solution 76-5[.'1] B 36D3_l]mleﬂJatedcv_hn§iu.Bm_1gﬁnalwhlmh filtration (0.2 pm)

. 1 L with water (Mill-Q or similar quality)

294 g1 ghucose Add 1615 g glucose HyO (MW 193.17), 36.9 g glycerol
53 2.94-7.38-3.8 carbon source 738 g1 gt 1 MW: 92.09) and 20 g lactose HyO (MW: 360.31) to 1 L | 121°C autoclave or
stock solution 38217 lact graduated cylinder. Bring final volume to 1 L with water | filtration (0.2 pm)

(Mill-Q) or similar il

2.5 mg L CoCla 6H:0 Add 0.3 g CoCla.6H2O (MW: 237.93). 3 g MnCl> 4H:20
15 mg I MnCL 4H:0 MMW: 197.9), 0.3 g CuCl. 2H20 (MW: 170.48), 06
2000 X trace element stock 1.5 mg L' CuCh 2HL0 HiBOs MW 61.83), 6.76 g of Zn(CH;CO0) 2H0 Filtratiom (0.2 )
solution 3mg L H:BO: QMW 219.49), 2.82 g Titriplex I (MW: 372.24) to 100 EE e
33 8 mg L Zn(CH;CO0) 2H,0 | ml graduated cylinder. Bring final volume to 100 mL
14.10 mg L™ Titriplex II with water (Mill-Q or simular quality)
Add 100 g (NHshpHPOs (MW: 132.06) to 500 ml 121°C antoclave or
50X (NHq):HPOs stock solution |4 £ 17 (NHq:HPO, craduated cylinder. Bring final volume to 500 mL with ﬁitration {0.2 ym)
water (Mill-0) or similar quality) < pm,
. Add 133 g KHaPOs (MW: 136.09) to 1 L graduated 1915C autoclave or
10 X EH2P0O;4 stock solution 133 g 1" KH2POs cylinder. Bning final volume to 1 L with water (WLIl-Q or ﬁitra tion (0.2
i =~ 2 pm)
similar gquality)

Add 425 g Citne acid Ha0 (MW: 210.14) [or 38833 g
Citric acid (MW: 192.12)] to 500 ml graduated cvlinder. | 121°C autoclave or
Brng final volume to 300 ml with water (Mill-Q or filtration (0.2 pm)
similar quality)

Add 2.52 g Fe(III) citrate (MW: 244.94) to 500 ml
50X Fe(TIT} citrate stock solution | 0.1008 g L™ Fe(IIT) citrate craduated cylinder. Bring final volume to 500 mL with
water (Mill-0) or similar quality)

Add 50 ml Ammonium hydroxide {30~33%) to 300 ml
25 X NH4OH stock selufion To brng final pH to 6.8 graduated cylinder. Bring final velume to 500 mL with
water (Mill-0Q) or similar quality)

50 X Citric acid stock solution 15542 ¢ L7 Citric acid

121°C autoclave or
filtration (0.2 pm)

Table 1. Preparation of stock solutions

All stock solutions are autoclaved prior to mixing unless filtration is required. Each stock solutions is
contained in a different bottle.
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2. Mixing
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Mixing is done by adding each of stock solution in order as listed in Table 2 without making
Group A and Group B solutions. Mixing is done under aseptic condition in Biosafety Cabinet.

Once the autoinduction media has been made, store at 4°C or keep refrigerated.

Name of medinm S-DAB (HNC)
Application of the medium
E F oxygen supply
Inducer Lactose
Volume of stock solution ml
Magnesium” | 50 X MgS0, stock solution 20
4X204-11.07-7.6 carbon source stock solution 250
E Carbon 5 X 2.94-7.38-3.8 carbon source stock solution
= 20 X Glucose stock solution
Elements"™ | 2000 times trace element stock solution 0.5
Nil:mgm‘ 30 X (NH4)sHPO, stock solution 20
Phosphate 10 X EH,POy stock solution 1040
a and 30 X Citne acid stock soluton 20
2 other salts” ['50 3 Fe(TII) citrate stock solution 20
pH 25 X NH40H stock solution 43-50
adjustmg’ | 50 X 5 mol L NaOH stock solution
Solvent® | Water (Milli-Q) or simalar quality) 320
Table 2. Medium preparation
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